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CHAPTER 1

General Introduction

Jieyu Liu

Laboratory of Molecular Biology, Department of Plant Sciences, Wageningen 
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1. Introduction

As a major plant nutrient, nitrogen is essential for plant growth and development. 
Despite nitrogen gas is abundant in the atmosphere, the accessible forms of 
nitrogen for plants, such as nitrate and ammonium, are often limited in soil and 
restrict plant growth. To overcome this, about 110 million years ago, plants 
evolved a symbiosis with nitrogen fixing bacteria (Griesmann et al., 2018; van 
Velzen et al., 2018). In this symbiosis, bacteria are accommodated intracellularly 
in a specialized root organ named nodule. Inside the root nodules, bacteria 
convert the atmospheric nitrogen into ammonia, which is provided to the plant 
in exchange for carbon resources. 

The nodule symbiosis only occurs in plant species which belong to the nitrogen 
fixation clade (NFC). This clade consists of four orders: Fabales, Rosales, 
Cucurbitales and Fagales. The ability to form nodules frequently occurs within 
species of the legume family (Fabales) (Soltis et al., 1995). This makes legumes 
important crop plants that are able to grow with low input of nitrate fertilizer 
and produce protein-rich seeds. In the other three orders, nodulation occurs 
in markedly fewer species. Legumes and Parasponia (Rosales) establish the 
nodule symbiosis with Gram-negative bacteria, which belong to different genera 
collectively called rhizobia (Peter et al., 1996). The other plant species that form 
the nodule symbiosis with Gram-positive Frankia bacteria are called actinorhizal 
plants (Santi et al., 2013). 

Plant species in the different orders of the NFC use a conserved signaling 
pathway to initiate the nodule formation. This pathway is activated by lipo-
chitooligosaccharides (LCOs, also called Nod factors (NFs)) that are secreted 
by rhizobia (Denarie and Debelle, 1996). Although the nature of the Frankia-
secreted signal is still not clear, components of this signaling pathway have 
also been shown to be required for the nodule formation in the actinorhizal 
plants (Gherbi et al., 2008; Markmann et al., 2008; Svistoonoff et al., 2013; Den 
Camp et al., 2011). Interestingly, this signaling pathway is shared with a much 
older and far more widespread endosymbiosis: the arbuscular mycorrhizal (AM) 
symbiosis (Oldroyd, 2013). AM symbiosis is thought to have evolved ~450 million 
years ago (Remy et al., 1994; Bonfante and Genre, 2008). AM fungi are able to 
colonize 72%-80% of vascular plants and facilitate the uptake of micronutrients, 
phosphate and fixed form of nitrogen in exchange of plant carbon sources 
(Brundrett and Tedersoo, 2018). In addition to the common symbiotic signaling 
pathway, both microsymbionts from the AM and nodule symbiosis are hosted 
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intracellularly and surrounded by a specialized host membrane to avoid direct 
contact between the two partners and facilitate the exchange of, for example, 
nutrients in a controlled manner (Parniske, 2000). For both interactions, the 
formation of this symbiotic membrane interface require the specific exocytotic 
vesicle-associated membrane proteins (VAMP721d&e) of the host plant (Ivanov 
et al., 2012; Gavrin et al., 2016). As the AM symbiosis is more ancient, the 
common symbiotic signaling pathway as well as the VAMPs are most likely 
recruited from the AM symbiosis when nodulation evolved. However, although 
AM and nodule symbiosis share the common symbiotic signaling pathway, 
the downstream transcriptional network is different. In nodule symbiosis, this 
signaling pathway transcriptionally activates the key transcription factor NIN 
(NODULE INCEPTION) (Oldroyd, 2013; Singh et al., 2014). As a nodule 
specifically expressed gene, NIN distinguishes nodule symbiosis from AM 
symbiosis (Schauser et al., 1999; Marsh et al., 2007; Borisov et al., 2003; 
Wang et al., 2019; Bu et al., 2020; Clavijo et al., 2015; Kumar et al., 2020). 
NIN is essential for nodulation and this has been shown in legumes species, 
Parasponia andersonii (Parasponia) and in the actinorhizal species Casuarina 
glauca (Casuarina) (Schauser et al., 1999; Marsh et al., 2007; Borisov et al., 
2003; Wang et al., 2019; Bu et al., 2020; Clavijo et al., 2015). 

Recently, phylogenomic studies showed that the genes, which function in 
establishing nodule symbiosis are independently lost in the non-nodulating 
species of the NFC (Griesmann et al., 2018; Van Velzen et al., 2018). This 
supported the hypothesis that a single origin of nodulation was followed by 
massive loss of this special ability (van Velzen et al., 2019). Noticeably, all 
the (studied) nodulating species possess NIN, while the species that lost the 
nodulation ability in general lost NIN. This indicates that in addition to recruitment 
of the common symbiotic signaling pathway and symbiotic VAMPs from the AM 
symbiosis, nodule symbiosis specifically recruited NIN.

Root nodule initiation involves multiple developmental processes: root hair 
curling, infection thread formation, the start of nodule organogenesis, and a 
negative feedback loop that regulates nodule number (Kosslak and Bohlool, 
1984; Downie, 2014). These processes occur at different time points and 
locations. Strikingly, NIN plays a key role in all these processes (Schauser et al., 
1999; Marsh et al., 2007; Borisov et al., 2003; Wang et al., 2019; Bu et al., 2020; 
Clavijo et al., 2015; Soyano et al., 2014; Laffont et al., 2020). However, although 
the importance of NIN has been demonstrated in many aspects of nodulation, 
how it achieves these versatility remains elusive. 
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Understanding the molecular mechanisms by which NIN controls different steps 
is important in understanding nodulation. In this thesis, I focused on this. Here, 
I will first summarize the current knowledge concerning NIN.

2. Nod factor signaling pathway

Genetic studies on model legumes Medicago truncatula (Medicago) and Lotus 
japonicus (Lotus) identified a signaling pathway, which later was shown to be 
conserved within the NFC in establishing nodule symbiosis. In response to 
root exudates, including flavonoids, rhizobia synthesize and secrete the NFs. 
NFs can be perceived by the membrane located heteromeric complex of LysM-
domain receptor kinases (LYK3/NFP in Medicago; NFR1/NFR5 in Lotus) and 
leucine-rich repeat receptor kinase (DMI2 in Medicago and SYMRK in Lotus) 
(Stracke et al., 2002; Limpens et al., 2005; Madsen et al., 2004; Radutoiu et al., 
2003; Limpens et al., 2003; Arrighi et al., 2006; Mulder et al., 2006; Smit et al., 
2007; Endre et al., 2002). The NF receptor complex activates the downstream 
cascade resulting in calcium oscillations in the nucleus. This requires HMGR1 
(3-hydroxy-3-methylglutaryl CoA reductase 1), an enzyme involved in mevalonate 
production (Jayaraman et al., 2015; Kevei et al., 2007); nuclear membrane-
located cation channels (DMI1 in Medicago; CASTOR and POLLUX in Lotus) , 
and calcium channels (CNGC15a-c in Medicago) (Ané et al., 2004; Kanamori 
et al., 2006; Charpentier et al., 2008, 2016). The calcium signal is decoded 
by a calcium calmodulin-dependent kinase (DMI3 in Medicago and CCaMK in 
Lotus) (Mitra et al., 2004; Tirichine et al., 2006). Further, CCaMK/DMI3 activates 
transcription factor CYCLOPS (IPD3 in Medicago) by phosphorylation after 
which, it is able to induce the transcription of downstream genes (Messinese et 
al., 2007; Yano et al., 2008).

The signaling pathway described above (except the LysM receptors) is shared 
with AM symbiosis. However, downstream of CYCLOPS, the signaling pathway 
required for AM and nodulation is diverged. In AM symbiosis, CYCLOPS 
directly induces the expression of REDUCED ARBUSCULAR MYCORRHIZA1 
(RAM1), a GRAS-type transcription factor that functions as a central regulator 
of arbuscule development (Gobbato et al., 2012; Pimprikar et al., 2016). In 
contrast, in nodule symbiosis, CYCLOPS induces the expression of NIN (Singh 
et al., 2014). As a direct target of CYCLOPS, NIN is among the first induced 
nodule symbiotic genes. NIN is specifically expressed during the nodulation 
process and essential for nodule development, but not for AM symbiosis 
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(Schauser et al., 1999; Marsh et al., 2007; Borisov et al., 2003; Wang et al., 
2019; Bu et al., 2020; Clavijo et al., 2015; Kumar et al., 2020).

3. Function of NIN during nodule development

3.1 NIN is a network hub in Infection thread formation

To reach the developing nodule primordia, bacteria have to traverse the 
root epidermis, sometimes also cortical cell layers. There are several ways 
to achieve this such as: crack entry through the lateral root base, or via 
intercellular infection between epidermal cells and the most common mode 
by an intracellular infection thread (Sprent, 2007). Infection thread formation 
has been well-studied in Medicago and Lotus. Upon exposure to rhizobium 
secreted NF, the microtubule skeleton starts to rearrange within a few minutes, 
the root hair tip (or branch of the root hair) curls around the bacteria by which 
they become entrapped (Timmers et al., 1999). This curling stops when the tip 
reaches the shank of the root hair, forming an enclosed infection chamber. The 
entrapped bacteria divide within this chamber, forming a colony that is referred 
to as infection focus (Oldroyd et al., 2011). By targeting of vesicles to this site, 
local cell wall hydrolysis occurs and the plasma membrane starts to invaginate. 
It forms a tube-like structure and a new cell wall is formed inside this tube. This 
intracellular tube-like structure is named infection thread (IT) (Oldroyd et al., 
2011). The IT leads bacteria inside the plant cell, traverses the root hair and 
grows towards the nodule primordium, where rhizobia are released (Daniel J. 
Gage, 2004; Oldroyd et al., 2011). 

NIN is transcriptionally induced in the root epidermis within hours upon 
NF perception (Yoro et al., 2014; Vernié et al., 2015a; Van Zeijl et al., 2015; 
Breakspear et al., 2014). The role of NIN in IT formation has been studied in 
several legumes. Knockout mutants of nin showed excessive root hair curling in 
response to NF (Marsh et al., 2007; Schauser et al., 1999; Borisov et al., 2003). 
This improper root hair curling makes it impossible to form a closed infection 
chamber. In actinorhizal species Casuarina, NIN expression has been shown to 
be correlated with infection by Frankia and knockdown mutants were impaired 
in root hair deformation (Clavijo et al., 2015). So most likely, the function of NIN 
in controlling IT formation is conserved within the NFC. 
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NIN protein induces IT formation by triggering expression of genes required 
for this process. A recent root hair transcriptome study identified NIN as a 
transcriptional network hub controlling growth modules required for IT formation 
(Liu et al., 2019a). It has been shown that the expression of 54% of the induced 
genes involved in infection are NIN dependent. These genes are involved in 
multiple molecular processes, including cell cycle, cell wall remodeling, hormone 
metabolism, nutrient uptake and assimilation. For example, NIN directly binds 
to the promoter of the gene encoding the cell wall modifying enzyme NPL 
(Nodulation Pectate Lyase) (Xie et al., 2012). NIN also regulates the CCAAT 
box-binding transcription factor NF-YA1 (Nuclear Factor-Y Subunit A1), and 
the nuclear-localized long coiled–coil protein RPG (Rhizobium-directed Polar 
Growth) (Soyano et al., 2013; Liu et al., 2019a; Soyano et al., 2014). Mutations 
in these direct target genes lead to the abnormal IT formation, underlining the 
importance of NIN in controlling IT formation.

3.2 NIN is required for the initiation of nodule organogenesis 

Concomitant with the rhizobia infection in the epidermis, mitosis is activated in 
the pericycle/cortical cells below the site of infection to form a nodule primordium, 
which further develops into a nitrogen fixing nodule. This nodule organogenesis 
process is fully blocked in knockout mutants of nin in legumes and Parasponia 
(Schauser et al., 1999; Marsh et al., 2007; Borisov et al., 2003; Bu et al., 
2020; Wang et al., 2019). In Casuarina, nodule organogenesis is impaired in 
knockdown mutants (Clavijo et al., 2015). In addition, overexpression of NIN 
can induce the formation of a nodule like structure in the absence of rhizobia 
(Soyano et al., 2013). Therefore, NIN plays a key role in nodule organogenesis 
and most likely this role is conserved within the NFC. 

At 24 hours post inoculation with rhizobia, when IT formation has been initiated 
in the epidermis, cell divisions already occur in the pericycle of the Medicago 
roots (Xiao et al., 2014). At this stage, bacteria are only present in the root 
epidermis. NFs are immobile molecules, therefore, NF signaling could have 
only occurred in the epidermis (Goedhart et al., 2000). It is puzzling how NIN 
controls nodule organogenesis in the inner root cell layers. It has been proposed 
that NIN expression in the inner root cell layers is activated by a mobile signal 
which is generated by the NF signaling in the epidermis (Deinum et al., 2016). 
Alternatively, it has been postulated that the epidermal produced NIN protein 
might be transported to the inner root cell layers and activate cell division there 
(Figure et al., 2015). 
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In addition to NF, expression of NIN can also be induced by cytokinin. Application 
of the exogenous cytokinin induces NIN expression and can form a nodule like 
structure in the absence of rhizobia (Gauthier-Coles et al., 2019; Cooper and 
Long, 1994). Cytokinin is accumulated upon NF perception and the induction of 
NIN by either cytokinin or NFs requires the cytokinin receptor MtCRE1 (ortholog 
of LjLHK1) (van Zeijl et al., 2015; Gonzalez-Rizzo et al., 2006a; Plet et al., 
2011). For these reasons cytokinin might be the mobile signal that triggers NIN 
expression in the inner layers. 

Studies on the nin weak allele daphne of Lotus, provide a valuable insight in 
how NIN simultaneously controls IT formation and nodule organogenesis 
(Yoro et al., 2014). The daphne mutant forms an excessive number of ITs, but 
nodule organogenesis is blocked. This showed that the regulation of these two 
processes by NIN can be uncoupled. The daphne mutant phenotype is caused 
by a chromosomal translocation about 7kb upstream of the NIN start codon 
(Yoro et al., 2014). This suggests that the regulatory region required for NIN 
controlled nodule organogenesis is located upstream of this 7kb promoter. 

The regulatory sequence of NIN in controlling nodule organogenesis has been 
a long standing mystery. In Chapter 2, we identified a remote cis-regulatory 
region which is required for NIN expression in the pericycle to initiate nodule 
primordium formation in Medicago. 

3.3 The function of NIN in later developmental stages

Legume nodules have been divided into two types: indeterminate and 
determinate nodules (Franssen et al., 1992). The model legume Medicago, 
which the study in this thesis focused on, forms indeterminate nodules as they 
have a persistent meristem at their apex. The other model legume Lotus forms 
determinate nodule, as it has a meristem that is only transiently present. 

Nodule development has been studied in detail in Medicago (Xiao et al., 2014). 
It starts with anticlinal cell divisions in pericycle cells opposite the protoxylem 
poles (Heidstra et al., 1997). Subsequently, cell divisions are induced in the 
most inner two cortical cell layers (C5 and C4). This is followed by cell division 
in the middle (third) cortical cell layer (C3) and endodermis. When C4/5 formed 
about eight cell layers and endodermis and pericycle formed six to eight cell 
layers, mitotic activity stopped in these cells. In contrast, C3-derived cells kept 
on dividing and developed into a nodule meristem which continuously adds 
cells to the nodule tissues. The C4/5 derived cells become penetrated by the 
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infection threads from which rhizobia are released. The released bacteria are 
surrounded by a host derived membrane, a process controlled by a nodule 
specific exocytotic pathway (Ivanov et al., 2012; Gavrin et al., 2016). These 
organelle-like structures are called symbiosomes (Roth and Stacey, 1989). 
The infection and release processes continue in the mature nodule in the 
cell layers adjacent to meristem. These one/two adjacent cell layers are also 
the place where NF receptors accumulated, so the place where NF signaling 
occurs (Moling et al., 2014). Upon release, symbiosomes divide, which results 
in massive colonization of the host cell. In addition, both the infected host cell 
and bacteria undergo endoreduplication and become enlarged (Vinardell et 
al., 2013). Bacterial differentiation is controlled by a number of nodule-specific 
cysteine-rich peptides (NCRs) which are produced by the host and delivered 
into bacteria (Van de Velde et al., 2010; Alunni and Gourion, 2016; Mergaert et 
al., 2003). 

The meristem derived cells form a distinct zone called infection zone. The 
infection zone is followed, along the longitudinal axis, by the fixation zone where 
nitrogen fixation take place. The transition from infection zone to the fixation zone 
(interzone II/III according to Vasse et al., 1990) occurs rapidly. This transition is 
accompanied with many changes in both gene expression and cell morphology 
(Gavrin et al., 2014; Vasse et al., 1990). For example, induction of rhizobial 
nif genes which encode components of nitrogenase (the enzyme responsible 
for nitrogen fixation); the accumulation of starch in the non-infected cells and 
at the periphery of the infected cells; bacteria markedly enlarge and fill most 
space of the host cell; rhizobia become radially aligned; vacuoles collapse; and 
cytoskeleton rearranges (Gavrin et al., 2014; Vasse et al., 1990; Timmers et al., 
1998; Kitaeva et al., 2016; Franssen et al., 1992). The cells derived from C4 and 
C5 of the nodule primordia form the basal part of the fixation zone. The nodule 
meristem adds cell to the central tissue and after differentiate they become part 
of the fixation zone. In the older nodules, a senescence zone is formed at the 
basal part of the nodule (Van De Velde et al., 2006). In this zone, both host cell 
and bacteria are degraded by highly induced proteolytic activities. So, along the 
longitudinal axis a developmental gradient is formed with the youngest cells in 
the apex (meristem) and the oldest cells in the basis, near the root attachment 
point.

Interestingly, although massive intracellular infection by the rhizobia, the defense 
response of the host plant is well suppressed. This is due to the induction 
of defense suppressing genes, such as Symbiotic Cysteine-rich Receptor 
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Kinase (SymCRK), Regulator of Symbiosome Differentiation (RSD), Defective 
in Nitrogen Fixation 2 (DNF2) and NODULESWITH ACTIVATED DEFENCE 
1 (NAD1) (Bourcy et al., 2013; Sinharoy et al., 2013; Berrabah et al., 2014b; 
Wang et al., 2016; Domonkos et al., 2017). Mutants of these genes showed 
strong defense responses and/or a premature senescence phenotype. 

In contrast to the intensive studies of the function of NIN during nodule 
initiation, the role of NIN in later nodule developmental stages has hardly been 
investigated. Two Medicago nin weak alleles, NF10547 (nin-16) and NF0440, 
have been reported to form the nitrogen fixing deficient nodules (Pislariu et al., 
2012; Veerappan et al., 2016). However, it is not clear what caused the nitrogen 
fixing deficient phenotype. In Chapter 4, we studied these two mutants in detail. 

3.4 NIN systemically controls nodule number through autoregulation 
of nodulation (AON) 

Symbiotic nitrogen fixation is an energy consuming process. Therefore, plants 
must evaluate the costs and benefits and make an economically optimal decision. 
To do this, plants developed a mechanism called autoregulation of nodulation 
(AON) to control the nodule number (Kosslak and Bohlool, 1984; Krusell et 
al., 2002; Nishimura et al., 2002; Okamoto et al., 2013, 2009). AON involves 
communication between root and shoot. Along with nodule initiation, CLAVATA3/
ENDOSPERMSURROUNDING REGION (CLE) peptides (CLE12/13/34/35 in 
Medicago, CLE-RS1/2/3 in Lotus, GmRIC1/2 in Glycine max, and PvRIC1/2 
in common bean (Phaseolus vulgaris)) are produced in roots (Okamoto et al., 
2013, 2009; Soyano et al., 2014; Mortier et al., 2010; Lim et al., 2011, 2014; 
Reid et al., 2011; Ferguson et al., 2014; Nishida et al., 2016; Mens et al., 2021). 
They act as mobile signals and are transported through xylem to the shoot 
where they are perceived by their receptor CLAVATA1 (CLV1)-like leucine-rich 
repeat receptor-like kinase (LjHAR1/MtSUNN/PsSYM29/GmNARK/PvNARK) 
(Krusell et al., 2002; Nishimura et al., 2002; Searle et al., 2003; Schnabel et 
al., 2005; Ferguson et al., 2014). Mutations in these receptor genes result in 
a hyper nodulation phenotype. Perception of CLE peptides by the receptors 
results in downregulation of the shoot produced signal miR2111 (Tsikou et al., 
2018; Gautrat et al., 2020). miR2111 can move to the root where it cleaves 
the nodulation inhibitor TOO MUCH LOVE (TML). So, upon perception of CLE 
peptides, less miR2111 is transported to the root, enabling TML to block the 
formation of new nodules. In this way the number of nodules that are formed 
is controlled. In addition to miR2111, perception of CLE peptides activates the 
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biosynthesis of iP-type cytokinin which is transported from shoots to roots where 
it suppress nodulation also in a TML dependent manner (Sasaki et al., 2014). 
So, the robust negative feedback loops are formed to control the number of 
nodules.

Studies in legumes showed that during nodulation the expression of CLE genes 
are induced in a NIN-dependent manner. In Lotus and Glycine max, LjNIN and 
GmNINa directly bind to the NIN-binding sequence (NBS) in LjCLE-RS1/2 and 
GmRIC1/2 promoter and induce their expression, respectively (Wang et al., 
2019; Soyano et al., 2014). In Medicago, the expression of MtCLE12/13 is also 
dependent on MtNIN (Mortier et al., 2010). In Lotus, constitutively expressed NIN 
systemically represses the induction of NIN expression in the non-transgenic 
roots, and this suppression is dependent on the Lotus CLE peptides receptor 
HAR1 (Soyano et al., 2014). This further results in systemic suppression of 
nodule formation in untransformed roots of the same plant. So NIN, as both 
inducer and responder has a central role in this feedback loop, which ensures 
that an optimal number of nodule is formed.

4. NIN has evolved from a NIN-like Protein (NLP) 

As the first cloned nodulation gene, NIN was first identified in Lotus in 1999 
(Schauser et al., 1999). With NIN as the founding member, NIN-like proteins 
(NLP) were later identified as master regulators of nitrate signaling. NLPs are 
wide spread in the plant kingdom and regulate multiple plant developmental 
processes in response to nitrate state (Mu and Luo, 2019a). NINs and NLPs 
share two conserved domains, the RWP-RK DNA binding domain and Phox and 
Bem1 (PB1) protein-protein interaction domain (Schauser et al., 2005). RWP-
RK domain is highly conserved between NINs and NLPs, indicating they might 
bind to similar cis-regulatory elements. Indeed, it has been shown in Lotus 
that both LjNIN and NRSYM1 (LjNLP4) can bind to the NIN-binding sequence 
in the LjCLE-RS2 promoter (Nishida et al., 2018). Recently, a more detailed 
comparison was performed between LjNIN and LjNLP4 (Nishida et al., 2021). 
This showed that they bind to both identical and distinct cis-elements, indicating 
that changes in their DNA binding properties has been evolved. The PB1 domain 
can mediate the interaction between NIN and NLPs and it is necessary for the 
full induction of nitrate-dependent expression of target genes of NLPs (Konishi 
and Yanagisawa, 2019; Lin et al., 2018a; Nishida et al., 2021).
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Unlike NINs, which are transcriptionally activated during nodule symbiosis, 
NLPs are constitutively expressed and are post transcriptionally regulated by 
nitrate signaling (Liu et al., 2017; Chardin et al., 2014; Lin et al., 2018a; Nishida 
et al., 2018; Marchive et al., 2013; Cao et al., 2017). Under low nitrate condition, 
most studied NLPs are retained in the cytoplasm, while they are translocated to 
the nuclei when a high nitrate level is sensed (Marchive et al., 2013; Guan et al., 
2017; Lin et al., 2018a; Cao et al., 2017; Nishida et al., 2018). In some special 
cases, NLPs are constitutively located in the nucleus, but its transcriptional 
activity is still regulated by nitrate (Alfatih et al., 2020; Yan et al., 2016; Nishida 
et al., 2021). In response to nitrate, nuclear localized NLPs negatively regulate 
nodule symbiosis by (Lin et al., 2018a; Luo et al., 2021; Nishida et al., 2018, 
2021). This can be mediated by competitive interaction with NIN through the 
PB1 domain. For example, under high nitrate conditions, co-transformation of 
MtNLP1 with MtNIN significantly reduced the MtNIN activation of proCRE1:GUS 
expression in tobacco leaves and the interaction between MtNLP1 and MtNIN 
has shown to be depended on the PB1 domain (Lin et al., 2018a). 

RWP-RK and PB1 domain both are close to the C-terminus of the protein. 
Notably, the N-terminal region is not conserved between legume NINs and 
NLPs (Chardin et al., 2014; Suzuki et al., 2013b). A nitrate-responsive domain 
(NRD) is present in NLPs, but not in legume NIN (Suzuki et al., 2013b). Within 
this domain, there is a serine (S205 in AtNLP7) which can be phosphorylated 
in response to nitrate and this is essential to mediate translocation of NLP from 
cytoplasm to nucleus (Liu et al., 2017). This serine is conserved in NLPs, but 
lost in legume NINs. However, it is not known whether the change in this region 
was essential for the recruitment of NIN in the nodulation process. In Chapter 5 
and 6, we focused on NIN and NLP in an evolutionary perspective. We showed 
that NLPs are not functional equivalence with Medicago NIN and studied the 
minimal changes required for NIN recruitment in nodulation in both its promoter 
and protein sequences.
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Outline

In Chapter 2, we studied how NIN controls multiple processes during nodule 
initiation. We showed that the regulatory sequences sufficient for the infection 
process in epidermis are located within a 5kb region directly upstream of the 
NIN start codon in Medicago. Furthermore, we identif a remote upstream cis-
regulatory region, which required for the expression of NIN in the pericycle to 
initiate nodule organogenesis. This remote region contains putative cytokinin 
response elements, and it is conserved in legume species. This together with 
cytokinin signaling genes are expressed in the pericycle in the non-inoculated 
roots strongly suggest that NIN expression is first triggered by cytokinin signalling 
in the pericycle to initiate nodule primordium formation.

In Chapter 3, we analysed NF signaling controlled genes in Medicago 
nodules. We made use of spontaneous nodules formed by overexpression of 
NF signaling gene. These spontaneous nodules showed wildtype (WT)-like 
tissue organization. Transcriptome analysis showed that many genes, which 
are especially expressed in infection and fixation zone of WT nodules, are 
induced in the spontaneous nodules. Further, to study late stage NF signaling 
controlled genes and distinguish them from genes that are activated upon 
bacterial release, we made use of the mutants involved (TE7) and independent 
(Vamp721d&e RNAi) of NF signaling. Combined with laser microdissection and 
transcriptome analysis, we identified the late stage NF signalling controlled set 
of genes. These genes turned to be markedly different from the genes activated 
in roots upon NF application.

In Chapter 4, we studied the functions of NIN in Medicago nodules. We found 
both NIN mRNA and protein accumulated at the highest level in the proximal 
part of the infection zone and suddenly dropped to a lower level when transition 
to fixation zone. Two nin weak allele mutants, nin-13/16, form a rather normal 
nodule infection zone, but failed in transition to fixation zone. Instead, a zone 
with defence responses and premature senescence occurred and symbiosome 
development gets arrested. Mutations in nin-13/16 resulted in a truncated NIN 
lacking the conserved PB1 domain. However, this did not cause the nodule 
phenotype as nin mutants expressing NINΔPB1 formed wild-type-like nodule. The 
phenotype is likely caused by reduced NIN mRNA levels in the cytoplasm. 

In Chapter 5, we studied changes in NIN related to its recruitment in nodulation. 
We showed that NIN is neither functionally equivalent with its orthologues 
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outside the NFC nor with its paralogues. The main reason for this could be that 
most NLPs are nuclear localized only when high nitrate is sensed, whereas 
NIN is constitutively nuclear localized. Further, we identified a few amino acid 
differences between NIN and its orthologues outside the NFC. These changes 
are important for the function of NIN in nodule formation. They probably were 
introduced in NIN when it was recruited in the nodulation process and might 
contribute to its constitutive nuclear localization.

In Chapter 6, we discuss how NIN has diverged from the ancestral NLP, what 
minimal changes would have been essential to become a key transcription 
controlling nodulation and which adaptations might have evolved later.

In Chapter 7, I integrated the findings described in this thesis and the knowledge 
from literature and proposed a model that can explain how NIN functions in 
multiple steps of the nodulation process.
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Abstract 

The legume-rhizobium symbiosis results in nitrogen fixing root nodules, and 
their formation involves both intracellular infection initiated in the epidermis and 
nodule organogenesis initiated in inner root cell layers. NODULE INCEPTION 
(NIN) is a nodule-specific transcription factor essential for both processes. 
These NIN-regulated processes occur at different times and locations in the 
root, demonstrating a complex pattern of spatiotemporal regulation. We show 
that regulatory sequences sufficient for the epidermal infection process are 
located within a 5 kb region directly upstream of the NIN start codon in Medicago 
truncatula. Furthermore, we identify a remote upstream cis-regulatory region 
required for the expression of NIN in the pericycle, and we show that this region 
is essential for nodule organogenesis. This region contains putative cytokinin 
response elements, and is conserved in eight more legume species. Both the 
cytokinin receptor CRE1, which is essential for nodule primordium formation, 
and the B-type response regulator RR1 are expressed in the pericycle in the 
susceptible zone of the uninoculated root. This, together with the identification 
of the cytokinin responsive elements in the NIN promoter, strongly suggests 
that NIN expression is initially triggered by cytokinin signalling in the pericycle to 
initiate nodule primordium formation. 

Introduction 

The formation of nitrogen-fixing nodules is induced by rhizobium bacteria on 
the roots of legumes. It involves several processes: the induction of intracellular 
infection by rhizobia; nodule organogenesis; and a negative feedback loop 
that determines the number of nodules (Downie, 2014; Kosslak and Bohlool, 
1984). Strikingly, the transcription factor NODULE INCEPTION (NIN), which 
is specifically expressed during nodulation, plays a key role in all of these 
processes (Schauser et al., 1999; Marsh et al., 2007; Soyano et al., 2014). 
These processes occur at different time points and locations, suggesting that 
NIN has a complex spatiotemporal regulation of expression that is regulated 
by distinct cis-regulatory sequences in its promoter. However, although NIN 
was identified almost two decades ago in Lotus japonicus (Lotus) (Schauser 
et al., 1999) and more than ten years ago in Medicago truncatula (Medicago) 
(Marsh et al., 2007), the promoter regions required for full complementation of 
nin knockout mutants have not been identified. Currently, it is unclear how NIN 
is involved in the multiple steps of the nodulation process. 



25

Functional NIN Promoter

2

In Medicago, nodule organogenesis starts with the local mitotic activation of 
pericycle cells, and subsequently cell division extends to the more outward 
located endodermis and cortex (Xiao et al., 2014). Sinorhizobium meliloti 
bacteria invade roots through tube-like structures called infection threads. 
Formation of infection threads in root hairs requires the prior induction of root 
hair curling. A tight curl is formed when the tip of the curling root hair touches 
the shank of the hair and the root hair stops growing and forms an infection 
chamber. Microcolonies of rhizobia then develop within these chambers, in 
which the rhizobia can induce formation of the infection thread. 

In nin null mutants, extensive root hair curling and deformation are induced 
by bacteria, a proper infection chamber fails to be established and only few 
bacteria are present within curled root hairs (Fournier et al., 2015; Schauser et 
al., 1999; Marsh et al., 2007). Wild-type NIN induces infection thread formation 
by triggering expression of genes required for infection thread formation such 
as NF-YA1, which encodes a subunit of a nuclear factor Y complex, and 
NPL, which encodes a nodulation pectate lyase (Soyano et al., 2013; Laporte 
et al., 2014; Xie et al., 2012). Subsequently, infection threads grow towards 
the nodule primordia. There, rhizobia are released into nodule primordium 
cells derived from the cortex. These cells become infected cells which host 
thousands of nitrogen-fixing bacteria. NIN is also required for autoregulation of 
nodulation, a negative feedback system involving root-to-shoot communication 
to determine the optimal number of nodules. This autoregulation mechanism 
includes the induction of CLAVATA3/ESR-RELATED (CLE ) genes by NIN, and 
the CLE-encoded peptides induce systemic signalling between root and shoot, 
suppressing the formation of new nodule primordia (Soyano et al., 2014). 

Expression of NIN is induced in the epidermis upon perception of nodulation 
(Nod) factors, which are lipochitooligosaccharides(LCOs) secreted by rhizobia 
(Vernié et al., 2015; Van Zeijl et al., 2015). Nod-factor signalling induces 
Ca2+ spiking, which activates the nuclear-localized calcium and calmodulin-
dependent kinase (CCaMK) (Ehrhardt et al., 1996; Mitra et al., 2004). CCaMK 
phosphorylates CYCLOPS, a transcription factor that activates NIN expression 
(Yano et al., 2008; Singh et al., 2014). At about 24 h post inoculation (hpi), 
formation of both infection threads and nodule primordium, are initiated in 
Medicago roots (Xiao et al., 2014). At this developmental stage, Nod factor 
signalling occurs exclusively in the epidermis because rhizobia are present 
only there and Nod factors are immobile molecules (Goedhart et al., 2000). 
Therefore, NIN can induce infection thread formation in a cell-autonomous way 
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in the epidermis, but it remains unclear how NIN can induce nodule primordium 
formation in inner root cell layers. It has been postulated that NIN expression 
can be induced in these root layers by a mobile signal that is generated upon 
Nod factor signalling in the epidermis (Hayashi et al., 2014). Alternatively, NIN 
proteins produced in the epidermis may be transported to the inner root layers 
(Vernié et al., 2015; Jardinaud et al., 2016). 

In addition to regulation of NIN by CYCLOPS, NIN expression depends 
on cytokinin signalling. Exogenous application of cytokinin is sufficient to 
trigger NIN expression and also formation of structures resembling nodules 
(Heckmann et al., 2011; Gonzalez-Rizzo et al., 2006; Plet et al., 2011). Notably, 
Nod factor application results in the accumulation of cytokinin (Van Zeil et al., 
2015). Furthermore, the induction of NIN expression by either Nod factors 
or cytokinin requires the cytokinin receptor CRE1, which plays a key role in 
nodule organogenesis (Van Zeijl et al., 2015; Gonzalez-Rizzo et al., 2006; Plet 
et al., 2011). Studies of the weak nin allele of the Lotus daphne mutant (Yoro 
et al., 2014) have provided valuable insight into the involvement of different 
cis-regulatory sequences in the NIN promoter that regulate infection and 
nodule organogenesis. In daphne roots, rhizobium infection and primordium 
formation are uncoupled. Formation of nodule primordia is completely absent, 
and increased numbers of infection threads are formed in the epidermis. The 
daphne mutation is caused by a large insertion that is ~7 kb upstream of the NIN 
start codon. This suggests that this 7-kb region includes essential cis-regulatory 
regions that are required for infection thread formation in the epidermis but are 
insufficient for the activation of cortical cell divisions. To determine how NIN 
induces these processes, we must identify the precise cis-regulatory regions in 
the NIN promoter that drive proper spatiotemporal NIN transcription. 

Here, we have identified a conserved NIN promoter region that is essential 
for nodule organogenesis in Medicago. This region contains several putative 
cytokinin response elements and regulates NIN expression in the pericycle, 
where the cytokinin receptor (CRE1) and a B-type response regulator (RR1) are 
constitutively expressed. This reveals a key role for the pericycle in formation of 
nodule primordia, in which NIN expression is most likely activated by cytokinin 
signalling. 
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Results

Isolation of a Medicago nin Mutant in which Infection and Nodule 
Organogenesis Are Uncoupled 

By screening a plant population obtained from Medicago seeds that were 
mutagenized by fast neutron bombardment (Noble Research Institute, LLC., 
Ardmore USA), we identified a Nod- mutant which we have named FN8113. 
Three weeks post inoculation (wpi) with Sinorhizobium meliloti, the FN8113 
mutant formed excessive numbers of infection threads, but nodulation was 
strongly impaired (compare Figures 1A and 1B with Figures 1C and 1D). We 
quantified the infection thread number in FN8113 and wild type roots at 2 wpi. 
The number of infection threads in FN8113 roots was more than tenfold the 
number in wild type roots (Figure 1E). Root hair curling in FN8113 resembled 
that of wild type, as entrapped bacteria formed colonies and infection threads 
were formed (compare Figure 1F and 1G). The majority of infection threads 
were arrested in root hairs, but longitudinal sections of roots showed that a 
few infection threads could reach cortical cell layers (Figure 1H). Occasionally, 
some cortical cells had divided locally around infection threads. However, cell 
divisions were not induced in the inner root cell layers, where nodule primordia 
are initiated in wild type Medicago plants. 

A segregating F2 population resulting from a cross between FN8113 (cv Jemalong 
A17) and Jemalong A20, showed an approximately 3:1 ratio of Nod+:Nod- plants 
(118 F2 plants; 84 Nod+: 34 Nod-). This indicates that FN8113 has a single 
recessive mutation that is responsible for its Nod- phenotype. Simple sequence 
repeat markers were used to determine the position of the mutation, which was 
localized to the end of chromosome 5, where NIN is located. Next, whole-genome 
sequencing was used to identify the mutation in this region, and this revealed 
a translocation of a ~2.49 Mbp region from chromosome 2 into chromosome 5. 
This was inserted 4120 bp upstream of the NIN start codon (–4120). In addition, 
a small deletion of 15 bp between –4121 and –4135 was detected (Figure 1I). 
No mutations were found in the NIN coding sequence. FN8113 was shown to 
be a nin mutant because its Nod- phenotype could be complemented with a 
biologically functional NIN promoter driving NIN (described below). Because the 
phenotype of FN8113, as well as the nature of its mutation, are strikingly similar 
to Lotus daphne, we named the FN8113 mutant daphne-like. 
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Figure 1. A new Medicago nin Mutant daphne-like in which Infection and 
Nodule Organogenesis Are Uncoupled.
(A) to (D) Images of wild-type and mutant roots. These transmitted light stereo 
macroscopy images (A) and (C) and corresponding green fluorescence stereo 
macroscopy images (B) and (D) were taken at 3 weeks post inoculation (wpi). Roots 
of daphne-like (FN8113) mutant plants (C) and (D) have an excessive number of 
infection threads in comparison to wild type A17 roots (A) and (B). Bars= 2 mm. (E) 
Quantification of infection thread number. The number of infection threads per root 
was counted at 2 wpi in both A17 roots (n = 12) and FN8113 roots (n = 12). Data are 
mean ± SD. (F) and (G) Infection thread formation in a mutant and a wild type roots. 
These confocal images of roots stained with propidium iodide at 1 wpi show that a 
bacterial colony (arrow head) is formed inside a daphne-like curled root hair and 
an infection thread (arrow) is initiated (F) like in a wild type root hair (G). S. meliloti 
containing constitutively expressed GFP was used as inoculum. ep, epidermis; C4, 
C5, cortical cell layers 4 and 5; ed, endodermis; pc, pericycle. Bars = 10 µm (H)  
Longitudinal plastic section of daphne-like root at 3 wpi. The section stained with 
toluidine blue displays infection thread (arrow). The infection threads in a mutant can 
occasionally reach cortical cell layers and induce some cell divisions (arrowhead). 
Bars = 50 μm. (I) Schematic representation of the chromosome translocation at the 
NIN locus in the daphne-like mutant. The strikethrough indicates a 15 bp deleted 
sequence. 



29

Functional NIN Promoter

2

The 5kb Upstream Region of Medicago NIN Contains Discrete 
Regulatory Sequences that Affect Root Hair Curling and Infection 

The phenotype of daphne-like strongly suggests that NIN regulatory sequences 
required for primordium formation are located more than 4120 bp upstream of 
the NIN start codon. In addition, this phenotype indicates that the regulatory 
sequences located within this 4120-bp region are sufficient for proper root 
hair curling and infection thread formation. We tested this by using a construct 
containing the 5-kb region upstream of the start codon to drive expression of 
NIN. We introduced this construct, ProNIN5kb:NIN, into Medicago nin-1 (null 
mutant, Marsh et al., 2007) roots by Agrobacterium rhizogenes-mediated root 
transformation. At 4 wpi, 41 of 44 analyzed transgenic roots showed excessive 
infection thread formation (Figure 2B to 2D). Despite the numerous infections, 
these roots did not form nodules, except for one root on which four nodules were 
observed. As other transgenic roots of this composite plant have no nodules, 
we assume that this is caused by transgene insertion. Longitudinal sections of 
infected transgenic roots confirmed that cell divisions were not induced in the 
pericycle, endodermis and inner cortical cell layers (Figure 2A). Infection threads 
were arrested in the epidermis, but occasionally some of these reached the 
cortex. Thus, the 5 kb promoter region is sufficient for infection thread formation, 
but it lacks regulatory sequences for primordium formation. 

Interestingly, a single putative CYCLOPS/IPD3 binding site is located about 
–3 kb upstream of the start codon (Figures 3 and 4A, Supplemental Figure 
1, Supplemental Table 1) (Singh et al., 2014). We therefore checked whether 
the function of NIN in the epidermis fully depends on this putative CYCLOPS 
binding site by using the –2.2 kb region (Figure 4A) to drive NIN expression. The 
ProNIN2.2kb:NIN construct was introduced into nin-1 by A. rhizogenes-mediated 
root transformation. The nin-1 null mutant has excessive root hair curling 
but fails to form infection threads (Figure 2H to 2J). Although all 37 analysed 
transgenic roots at 4 wpi showed tight root hair curls that enclosed bacterial 
colonies, infection threads were rare (Figure 2E to 2G). Of 298 curled root hairs 
in ProNIN2.2kb:NIN transgenic roots containing a bacterial colony, only ~3% 
had an infection thread. This shows that root hair curling and establishment 
of infection chambers do not rely on the putative CYCLOPS binding site. By 
contrast, ~70% of these curled root hairs (n = 324) formed infection threads in 
ProNIN5kb:NIN transgenic roots. 
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Figure 2. The Infection Process in Medicago nin-1 Roots Is Partially Rescued 
by Introducing ProNIN5kb:NIN or ProNIN2.2kb:NIN. 
(A) to (D) Phenotype of nin-1 roots transformed with ProNIN5kb:NIN at 4 weeks post 
inoculation (wpi) with S. meliloti constitutively expressing GFP. The transmitted 
light microscopy image of longitudinal plastic section of transgenic root stained 
with toluidine blue displays infection threads (arrow) that occasionally can reach 
cortical cell layers (A). Bar = 50 µm. The transmitted light stereo macroscopy 
image (B) and corresponding green fluorescence stereo macroscopy image (C) 
show excessive infection thread formation in transgenic root. Bars = 2mm. Confocal 
image of transgenic root stained with propidium iodide shows infection thread 
initiated in the curled root hair (D). Bar = 10 µm. (E) to (G) Phenotype of nin-1 roots 
transformed with ProNIN2.2kb:NIN at 4 wpi with S. meliloti constitutively expressing 
GFP. The transmitted light stereo macroscopy image (E) and corresponding green 
fluorescence stereo macroscopy image (F) display numerous curled root hairs with 
bacterial colonies in transgenic root. Bars = 2mm. Confocal image of transgenic 
root stained with propidium iodide (G). Colonies are formed inside the chamber 
of the root hair curl, but infection thread is not developed. Bar = 10 µm. (H) to (J) 
Phenotype of nin-1 roots transformed with empty vector at 4 wpi with S. meliloti 
constitutively expressing GFP. The transmitted light stereo macroscopy image (H) 
and corresponding green fluorescence stereo macroscopy image (I) show that 
transgenic root forms neither infection threads nor bacterial colonies. Bars = 2mm. 
Transgenic root stained with propidium iodide shows excessive root hair curling (J). 

Continued on next page   
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These results indicate that the –5 kb to –2.2 kb region contains regulatory 
sequences that are critical for infection thread formation. The observed phenotype 
is reminiscent of that of Lotus and Medicago cyclops-3/ipd3-2 mutants (Yano et 
al., 2008; Horváth et al., 2011), which do not form infection threads but show 
formation of bacterial colonies in tightly curled root hairs. Therefore, the –2.2 
kb region can activate NIN expression in the epidermis, and the expression 
level is sufficient for tight root hair curling, allowing rhizobia to form a colony 
inside the curl. However, additional regulatory sequences located between –5 
kb and –2.2 kb, probably involving the putative CYCLOPS binding site, are 
required for efficient infection thread formation. To test this, we analysed nin-1 
roots transformed with NIN driven by the –5 kb promoter in which the putative 
CYCLOPS binding site was deleted (ProNIN5kb(Δcyclops):NIN) (Figure 2K to 2M). 
Due to this mutation, the number of curled root hairs with a colony (similar in size 
to the one formed in wild type roots) that initiated an infection thread dropped 
from 70% to 7% (n = 434). This shows that the putative CYCLOPS-binding site 
within the NIN promoter is essential for efficient infection thread formation. 

A Conserved Region with Putative Cytokinin Response Elements 
is Located ~18 kb Upstream of the NIN Coding Region in Medicago 
truncatula 

The daphne-like mutant, as well as nin-1 transformed with ProNIN5kb:NIN, can 
induce formation of infection threads but not nodule primordia. Based on this, 
we hypothesized that the regulatory elements required for NIN-induced nodule 
primordium formation are located upstream of –5 kb. This resembles the Lotus 
daphne mutant, which contains a chromosomal insertion at ~7 kb upstream of 
the NIN start codon. Therefore, we expected that such remote regulatory regions 
would be conserved in Lotus and Medicago and probably in other legumes. To 
test this, we compared the genomic DNA sequences spanning from the NIN 
coding region to the first upstream gene in eight legume species (Medicago 

Bar = 10 µm. (K) to (M) Phenotype of nin-1 roots transformed with ProNIN5kb(Δcyclops):NIN 
at 4 wpi with S. meliloti constitutively expressing GFP. The transmitted light stereo 
macroscopy image (K) and corresponding green fluorescence stereo macroscopy 
image (L) display many bacterial colonies in transgenic root hairs. Bars = 2mm. 
Confocal image of transgenic root stained with propidium iodide shows that colony 
is formed inside the chamber of the root hair curl but infection thread is not initiated 
(M). Bar = 10 µm.

Continued
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truncatula, Lotus japonicus, Arachis duranensis, Cicer arietinum, Glycine max, 
Lupinus angustifolius, Cajanus cajan and Trifolium pratense). Based on the 
high level of identity (50%- 100%) among all these species we identified DNA 
sequences with three conserved regions (3C) far upstream of the NIN start 
codon (Figure 3 and Supplemental Table 1). In Medicago, 3C is located 15 to 
20 kb upstream of the NIN start codon, and in Lotus it is located between 42 
to 49 kb upstream (Supplemental Table 1). The levels of identity in conserved 
regions of 3C are similar to that of the NIN coding region (Figure 3). The 
second region in 3C is most conserved and includes about ten putative B-type 
cytokinin signalling RESPONSE REGULATOR (RR) binding sites (Figure 3 and 
Supplemental Figure 2) (Sheen, 2002; Heyl and Schmülling, 2003; Hosoda et 
al., 2002; Imamura et al., 2003). Therefore, we named this middle region the 
CE region (for cytokinin response elements-containing). Because cytokinin 
signalling is essential for nodule organogenesis and induction of NIN expression, 
the CE region may be involved in regulation of NIN expression during initiation 
of nodule primordium formation. 

Figure 3. mVISTA Alignment of Genomic DNA Sequences Including 2 kb from 
the Start Codon of the NIN Gene and 5’-Upstream Regions from Eight Legume 
Species. 
Peaks indicate the level of identity with Medicago on a scale of 50%- 100%. Identities 
lower than 50% were not scored. The figure represents 2 kb of each NIN sequence 
downstream of the start codon (blue) and 5’- upstream DNA sequence (orange). 
The red rectangle on the right next to the NIN coding sequence indicates the –5 kb 
promoter region. The red rectangle on the left indicates the 3 conserved regions 
(3C). The grey arrow shows the putative CYCLOPS binding site.
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The CE Region Contains Regulatory Elements Required for Nodule 
Organogenesis 

To determine whether 3C (~4 kb) contains regulatory sequences necessary 
for nodule primordium formation, we fused it to the (upstream) –5 kb region 
(ProNIN3C-5kb:NIN), as the latter is sufficient for infection. ProNIN3C-5kb:NIN was 
introduced into nin-1 by A. rhizogenes-mediated root transformation. 21 of 26 
analysed transgenic roots (at 4 wpi) formed, on average, eight nodules per 
root (Figure 4B). As the CE region (~1 kb) contains several putative cytokinin 
response elements, we tested whether this region is sufficient to trigger 
primordium formation. To this end, we transformed nin-1 with the CE region 
fused to the –5 kb region driving NIN (ProNINCE-5kb:NIN). This resulted in 18 out 
of 37 transgenic roots forming on average eight nodules per root (Figure 4B). 
This demonstrates that the CE region contains regulatory sequences that are 
required for primordium formation. Furthermore, the number of nodules formed 
on ProNINCE-5kb:NIN expressing roots was similar to the number on wild type 
roots transformed with an empty vector control (Figure 4B). This suggests that 
the autoregulation of nodulation mechanism is also activated (Soyano et al., 
2014). In addition, 12 out of 22 nin-1 roots transformed with ProNINCE-5kb:NIN 
displayed wild type like infection thread numbers, indicating that the excessive 
infection phenotype can be partially rescued by including the CE region in NIN 
promoter. 

Normal nodules are pink due to the presence of leghemoglobin, which keeps the 
oxygen level low in the infected cells of the fixation zone so that the anaerobic 
process of nitrogen fixation can proceed. Pink nodules were formed on nin-1 
roots transformed with either ProNIN3C-5kb:NIN or ProNINCE-5kb:NIN. Longitudinal 
sections of these nodules showed a zonation similar to wild type nodules: a 
meristem at the apex; the infection zone, where rhizobia are released from the 
infection thread and subsequently divide and begin to enlarge; and the fixation 
zone, where rhizobia have reached their fully enlarged shape and are able to 
fix nitrogen (Figure 5A to 5D). Nodules formed by inoculation with S. meliloti 
carrying the PronifH:GFP reporter, showed that nitrogenase nifH was expressed 
in the fixation zone, confirming that these nodules are functional (Supplemental 
Figure 3). Thus, CE in combination with the –5 kb region is sufficient to induce 
wild type-like nodule organogenesis. 
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Figure 4. The CE Region in the NIN Promoter Is Essential for Nodule 
Organogenesis. 
(A) Schematic illustration of the Medicago truncatula NIN promoter. Three conserved 
remote regions (3C) (orange) were identified among eight legume species studied 
here. The second region of 3C is most conserved, it includes about ten putative 
B-type cytokinin signalling RESPONSE REGULATOR (RR) binding sites and 
named the CE region (for cytokinin response elements-containing). CE region in its 
turn contains a highly conserved 472 bp sequence that was divided into three parts 
named domains D1, D2 and D3. D1 and D3 (purple) contain six and three putative 
cytokinin response elements, respectively, whereas D2 (green) contains a putative 
AP2-binding site and a single putative cytokinin response element. (B) Number of 
nodules formed on wild type (A17) roots transformed with empty vector and nin-1 
roots transformed with the constructs carrying the NIN gene driven by different parts 
of the NIN promoter as indicated. S. meliloti containing constitutively expressed 
GFP was used as inoculum. Nodule numbers per nodulated root were counted at 4 
wpi. Data are means ± SD.
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NIN Expression Cannot be Induced by Cytokinin in the daphne-like 
Mutant 

Because the ProNINCE-5kb:NIN construct can fully restore nodulation ability in 
nin-1 roots, we used it to verify that daphne-like is indeed a nin allele. Therefore, 
daphne-like was transformed with ProNINCE-5kb:NIN (Figures 5E and 5F), and 15 
of 17 transgenic roots analyzed at 4 wpi formed on average about seven nodules 
per root. The excessive infection phenotype in the daphne-like background 
was rescued by ProNINCE-5kb:NIN in 11 of these 17 transgenic roots. This result 
shows that daphne-like is a nin mutant. Its phenotype is most likely caused by 
the 2.49 Mbp insertion by which the CE region is positioned too far away from 

Figure 5. Non-Nodulating Phenotypes of nin-1 and daphne-like are Rescued 
by A. rhizogenes-mediated Transformation with ProNIN3C-5kb:NIN, ProNINCE-

5kb:NIN and ProNINCE-35Smin:NIN. 

(A) to (D) Nodules formed on nin-1 roots transformed with the indicated constructs 
at 4 wpi with S. meliloti. Transmitted light macroscopy images of nodules (A) 
and (C). Nodules are pink due to the presence of leghemoglobin. Bars = 2mm. 
Longitudinal plastic sections of these nodules stained with toluidine blue display 
normal zonation. (B) and (D). M, meristem; IF, infection zone; FX, fixation zone. 
Bars = 200 µm. (E) to (H) Nodules formed on daphne-like roots transformed with the 
indicated constructs at 4 wpi with S. meliloti. Transmitted light macroscopy images 
of nodules (E) and (G). Bars = 2mm. Longitudinal plastic sections of these nodules 
stained with toluidine blue display normal zonation (F) and (H). M, meristem; IF, 
infection zone; FX, fixation zone. Bars = 200 µm.
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the transcription start to contribute to the correct expression of NIN for nodule 
primordium formation. 

To test whether the CE region is sufficient to complement nodule organogenesis 
in daphne-like, we used a minimal –46 bp CaMV 35S promoter (Benfey and 
Chua, 1990) fused to the CE region (ProNINCE-35Smin:NIN) (Figures 5G and 5H). 
We found that 37 out of 45 transgenic daphne-like roots had formed on average 
four nodules per root at 4 wpi. This indicates not only that the CE region is 
sufficient to induce nodule organogenesis, but also that, in combination with 
the –5 kb region, more nodules (about seven per root) can be formed. The 
ability to form nodules can be rescued in daphne-like by the CE region driving 
NIN expression. Therefore, it is likely that the CE region in daphne-like cannot 
regulate the expression of NIN. Because the CE region contains several putative 
response elements, we hypothesised that NIN expression would not be induced 
by cytokinin in daphne-like. To test this, we compared the induction of NIN 
expression by cytokinin vs. water (as control) in wild type (A17) and daphne-
like. We found that 16 h after 10-7M benzylaminopurine (BAP) application, NIN 
expression level increased 37 fold compared with the control, and NF-YA1 
expression level increased over a hundred fold in wild-type, while both NIN 
and NF-YA1 expression levels in daphne-like were not changed (Figures 6A 
and 6B). This suggests that the CE region is required for the induction of NIN 
expression by cytokinin. 

Figure 6. NIN and NF-YA1 
Expression Cannot Be Induced 
by Cytokinin Application in 
daphne-like. 

Quantitative real-time RT-PCR 
analysis of NIN (A) and NF-YA1 
(B) expression in wild type (A17) 
and daphne-like roots after 10-7 M 
benzylaminopurine (BAP) or water 
application for 16 h. Data are 
means ± SEM of three biological 
replicates.
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A Domain with Six Putative Cytokinin Response Elements is Essential 
for Nodule Primordium Formation 

Because cytokinin is known to be a positive regulator of nodule primordium 
formation (Suzaki et al., 2013), we tested whether the putative cytokinin 
response elements within the CE region are essential for primordium formation. 
To this end, we made several deletions in the CE region, which contains a 
472-bp region that is highly conserved in all eight legume species studied here 
(Figures 3 and 4A and Supplemental Figure 2). We divided this 472-bp region 
into three parts named domains one to three (D1 to D3). D1 and D3 contain six 
and three putative cytokinin response elements, respectively, whereas domain 2 
(D2) contains a putative AP2-binding site as well as a single cytokinin response 
element (Figure 4A and Supplemental Figure 2). 

Several studies have shown that transcription factors of the AP2 family, including 
ERN (ethylene response factor required for nodulation) are involved in regulating 
nodulation (Andriankaja et al., 2007; Middleton et al., 2007; Wang et al., 2014). 
To investigate their respective contribution to nodule primordium formation, the 
D1, D2 or D3 regions were separately deleted from the 1-kb CE region (Figure 
4A and Supplemental Figure 2), and the modified CE regions were fused to the 
–5 kb region to drive NIN expression. These three constructs were introduced 
into nin-1 by A. rhizogenes-mediated root transformation. Our results show that 
deletion of D1 eliminated nodulation ability (Figure 4B and Supplemental Figure 
4A), whereas deletion of D2 had no significant effect on nodulation (Figure 4B 
and Supplemental Figure 4B). Deletion of D3 caused a reduction of the relative 
number of roots with nodules from 49% to 21% and also reduced the average 
nodule number per root from eight to five (Figure 4B and Supplemental Figure 
4C). These results show that regulatory sequences in D1 are essential for NIN-
regulated nodule primordium formation and suggest that the putative cytokinin 
response elements within D1 are likely responsible. In contrast, the putative 
AP2 binding site in D2 is not essential for nodule organogenesis. 

Induction of NIN expression in Inner Root Cell Layers Occurs in a Non-
Cell-Autonomous Manner 

It was shown that the 2.2 kb upstream region of Medicago NIN is activated in 
the epidermis, 24 h after Nod factor application (Vernié et al., 2015). Because 
this promoter region lacks the regulatory sequences required for nodule 
organogenesis, we wanted to determine whether expression of NIN is induced 
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in inner root cell layers during primordium formation. We studied the localization 
pattern of NIN mRNA in nodule primordia via in situ hybridization. Plants were 
grown on plates and spot inoculated with S. meliloti. We analyzed a primordial 
stage at 2 dpi in which the pericycle cells have divided and some anticlinal 
divisions have occurred in the inner cortical cell layers C4 and C5 (Figure 7A 
and 7B). We also analyzed cells at a slightly later stage at 3 dpi when cortical 
cells have divided more extensively (Figure 7C and 7D). At both stages, the 
infection thread had not yet reached the primordia. At the younger stage, NIN 

Figure 7. NIN and NF-YA1 Expression Patterns in Medicago Wild Type (A17) 
Nodule Primordia and daphne-like Mutant. 
(A) to (D) RNA in situ localization of NIN (A) and (C) and NF-YA1 (B) and (D) in 
nodule primordia at 2 days post inoculation (dpi) (A) and (B) and at 3 dpi (C) and 
(D). The arrow indicates an infection thread. (E) RNA in situ localization of NIN in 
roots of the daphne-like mutant at 2 dpi. Hybridization signals are visible as red dots 
(arrowheads). ep, epidermis; C4, C5, cortical cell layers 4 and 5; ed, endodermis; 
pc, pericycle. Bars = 50 µm.
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mRNA occurred in pericycle and epidermis, but it was hardly detectable in the 
divided cortical cells (Figure 7A). The highest expression level occurred in the 
pericycle-derived cells. At the stage, when cortical cells have divided more 
extensively, the expression level of NIN in cortex derived cells was similar to 
that in the pericycle (Figure 7C). This shows that expression of NIN was first 
strongly induced in the pericycle after which it extends to the other inner cell 
layers. NF-YA1 is a known direct target of NIN (Soyano et al., 2013). Like NIN, 
it is expressed in the epidermis, where it regulates rhizobial infection (Laporte 
et al., 2014). To test whether NIN might also regulate NF-YA1 expression in the 
primordia, we performed RNA in situ hybridization using NF-YA1 as a probe. 
This analysis showed that NF-YA1 expression is similar to NIN expression, as 
it is also first induced in pericycle and most likely cortical cell division precedes 
NIN and NF-YA1 expression (Figure 7B and 7D). This suggest that NF-YA1 is 
regulated by NIN in both pericycle and other nodule primordium cells. 

Therefore, rhizobia present in the epidermis induce NIN and NF-YA1 expression 
in the pericycle-derived cells. Furthermore, because Nod factors are immobile 
molecules (Goedhart et al., 2000) that do not diffuse to the inner cell layers, NIN 
and NF-YA expression in the inner cell layer is most likely induced by a mobile 
signal generated in the epidermis where Nod factor signaling takes place. 

The CE Region is Required for Induction of NIN Expression in the 
Pericycle 

We wanted to test whether the CE region is required for NIN expression in 
the inner cell layers, we compared expression patterns of ProNINCE-5kb:GUS 
and ProNIN5kb:GUS in roots. We first introduced these constructs into wild type 
Medicago (A17) roots by A. rhizogenes mediated transformation. We analyzed 
an early stage of primordium development when pericycle cells have divided and 
some anticlinal divisions have occurred in the inner cortical cell layers similar to 
the early stage tested for in situ. Both constructs were expressed in epidermis, 
pericycle, and endodermis and a lower signal was detected in some cortical 
cells (Figure 8A and 8B). This result is surprising considering that ProNIN5kb:NIN 
is not sufficient for primordium formation in the nin-1 background. Therefore, we 
hypothesized that expression of ProNIN5kb:GUS in inner cell layers is induced 
by endogenous NIN that is produced in the wild-type background. This implies 
that NIN expression in the inner layers is regulated by a positive feedback loop 
involving NIN itself, and that the essential cis-regulatory elements required for 
this are located in the –5 kb promoter region. 
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To test this hypothesis, we introduced ProNINCE-5kb:GUS and ProNIN5kb:GUS 
into daphne-like by A. rhizogenes mediated transformation. In daphne-like, 
infection threads can be formed indicating that NIN is induced in the epidermis 
and the production of the mobile signal might not be affected. However, 
nodule primordium formation is impaired, indicating there is no NIN production 
in the inner cell layers. Indeed, ProNIN5kb:GUS transgenic roots showed 
GUS expression only in epidermis and outer cortex (Figure 8C), whereas no 
expression was observed in the pericycle cells. In contrast, ProNINCE-5kb:GUS 

Figure 8. The CE Region Is Required for Rhizobium-Induced NIN Expression 
in the Pericycle. 
(A) to (F) Tissue-specific ProNIN5kb:GUS and ProNINCE-5kb:GUS expression patterns 
in wild type and nin mutants at 2 dpi. Arrowheads indicate GUS expression (light 
blue) in wild type (A) and (B), in daphne-like (C) and (D) and in nin-1 (E) and (F) 
roots. ep, epidermis; C4, C5, cortical cell layers 4 and 5; ed, endodermis; pc, 
pericycle. Bars = 50 µm.
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transgenic roots showed GUS expression in epidermis, outer cortex and in the 
pericycle (Figure 8D). In this case, cell division was not induced in the pericycle, 
due to the absence of NIN. Taken together, these results demonstrate that the 
CE region regulates NIN expression in the pericycle prior to cell division in wild 
type roots. This means that the CE region is required for the initial induction of 
NIN expression in the pericycle. In addition, the expression of ProNINCE-5kb:GUS 
in the pericycle of daphne-like is weak which is consistent with the involvement 
of NIN in a feedback loop by (directly or indirectly) positively regulating its own 
expression. 

To further demonstrate that the CE region is required for NIN expression in the 
pericycle, we studied NIN expression in daphne-like roots using RNA in situ 
hybridization at 2 dpi with rhizobia. In contrast to wild type (Figure 7A), NIN is 
expressed in the epidermis and outer cortex but not in the pericycle (Figure 7E). 
This result supports the idea that that CE region is required for NIN expression 
in the pericycle. 

Induction of NIN in the Pericycle Depends on NIN Expression in the 
Epidermis 

It is likely that a mobile signal generated by Nod factor signaling in the epidermis 
induces NIN expression in the pericycle. If true, NIN expression in the pericycle 
would depend on NIN induction in the epidermis. To test this, we introduced 
ProNINCE-5kb:GUS and ProNIN5kb:GUS into nin-1 by hairy root transformation. In 
both cases, GUS was present only in the epidermis and outer cortex, and not 
in the pericycle at 3 dpi (Figure 8E and 8F). This suggests that NIN is required 
in the epidermis, probably for the generation of the mobile signal, in order to 
induce NIN expression in pericycle cells. 

CRE1 and RR1 are Expressed in the Pericycle of Uninoculated roots 

Rhizobium-induced NIN expression in the pericycle is dependent on the CE 
region and formation of precedes nodule primordia. The occurrence of multiple 
B-type RR response regulatory elements in the CE region suggests that the 
cytokinin signalling machinery is important for NIN transcriptional activation 
in the pericycle. To examine this, we determined the expression pattern of 
the cytokinin receptor CRE1 and its putative target the B-type RESPONSE 
REGULATOR RR1, which is known to be expressed during nodule formation 
(Gonzalez-Rizzo et al., 2006). Using RNA in situ hybridization, we found that 
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CRE1 is actively transcribed in pericycle and vasculature cells of uninoculated 
roots, but not in endodermal or cortical cells (Figure 9A). Also, mRNA of the 
B-type RR1 was present at the highest level in pericycle cells, and to a lower 
extent in root vasculature cells (Figure 9B). Therefore, both CRE1 and RR1 
have been already expressed in the pericycle by the time rhizobial signalling 
starts, suggesting that, initially, only this layer is responsive to cytokinin. 

Discussion

In this study, we show that remote upstream regulatory sequences (the CE 
region) are required for proper regulation of NIN expression and Medicago 
truncatula nodule organogenesis. By contrast, regulatory sequences required 
for the infection process are located within a 5 kb region directly upstream of 
the start codon. The CE region contains several putative cytokinin response 
elements and domain 1 (D1), which contains six of these elements, is essential 
for nodule primordia formation. The CE region appears to be important 
for cytokinin induced expression of NIN, as daphne-like has lost this ability. 
Formation of nodule primordium initiates with NIN induction in the pericycle, 
and subsequently it extends to the cortical cells. The fact that CRE1 and RR1 
are expressed in the pericycle supports the idea that cytokinin perception is 
necessary for the induction of NIN at the start of primordium formation. 

Figure 9. CRE1 and RR1 are Expressed in the Pericycle of Uninoculated roots.
RNA in situ localization of CRE1 (A) and RR1 (B) in susceptible zone of uninoculated 
roots. For in situ hybridization root tips of ~1 cm of 4 days old seedlings were used. 
Hybridization signals are visible as red dots (arrowhead). ep, epidermis; C4, C5, 
cortical cell layers 4 and 5; ed, endodermis; pc, pericycle; vb, vascular bundle.   
Bars = 50 µm
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In animals, many genes have been identified that are regulated by remote cis-
regulatory elements that can be megabases away from the transcription start 
site. By contrast, in plants only a few remote cis-regulatory sequences are 
known (Shlyueva et al., 2014; Weber et al., 2016; Symmons and Spitz, 2013). 
One of the best characterized remote cis-regulatory sequence is the enhancer 
of booster1 (b1) in Zea mays, which is located 100 kb upstream of the gene 
(Stam et al., 2002). It has been shown that gene activation by remote enhancers 
can be associated with chromatin loop formation that brings the enhancer 
in close proximity to the promoter, a process that can facilitate assembly of 
transcription complexes (Cook, 2003; Nolis et al., 2009; Deng et al., 2012). The 
distance between the CE region and the transcription start site varies in the 
legume species studied here. In L. angustifolius it is about –7 kb, whereas in 
Lotus it is about –45 kb. We demonstrated that the CE region fused to the –5-kb 
promoter can rescue nodule organogenesis in Medicago. This shows that the 
sequences between the CE region and the –5 kb region are not essential for 
nodule organogenesis. However, we cannot exclude the possibility that in this 
region there are regulatory sequences required for fine tuning NIN expression. 

During the infection process, NIN participates in a mechanism wherein root 
hair growth stops when a proper curl is formed. Regulatory sequences required 
for this process are located within the –2.2 kb promoter region. The fact that 
this region lacks the putative CYCLOPS binding site implies that in addition 
to CYCLOPS (IPD3 in Medicago), another transcription factor or factors is 
involved in regulating NIN expression in the epidermis. Because this –2.2 kb 
region is not sufficient for efficient infection thread formation, we assume that 
the expression level of NIN in the epidermis remains below the threshold level 
required for infection thread formation, whereas this level can be reached by 
the –5 kb promoter region which includes the putative CYCLOPS binding site 
(Figure 10). 

We present a model for the regulation of expression of NIN in Figure 10. After 
the rapid induction of NIN in the epidermis, NIN is subsequently induced in the 
pericycle. The latter most likely precedes the mitotic activation of pericycle cells. 
The induction of NIN in the pericycle requires the presence of the CE region and 
involves a positive feedback loop including NIN itself. The proposed feedback 
loop was based on our observation that expression of ProNIN5kb:GUS in the 
Medicago wild type background was induced in nodule primordia, despite the 
fact that this promoter region is not sufficient to trigger primordium formation. 
This result is similar to what was found in Lotus where a promoter region of NIN 
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that does not trigger primordium formation was sufficient to drive expression of 
GUS in primordia (Yoro et al., 2014; Heckmann et al., 2011; Kosuta et al., 2011). 

Our conclusion that nodule primordium formation requires the induction of NIN 
expression in inner root layers is consistent with the observation that nodule 
organogenesis is restored in the Lotus daphne mutant by NIN driven by a 

Figure 10. Proposed Model of NIN Function during Initiation of Nodule 
Primordia.
After perception of the Nod factor, NIN expression is induced in the epidermis. 
The –5-kb regulatory region of the NIN promoter is sufficient for both tight root hair 
curling and infection thread formation. By contrast, expression driven by the –2.2 
kb region is sufficient only for the tight root hair curling and formation of bacterial 
colonies inside the curl. A mobile signal is generated in the epidermis in a NIN-
dependent manner, and this signal translocates to the pericycle. Whether or not this 
mobile signal is cytokinin or an unknown signal, it causes cytokinin accumulation 
in the inner root cell layers. The CRE1 receptor in the pericycle perceives cytokinin 
and activates the B-type RR1, which further activates NIN expression. NIN directly 
or indirectly regulates its own expression via a positive feedback loop, and the –5 
kb promoter region is sufficient for this. NIN directly activates NF-YA1 expression 
and stimulates further cell divisions. Later, the NIN-induced response in pericycle 
contributes to cell division and NIN expression in the endodermis and cortical cells. 
ep, epidermis; C4, C5, cortical cell layers 4 and 5; ed, endodermis; pc, pericycle.
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heterologous Arabidopsis enhancer that is active in endodermis and cortex 
(Yoro et al., 2014). When we transformed the Medicago nin null mutant with the 
ProNIN2.2kb:NIN construct, nodule organogenesis was not restored. By contrast, 
Vernie et al. 2015 reported the formation of nodules on a Medicago nin null 
mutant transformed with a similar construct. However, the nodule number was 
very low and nodules were observed a long time (50 d) after inoculation. To 
determine whether these structures are indeed genuine nodules and not simply 
modified lateral roots, analysis of sections is required. 

Deletion of sequences within the CE region, which contains six putative cytokinin 
response elements, blocks primordium formation. We hypothesize that cytokinin 
signalling in the pericycle induces NIN expression. This hypothesis is supported 
by the fact that the expression of the cytokinin receptor (CRE1) and the B-type 
response regulator (RR1) is observed in the pericycle before rhizobial signalling 
is initiated. This agrees with a previous study showing that a CRE1 promoter 
region driving GUS expression is specifically expressed in endodermis/pericycle 
cells opposite the protoxylem poles (Boivin et al., 2016), the sites where nodule 
primordia are formed (Heidstra et al., 1997). The involvement of the CE region 
in cytokinin induced NIN expression is indicated by the daphne-like mutant, 
which has lost this ability. However, it remains to be proven that the CE region 
is sufficient for the cytokinin induced NIN expression. Our attempts to show this 
in Agrobacterium-mediated hairy root transformation were inconclusive due to 
high basal levels of NIN expression in the absence of applied cytokinin in hairy 
roots. 

The CE region is conserved in the eight legume species that we studied. They 
belong to different clades of the legume Papilionoideae subfamily, representing 
the Genistoids, IRLC, Robinioids, Milletioids and Dalbergioids clades. This 
suggests that the regulation of NIN expression by cytokinin is conserved in this 
subfamily. After the induction of NIN in the pericycle, NIN expression extends 
to the endodermis and inner cortex. In young nodule primordia in which cortical 
cells have divided anticlinally (Figure 7A and 7B), expression of both NIN and 
NF-YA1 are highest in pericycle, and it is hardly detectable in the divided cortical 
and endodermal cells. This suggests that NIN-induced responses in the pericycle 
contribute to cell division in endodermis and cortical cells (Figure 10). At a later 
stage of development, NIN is expressed in the dividing cortical cells (Figure 7C 
and 7D). How NIN expression is regulated in these cells remains to be studied. 
Expression of cytokinin biosynthesis genes as well as bioactive cytokinin 
accumulation is induced by Nod factor signalling (Van Zeijl et al., 2015). As it is a 
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mobile molecule, it is likely that this results in the accumulation of cytokinin in (at 
least) the pericycle. Whether cytokinin biosynthesis in the pericycle is triggered 
by an as yet unknown mobile signal generated in epidermis or whether cytokinin 
itself is this mobile signal that accumulates in the pericycle is not known. 

Cell division in nodule primordia correlates with auxin accumulation, and this 
occurs before the first cell division (Mathesius et al., 1998; Suzaki et al., 2012). 
Auxin accumulation (DR5 expression) depends on NIN, as it does not occur in 
a nin null mutant (Suzaki et al., 2012). Furthermore, ectopic expression of both 
NIN and NF-YA1 is sufficient to induce abnormal cell division during lateral root 
development (Soyano et al., 2013), suggesting that their expression causes 
the local accumulation of auxin. Therefore, we hypothesize that cytokinin 
signalling in the pericycle triggers NIN expression and that this results in the 
local accumulation of auxin, which subsequently triggers mitotic activity (Figure 
10). This is supported by a previous study showing that STY genes are targets 
of NF-YA1 (Hossain et al., 2016). STY genes encode transcription factors that 
have been shown to regulate YUCCA auxin biosynthesis genes in Arabidopsis 
(Eklund et al., 2010; Sohlberg et al., 2006). If this is the case, then during nodule 
primordium formation, NIN induced NF-YA expression in the pericycle might 
induce the local production of auxin which subsequently induces cell division in 
pericycle, endodermis and cortex. 

Materials and Methods

Plant Material and Growth, Hairy Root Transformation and Inoculation 
with Rhizobia 

Medicago (Medicago truncatula) ecotype Jemalong A17 was used as the 
wild type. Agrobacterium msu 440-mediated hairy root transformation was 
performed according to Limpens et al., 2004. Medicago plants were grown in 
perlite saturated with low nitrate [0.25 mM Ca(NO3)2] Färhaeus (Fa) medium 
(Catoira et al., 2000) at 21°C under a 16h light/8h dark regime. After one week 
of growth, plants were inoculated with S. meliloti 2011 constitutively expressing 
GFP or carrying the PronifH:GFP reporter (OD600 = 0.1, 1 mL per plant). Plants 
growing on Fä plates were spot inoculated with 0.5 μL of rhizobium suspension 
per root. 
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DNA Constructs 

DNA fragments of NIN including the 3’UTR and promoter regions were 
generated by PCR using Medicago genomic DNA as a template and 
Phusion high-fidelity DNA polymerase (Finnzymes) with the specific primers 
listed in Supplemental Table 2. The DNA fragments used for pENTR-D-
TOPO cloning (Invitrogen) were amplified with forward primers containing 
an extra 5’-CACC sequence. Forward primers containing an attB4 site 
(GGGGACAACTTTGTATAGAAAAGTTGNN) and reverse primers with an attB1 
site (GGGGACTGCTTTTTTGTACAAACTTGN) were used to generate DNA 
fragments for cloning into pDONOR P4-P1 by BP recombination (Invitrogen). 
The forward primers with attB2 (GGGGACAGCTTTCTTGTACAAAGTGGAA) 
and reverse primers with attB3 (GGGGACAACTTTGTATAATAAAGTTGC) were 
used to amplify DNA fragments for cloning into pDONOR P2-P3. To generate 
deletions (D1/D2/D3) in the CE region and deletion of the putative CYCLOPS 
binding site in the –5 kb region, two rounds of PCR were performed. In the first 
round, two DNA fragments that are separated by the deletion were amplified 
with specific primers to introduce a 15 bp overhang (Supplemental Table 2). 
Subsequently, the PCR products were purified and mixed and 5 μL of this 
mixture was used as a template in a second round of PCR with ProNIN-CE-F 
and ProNIN-CE-R or ProNIN-5kb-F and ProNIN-0kb-R primers (Supplemental 
Table 2). This allowed creation of a single amplicon with a deletion in either the 
CE or the –5 kb regions. The Entry vectors were recombined into the modified 
Gateway binary vector pKGW-RR-MGW (Ovchinnikova et al., 2011) using 
Multisite LR recombination (Invitrogen). 

Histological Analysis and Microscopy 

Transgenic roots carrying the ProNIN:GUS constructs were incubated in GUS 
buffer [3% sucrose, 10 mM EDTA, 2 mM k-ferrocyanide, 2 mM k-ferricyanide, 
0.5mg/mL X-Gluc in 0.1M phosphate buffer (pH = 7)] at 37°C for 1 to 2 h. 
Embedding of plant tissue in plastic, sectioning and tissue staining were 
performed as described in Xiao et al., 2014. Sections were analysed using a 
DM5500B microscope equipped with a DFC425C camera (Leica). Bright-field 
and fluorescence images of transgenic roots and nodules were taken using a 
stereo macroscope (M165 FC, Leica). Confocal images were taken with an SP8 
(Leica) microscope, using excitation wavelengths of 488 nm and 543 nm for 
GFP and propidium iodide respectively. 
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RNA Isolation and qRT-PCR 

RNA was isolated from one-week-old A17 and daphne-like roots using the 
EZNA Plant RNA mini kit (Omega Bio-tek, Norcross, GA, USA). For cDNA 
synthesis, 1 μg of this RNA was used with the iScript cDNA synthesis kit (Bio-
Rad). Real-time qPCR was performed in 10 μL reactions using SYBR Green 
Supermix (Bio-Rad) and a CFX real-time system (Bio-Rad). Gene expression 
levels were determined using the primers listed in Supplemental Table 2. The 
gene expression was normalized using ACTIN2 as a reference gene. 

Quantification of Colonies, Infection Threads and Nodules 

To quantify the number of curled root hairs containing colonies or infection 
threads, more than 20 transgenic roots (5 to 10 cm long) were cut into fragments 
of ~1 cm and randomly selected for counting. To quantify the nodule number per 
root, 5 to 10 cm long transgenic roots were selected. 

RNA in situ Hybridization 

Medicago roots were fixed with 4% paraformaldehyde mixed with 3% 
glutaraldehyde in 50 mM phosphate buffer (pH = 7.4) and were then embedded 
in paraffin (Paraplast X-tra, McCormick Scientific). Root sections (7 μm) 
were prepared using a RJ2035 microtome (Leica). RNA in situ hybridization 
was conducted using Invitrogen™ ViewRNA™ ISH Tissue 1- Plex Assay kits 
(ThermoFisher Scientific) and was performed according to the user manual, 
which can be accecced at https://cdn.panomics.com/. RNA ISH probe sets were 
designed and synthesized by request at ThermoFisher Scientific. Catalogue 
numbers of probes for Medicago genes: VF1-20312 for NIN, VF1-6000865 
for CRE1, VF1-6000866 for RR1 and VF-20311 for NF-YA1. A typical probe 
set consisted of ~20 pairs of oligonucleotide probes (20-nt long) that hybridize 
to specific regions across the target mRNA. Each probe was composed of a 
region of ~20 nucleotides, a short linker region, and a tail sequence. The two 
tail sequences (double Z) together form a site for signal amplification. This 
design controls increased background by reducing the chance of a nonspecific 
hybridization event being amplified. For the nodulation specific genes, we used 
uninoculated roots as a negative control. For ISH with CRE1 and RR1 performed 
on non-inoculated roots of 4-d-old seedlings, we used ENOD2 (nodule-specific 
gene) probe set as a negative control. Images were taken with an AU5500B 
microscope equipped with a DFC425c camera (Leica).
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Map-Based Cloning of daphne-like 

A segregating F2 populations resulting from a cross between FN8113 (cv 
Jemalong A17) and Jemalong A20 (118 plants) was made. DNA was extracted 
using a standard CTAB DNA miniprep method (Taylor and Powell, 1982). 
Initially, simple sequence repeat markers based on Mun et al. 2006 (Mun et al., 
2006) were used to determine the global chromosomal location of the FN8113 
locus. Subsequently, additional SSR markers were developed for the FN8113 
locus on chromosome 5, and were used for chromosome walking. PCR was 
performed using 100 ng of genomic DNA and was analysed on 2.5 % agarose 
gels. The SSR marker JH5.17 (Supplemental Table 2) on BAC clone CU424494 
showed the closest linkage to the FN8113 locus. No crossovers were found 
at the distal end of chromosome 5. Next, whole genome sequencing (Illumina 
Hiseq2000, paired-end) was used to identify mutations in the genomic region 
identified from the genetic mapping. The genomic sequence of the mutated 
region is provided in Supplemental Data Set 1. Cleaned DNA sequence reads 
were mapped against the Medicago genome (Young et al., 2011) using the bwa_
mem algorithm (Li and Durbin, 2010). Clipped reads and mismapped mate pairs 
revealed an interchromosomal translocation, and this was further confirmed by 
aligning reads spanning the mutation to the genome using BLASTN (https://
blast.ncbi.nlm.nih.gov/Blast.cgi). 

Alignment of Upstream Regions of NIN 

Most of the alignment work used Geneious v8.1.9 (https://www.geneious.com) 
(Kearse et al., 2012). The Medicago NIN protein sequence was analyzed using 
custom BLAST databases and Geneious v8.1.9 (Altschul et al., 1990; Kearse et 
al., 2012). A diverse selection of legume species with a good quality of publicly 
available genomic sequences were used: Medicago truncatula (Young et al., 
2011; Tang et al., 2014), Lotus japonicus (Sato et al., 2008), Arachis duranensis 
(Bertioli et al., 2016), Cicer arietinum (Varshney et al., 2013), Glycine max 
(Schmutz et al., 2010), Lupinus angustifolius (Hane et al., 2017), Cajanus cajan 
(Varshney et al., 2012) and Trifolium pratense (De Vega et al., 2015). Selected 
NIN scaffolds (Supplemental Table 1) and up to 80 kb of upstream sequence and 
10 kb of downstream sequence of NIN were extracted. Selected sequences were 
custom aligned using the mVISTAs web-based alignment tool (http://genome.lbl.
gov/vista/mvista) (Frazer et al., 2004). The alignment program selected was the 
shuffle-lagan global alignment program, which detects rearrangements (Brudno 
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et al., 2003). In addition to this larger scale alignment, individual alignments 
were made using MAUVE as a Geneious plugin (Darling et al., 2004) . This 
better allowed for more precise determination of conserved sequences relative 
to the NIN start codon in all species. A complete overview of detected conserved 
regions can be found in Supplemental Table 1. 

Alignment of CE Regions and Prediction of Binding Sites 

Detected conserved sequences of CE regions for selected scaffolds 
(Supplemental Table 1)were aligned using MAFFTv7.017 as Geneious plugin 
(Katoh, 2002). Conservedbinding sites were predicted by using PlantPAN2.0 
(Chow et al., 2016). Some sites were manually added based on homology with 
known putative B-type RR binding sequences (Heyl and Schmülling, 2003; 
Hosoda et al., 2002b; Imamura et al., 2003). 

Accession Numbers 

Sequence data from this article can be found in the GenBank/EMBL or Mt4.0v1 
databases under the following accession numbers: NIN (Medtr5g099060), CRE1 
(Medtr8g106150), NF-YA1 (Medtr1g056530), and RR1 (Medtr3g102600). 
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Supplemental Figure 1. MAFFT Alignment of the Putative CYCLOPS Binding 
Site of Eight Legume Species. 

Supplemental Figure 2. MAFFT Alignment of the 472-bp Conserved Region of 
Eight Legume Species.

Supplemental Figure 3. nifH Expression Is Induced in ProNINCE-5kb:NIN 
Transgenic nin-1 Root Nodules. 

Supplemental Figure 4. Phenotype of nin-1 Transformed with ProNINCE(ΔD1/D2/

D3)-5kb:NIN Constructs. 

Supplemental Table 1. Sequence Information of Aligned Species. 

Supplemental Table 2. Primers Used in This Study. 

Supplemental Data Set 1. Genomic Sequence of the Mutated Region in 
FN8113. 
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Supplemental Figure 1. MAFFT Alignment of the CYCLOPS Binding Site of 
Eight Legume Species. (Supports Figures 3 and 4A).  

Conservation of nucleotides is indicated by shades; black - 100% identity, grey - 
80-100% identity, light grey - 60-80% identity and white - less than 60% identity. 
Two red rectangles indicate the palindromic sequence (CYC-box) within CYCLOPS 
responsive cis element (CYC-RE).



53

Functional NIN Promoter

2

Supplem
ental Figure 2. M

A
FFT A

lignm
ent of the 472 bp C

onserved R
egion of Eight Legum

e Species. (Support Figure 4A).
C

onservation of nucleotide is indicated by shades; black - 100%
 identity, grey - 80-100%

 identity, light grey - 60-80%
 identity and 

w
hite - less than 60%

 identity. 472-bp region w
as divided into three parts nam

ed dom
ains one to three (D

1 to D
3). D

1 and D
3 

contain six and three putative cytokinin response elem
ents, respectively, w

hereas dom
ain 2 (D

2) contains a putative AP2-binding 
site and a single cytokinin response elem

ent.
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Supplemental Figure 3. nifH Expression Is Induced in ProNINCE-5kb:NIN 
Transgenic nin-1 Root Nodules. (Support Figure 5A and B).

(A) to (B) Confocal images of a nodule formed on the ProNINCE-5kb:NIN Transgenic 
nin-1 root at four days post inoculation with rhizobial strain carrying nifH:GFP. 
Transgenic nodule showed that nifH is switched on in fixation zone (A). Bar = 200 
µm. IF, infection zone; FX, fixation zone. Magnified image of infected cells in fixation 
zone (B). Bar = 50 µm. S, symbiosome.
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Supplemental Figure 4. Phenotype of nin-1 Transformed with ProNINCE(ΔD1/D2/

D3)-5kb:NIN Constructs. (Support Figure 4). 

Longitudinal plastic sections of inoculated nin-1 root transformed with ProNINCE(ΔD1)-

5kb:NIN (A). Bar =50 µm. Nodule plastic sections of nin-1 transformed with 
ProNINCE(ΔD2)-5kb:NIN (B) and ProNINCE(ΔD3)-5kb:NIN (C). Bar = 200 µm. Plastic sections 
are stained with toluidine blue.
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Name Sequence (5′→3′)

JH5.17-F GACATCTTTCGTTGGTGGCAA

JH5.17-R TCGATGTTTTTCGGGGGTGT

NINg-F GGGGACAGCTTTCTTGTACAAAGTGGAAATGGAATATGGTGGTG-
GGTTAGTG

NINg-R GGGGACAACTTTGTATAATAAAGTTGCGAACAAAATAGTTTATG-
TAATCACAAAGAC

ProNIN-2.2kb-F CACCGTGGTACCCACTCAATGGTA

ProNIN-5kb-F CACCTACTCTATTAGTGCTACCTT

ProNIN-0kb-R CCTTATAATTAAAGTTGTTTCTCAGATC

ProNIN-3C-F GGGGACAACTTTGTATAGAAAAGTTGGTCATGGCTTGTCCAA-
CAAC

ProNIN-3C-R GGGGACTGCTTTTTTGTACAAACTTGCTTTCCCGCATGATACT-
CAACG 

ProNIN-CE-F GGGGACAACTTTGTATAGAAAAGTTGGCAACAACGCACAACTCG-
TAC

ProNIN-CE-R GGGGACTGCTTTTTTGTACAAACTTGGTTGCTAACGAGTGCCT-
TCATG

ProNIN-ΔD1-R CAATCAGTGTTAACGTTCTATTATACTATA

ProNIN-ΔD1-F TATAGTATAATAGAACGTTAACACTGATTG

ProNIN-ΔD2-R GTCTCAAGAGCAGTGGATCTGCTTAAGTAA

ProNIN-ΔD2-F TTACTTAAGCAGATCCACTGCTCTTGAGAC

ProNIN-ΔD3-R TTTTAGTTATAATAGGAACATGTCTGATCA

ProNIN-ΔD3-F TGATCAGACATGTTCCTATTATAACTAAAA

ProNIN-ΔCYCLOPS-R GGGCCATCTCTCTGCTTCTACAAATTTTCT

ProNIN-ΔCYCLOPS-F AGAAAATTTGTAGAAGCAGAGAGATGGCCC

NIN-qPCR-F ATTGCAAGGCGATTTAACCTAACA

NIN-qPCR-R GAGAGGGGAAGCTTGAAAAAGAGA

NF-YA1-qPCR-F TATGGAGGAGACTCTTGTGG

NF-YA1-qPCR-R GGTTGCTTGATGATTTGGTG

ACTIN2-qPCR-F TGGCATCACTCAGTACCTTTCAACAG

ACTIN2-qPCR-R ACCCAAAGCATCAAATAATAAGTCAACC

Sequences designated in boldface were added to primers for TOPO cloning or BP recombination

Supplemental Table 2. Primers Used in This Study.
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Abstract

Legume nodule formation is induced by lipo-chito-oligosaccharides, known as 
Nod factors (NFs), that are secreted by the rhizobia. Transcriptional changes 
induced in roots upon application of NFs have been intensively studied. 
Although it has been shown that the NF receptors also accumulate in mature 
Medicago truncatula (Medicago) nodules, the transcriptional changes induced 
by this late stage NF signaling have never been investigated. To study the NF 
signaling controlled genes in nodules, we made use of spontaneous nodules 
which were formed by overexpression of an auto-active CCaMK (Calcium/
calmodulin-dependent kinase) gene. These spontaneous nodules showed 
wildtype (WT)-like tissue organization with a developmental gradient along their 
longitudinal axis. Transcriptome analysis showed that many genes which are 
especially expressed in infection and fixation zone of WT nodules are induced 
in the spontaneous nodules, such as some NCR (Nodule-specific Cystein-
Rich Peptide) genes and leghemoglobin genes. Further, to study late stage NF 
signaling controlled genes and distinguish them from genes which are activated 
upon bacterial release, we made use of the mutants involved (TE7) and 
independent [Vamp(Vesicle-associated membrane proteins)721d&e RNAi] of 
NF signaling. Combined with laser microdissection and transcriptome analysis, 
we identified the late stage NF signalling controlled set of genes. These genes 
turned to be markedly different from the genes activated in roots upon NF 
application. 

Introduction

By establishing a root nodule symbiosis with nitrogen-fixing rhizobia legumes 
can grow in nitrogen-poor soil. In most legumes the formation of these nodules 
are induced by lipo-chito-oligosaccharides, known as Nod factors (NFs) that 
are secreted by the rhizobia (Denarie and Debelle, 1996). NFs are perceived in 
the root epidermis by two LysM domain containing receptor like kinases, which 
activate a specific signal transduction cascade (reviewed in Downie, 2014). This 
sets in motion the nodule formation process. Transcriptional changes induced 
upon perception of NFs in the epidermis (early stage NF signaling) have been 
intensively studied. In Medicago truncatula (Medicago) it has been shown 
that the NF receptors also accumulate in the mature nodules (Moling et al., 
2014). This strongly suggests that NF signaling also regulates gene expression 
in mature nodules. However, the transcriptional changes induced by this late 
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stage NF signaling have never been studied. In root nodules numerous genes 
are upregulated in comparison to roots. In this study we will focus on the genes 
that are induced in Medicago nodules as a result of late stage NF signaling.

After perception of NFs, a signaling cascade is activated that involves the 
following components: a leucine-rich repeat receptor kinase [DMI2 in Medicago 
and SYMRK in Lotus japonicus (Lotus)] (Stracke et al., 2002; Endre et al., 
2002), an enzyme involved in mevalonate production (HMGR1) (Jayaraman 
et al., 2015; Kevei et al., 2007), nuclear membrane-located cation channels 
(MtDMI1, MtCNGC15a-c, LjCASTOR and LjPOLLUX) (Ané et al., 2004; 
Kanamori et al., 2006; Charpentier et al., 2008, 2016). These lead to nuclear 
calcium oscillation which can be decoded by a calcium calmodulin-dependent 
kinase (MtDMI3/LjCCaMK) (Mitra et al., 2004; Tirichine et al., 2006). Further, 
MtDMI3/LjCCaMK activates the transcription factor CYCLOPS (IPD3 in 
Medicago) by phosphorylation (Messinese et al., 2007; Yano et al., 2008). Upon 
phosphorylation, CYCLOPS induces the expression of NIN (Singh et al., 2014), 
the transcription factor that plays a key role during nodule formation. 

NF signaling activates two main processes during nodule initiation: the infection 
process that starts in the epidermis and the mitotic activation of inner root cells 
resulting in the formation of a nodule primordium (Oldroyd and Downie, 2008). 
Infection often involves the formation of a tube-like structure, named infection 
thread, by which the rhizobia enter the plant. Infection threads grow towards the 
primordia and enter the primordium cells. Subsequently, rhizobia are released 
from the infection thread. Medicago forms indeterminate nodules which have a 
persistent apical meristem that adds cells to the nodule tissues (Hirsch, 1992; 
Sprent, 2007). This are the central tissue containing the infected cells and 
the peripheral nodule cortex and parenchyma. The latter contains the nodule 
vascular bundles. Due to the persistent activity of the meristem a developmental 
gradient is formed along the longitudinal axis of the nodule. Cells added by 
the meristem to the central tissue can be penetrated by infection threads after 
which rhizobia are released. This occurs in about two cell layers adjacent to the 
meristem and in these cell layers the two NF receptors accumulate (Moling et 
al., 2014). 

The co-occurrence of NF receptors and rhizobial release indicate that NF 
signaling might control this process. Indeed, knockdown of the NF receptor gene 
MtNFP or downstream gene MtDMI2 causes a block of bacteria release (Moling 
et al., 2014). Furthermore, the type II nodules formed on the TE7 mutant, a weak 
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allele of CYCLOPS/IPD3, also shows a block of rhizobia release (Ovchinnikova 
et al., 2011; Benaben et al., 1995). In addition to NF signaling, rhiziobial release 
requires processes independent of NF signaling. For example, rhizobial release 
is hampered in Medicago Vamp721d&e RNAi roots whereas NF signaling is not 
affected (Ivanov et al., 2012). 

Upon release, bacteria divide, differentiate and subsequently colonize the 
infected cells. Bacterial differentiation involves endoreduplication by which they 
become elongated. This is controlled by a number of nodule-specific cysteine-
rich peptides (NCRs) which are produced by the host and delivered to the 
rhizobia (Van de Velde et al., 2010; Alunni and Gourion, 2016; Mergaert et al., 
2003). The infected host cells also undergo endoreduplication and become 
enlarged (Vinardell et al., 2013). 

Due to the developmental gradient, indeterminate nodules can be divided in 
zones. Using laser capture microdissection it has been shown that these zones 
have distinct transcriptomes (Roux et al., 2014). Adjacent to the apical meristem 
(zone I) is the infection zone (zone II). This zone can be further divide into 
the distal fraction zone II (FIId) and proximal fraction zone II (FIIp), according 
to Roux et al, 2014. The infection zone is followed by the fixation zone (ZIII), 
where nitrogen fixation take place. The transition from infection zone to the 
distal part of the fixation zone (interzone IZ according to Roux et al, 2014 and 
Vasse et al., 1990) occurs rapidly and is accompanied by many changes in 
both gene expression and cell morphology (Gavrin et al., 2014). For example, 
NIN accumulates to the highest level in the most proximal part of the infection 
zone and its level markedly drops at the transition to the fixation zone (Liu et 
al., 2021). Further, the rhizobial nif genes, encoding nitrogenase subunits are 
induced at this transition (Yang et al., 1991; Gavrin et al., 2014). 

The crucial role of NF signaling in nodule formation is further underlined by 
spontaneous nodules formed by auto-activate NF signaling pathway genes. For 
example, in both Lotus and Medicago, mutations in the autoinhibitory domain 
of CCaMK resulted in the formation of spontaneous nodules, in the absence of 
rhizobia (Tirichine et al., 2006; Gleason et al., 2006). The peripheral vascular 
bundles and expression of some nodule specific genes in these spontaneous 
nodules support that they are genuine nodules. 

As spontaneous nodules are the result of NF signaling, they are ideal material for 
studying the NF induced genes in nodules. Here, we analyzed the transcriptome 
of spontaneous nodules formed by overexpression of an auto-active CCaMK 
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gene. The tissue organization and a developmental gradient resembling 
wildtype nodules, and the transcriptome data support this observation. Further, 
by using laser microdissection coupled to RNA sequencing, we analysed the 
transcriptome from NF signaling related (TE7) and independent (Vamp721d&e 
RNAi) mutants nodule apexes. This allow us to identify late stage NF signalling 
controlled genes.

Results

Spontaneous nodules have a tissue organization and a developmental 
gradient resembling wildtype nodules 

In root nodules numerous genes are upregulated in comparison to roots. A subset 
of these genes will be part of the nodule developmental program that is set in 
motion by NF signaling. To identify these genes, we made use of spontaneous 
nodule that are formed by overexpression of the auto-active form of NF signaling 
gene CCaMK*, in the absence of rhizobia. When spontaneous nodules have 
a similar tissue layout and a developmental gradient along their longitudinal 
axis as wildtype (WT) nodules, they likely have gone through a developmental 
program closest to that of WT nodules. To select such spontaneous nodules, 
we compared spontaneous nodules formed by overexpressing dominant 
active forms of CCaMK*. Rice (Oryza sativa) OsCCaMK has been shown to be 
functionally equivalent to MtCCaMK (Chen et al., 2007). Therefore, we used a 
dominant active form of rice OsCCaMK* (1-303 aa) as well as of MtCCaMK* (1-
311 aa) to test which construct induces spontaneous nodules most similar to WT 
nodules. The constructs were driven by an enhanced CaMV35S promoter and 
were introduced in Medicago ccamk/dmi3 mutant (Lévy et al., 2004) through 
Agrobacterium rhizogenes mediated hairy-root transformation. Expression of 
pCaMV35S:MtCCaMK* resulted in small, round shaped spontaneous nodules 
(Figure 1A). In contrast, the spontaneous nodules formed on roots transformed 
with pCaMV35S:OsCCaMK* were more elongated (Figure 1B), indicating 
that a persistent meristem is present. Therefore, we decided to focus on the 
spontaneous nodules formed by the rice construct. 

Semi-thin sections showed that these spontaneous nodules have a similar tissue 
layout as WT nodules (Figure 1C). The central tissue, displayed a zonation like 
WT nodules and it is flanked by peripheral tissues containing nodule vasculature. 
A meristem is present at the apex. Cells proximal to the meristem are relatively 
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Figure 1. Spontaneous nodules formed by overexpression of auto-active 
CCaMK* on Medicago ccamk/dmi3 mutant roots.
(A) Spontaneous nodules formed on pCaMV35S:MtCCaMK* transgenic roots are 
small, round shaped. 

(B) Spontaneous nodules formed on pCaMV35S:OsCCaMK* transgenic roots are 
more elongated.

(C) Longitudinal section of spontaneous nodule induced by pCaMV35S:OsCCaMK* 
shows a tissue organization and a developmental gradient resembling WT nodules. 
M, meristem; “IF”, a zone resembling WT infection zone; “FX”, a zone resembling 
WT fixation zone; V, vasculature.

(D) Magnification of “FX” in (C) shows large cells (L) containing enlarged nuclei 
(indicated by arrows) interspersed with smaller sized cells (S) which contain starch 
granules (indicated by arrowheads).

Bars: 2mm in A and B; 100 µm in C; 20 µm in D.
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small. The basal part of the central tissue is composed of relatively large cells 
that are interspersed with smaller sized cells (Figure 1C and 1D). The big cells 
contain enlarged nuclei (Figure 1D) suggesting that these cells went through 
rounds of endoreduplication, similar as occurs in infected cells of WT nodules. 
The small cells contain starch granules (Figure 1D), similar to uninfected cells in 
WT nodules. The zone with relatively small cells close to the meristem could be 
similar to the infection zone, whereas the basal part with large cells interspersed 
with the smaller cells has some similarity with the fixation zone of WT nodules. 

In WT nodules NIN mRNA as well as NIN protein gradually accumulate in the 
infection zone and their level suddenly drops at the transition from infection to 
fixation zone (Liu et al., 2021). Therefore, we tested whether the NIN expression 
pattern in spontaneous nodules could support the conclusion that they have 
a similar zonation as WT nodules. We analyzed NIN expression by RNA in 
situ hybridization in spontaneous nodules formed on J5 (WT) roots transformed 
with pCaMV35S:OsCCaMK*. Similar to the rhizobia infected WT nodules, NIN 
is highest expressed in a zone at the apex of the nodule and its mRNA level 
increased towards the proximal part of this zone (Figure 2). Then the mRNA 
level suddenly decreased. This expression pattern supports the idea that an 
“infection zone” and a “fixation zone” were formed in the spontaneous nodules. 
A low level of NIN mRNA was also detected in the meristem and vasculature of 
the spontaneous nodule (Figure 2), similar as in WT nodules (Liu et al., 2021). 

So, the spontaneous nodules formed by overexpression of auto-active 
OsCCaMK* resemble WT Medicago nodules, albeit without rhizobia. Therefore, 
it seems to be a suitable material for identifying NF signaling induced genes. 

Figure 2. NIN expression pattern in 
spontaneous nodules is similar to 
that in WT nodules. 
Hybridization signals are visible as red 
dots. NIN is highest expressed in a zone 
at the apex of the nodule and its mRNA 
level increased towards the proximal 
part of this zone. M, meristem; “IF”, a 
zone resembling WT infection zone; 
“FX”, a zone resembling WT fixation 
zone; V, vasculature. Scale bar: 100 µm.
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Genes induced in infection and fixation zone of WT nodules are induced 
in the spontaneous nodules

To identify the genes that are upregulated in spontaneous nodules, we 
compared the transcriptome of spontaneous nodules, formed on Medicago 
J5 roots transformed with pCaMV35S:OsCCaMK*, to that of transgenic root 
tips. To exclude upregulated genes that are not related to nodulation, the list 
of identified genes was compared with the list of genes upregulated in rhizobia 
infected WT nodules in comparison to roots. Genes that occurred in both lists 
were maintained. In this way, we identified 1923 genes which are upregulated 
in spontaneous nodules. In line with the in situ hybridization experiment, NIN is 
among these induced genes. In addition to NIN, there are many nodule specific 
genes related to different nodule developmental stages that are induced in 
the spontaneous nodules. This include 464 genes especially (more than 50% 
of the total number of reads) expressed in the infection zone of WT nodules 
(FIId and FIIp, according to Roux et al, 2014). Examples are nodule specific 
transcription factors NF-YA1 and EFD; a component of the nodule-specific 
signal peptidase complex DNF1; nodule-specific remorin SYMREM; early 
nodulin genes ENOD11 and ENOD12; and nodule specific peptides, including 
13 GRPs and 76 NCRs. Among the genes upregulated in spontaneous nodules, 
893 genes are especially expressed in the fixation zone of WT nodules (IZ and 
ZIII, according to Roux et al, 2014). Examples are six leghemoglobin genes, 
66 NCRs, seven GRPs, seven papain family cysteine protease (CPs) and the 
defense suppressing genes NAD1, RSD, SymCRK, and DNF2. Induction of 
these genes supports the idea that a developmental gradient has been formed 
in spontaneous nodules. However, compared with WT nodules, which have 735 
genes especially expressed in the infection zone and 2722 genes especially 
expressed in the fixation zone, there are markedly fewer genes upregulated in 
spontaneous nodules. For example, in WT nodules, there are 11 leghemoglobin 
genes induced, whereas only six leghemoglobin genes are induced in the 
spontaneous nodules and their induction level is markedly lower (Table 1). 
Similarly, only 143 out of 527 NCR genes, which induced in WT nodule, which 
are induced in spontaneous nodules, and induction level of most of these genes 
is also reduced. These data imply that the interaction with rhizobia might be 
required for a higher level of induction of nodule enhanced genes and to induce 
the expression of all WT infection and fixation zone related genes. 

The genes upregulated in spontaneous nodules are the result of NF signalling. 
This can be NF signalling at an early stage which sets the nodule developmental 
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program in motion, we name it early stage NF signalling. Alternatively, this can 
be the result of NF signalling in the nodule which in WT Medicago nodules 
occurs in a few cell layers at the apex of the nodule, we name it late stage 
NF signalling. However, the transcriptome data obtained from spontaneous 
nodules do not allow to distinguish between early and late stage NF signalling. 
Therefore, we next made use of laser-capture microdissection, by which the 
nodule apex was specifically collected for RNA sequencing, to identify genes 
that are induced upon late stage NF signalling. 

Identification of genes whose expression is the result of late stage NF 
signalling in Medicago nodules

NF receptors accumulate and form heterodimers in Medicago nodules, but only 
in two cell layers adjacent to the apical meristem (Moling et al., 2014). To identify 
late stage NF signalling controlled genes, we made use of laser microdissection 
to isolate nodule apices as this is the site where NF signalling occurs. Rhizobial 
release also occurs at the apex, therefore, to eliminate the genes which are 
regulated after release of rhizobia, we made use of three Medicago strains: WT 
(J5) (release+/NF signalling+), TE7 (release-/NF signalling-) and Vamp721d&e 
RNAi (release-/NF signalling+). RNA was extracted from three biological 
replicates and amplified for library preparation and RNA-seq. 

Table 1. Six out of 11 leghemoglobin genes are induced in spontaneous nodules.

Mt genome V.5.0 ID WT nodule
(AvTPM)

Spontaneous 
nodule (AvTPM)

Root tip
(AvTPM)

MtrunA17Chr5g0435991 3018 165 4
MtrunA17Chr5g0427351 23755 80 13
MtrunA17Chr1g0197501 394 57 1
MtrunA17Chr1g0197531 1471 23 1
MtrunA17Chr1g0148751 6880 22 3
MtrunA17Chr5g0435621 1441 20 1
MtrunA17Chr5g0417631 1670 3 1
MtrunA17Chr5g0435611 644 2 0
MtrunA17Chr5g0435981 3412 1 1
MtrunA17Chr1g0170851 665 0 0
MtrunA17Chr7g0270491 61 0 0

Boldface character indicates that the leghemoglobin genes have a significantly enhanced expression in 
spontaneous nodules; AvTPM, average transcripts per million.
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We identified 3235 genes differentially 
expressed in TE7 compared with WT. 1289 
of these TE7 differentially expressed genes 
(DEG) were shared with Vamp721d&e RNAi 
nodules. These DEGs were most likely 
regulated upon release of rhizobia. 1216 
genes are differentially expressed in TE7 in 
comparison to both WT and Vamp721e&d 
RNAi and so these genes are most likely late 
stage NF signaling controlled genes. Among 
these DEGs, 462 were upregulated and 754 
were down regulated in TE7. This indicates 
that NF signaling induces gene expression, 
but also represses a substantial number of 
genes. 

From these 754 late stage NF signaling 
induced genes, 206 were induced in 
spontaneous nodule. This included genes 
encoding key transcription factors such as 
NIN and EFD; nodule specific peptides, 
such as NCRs and GRPs; proteins involved 
in cytokinin biosynthesis, signaling or 
metabolism such as KNOX3, LOG2, RRA4 
and CKX1; and defense suppressing 
proteins such as DNF2 and RSD. 

Although infected cells of WT nodules 
accommodate massive amounts of bacteria, 
defence responses are well suppressed. 
Several defence suppressing genes 
contribute to this, including RSD, NAD1, 
DNF2 and SymCRK (Bourcy et al., 2013; 
Sinharoy et al., 2013; Berrabah et al., 
2014; Wang et al., 2016; Domonkos et al., 
2017). High induction all of these defence 
suppressing genes in spontaneous nodules 
shows that NF signalling is sufficient 
to induce these genes and even in the Ta
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absence of bacteria defence responses are actively suppressed (Table 2). 
Moreover, induction level of DNF2, RSD and NAD1 is significantly lower in TE7 
in comparison with WT and Vamp721d&e RNAi nodules, indicating that they 
are regulated by the late stage NF signalling (Table 2). It is noteworthy that the 
expression level of NAD1 in Vamp721d&e RNAi nodules is significantly lower 
compared with WT. This suggests that NAD1 expression is induced by late 
stage NF signalling, but the higher level of expression depends on release of 
rhizobia. In contrast, SymCRK has a similar expression level in all three laser-
captured nodule types, therefore, its expression most likely fully depends on the 
early stage NF signaling (Table 2).

Although some genes whose expression is induced by late stage NF signaling 
are also induced in the spontaneous nodules, the majority (548) are not. For 
example, many flavonoid biosynthesis genes such as chalcone synthase 4 
(CHS4) were induced by late stage NF signalling according to laser capture 
data, but not in spontaneous nodules. This is also the case for 27 NCRs. An 
explanation might be that the induction of these genes requires the presence of 
rhizobia, in addition to late NF signaling. 

When roots are treated with NFs a set of genes is induced within hours. We 
tested to what extend this set of genes is similar to the genes that are upregulated 
by late stage NF signaling nodules. We used the 754 late stage NF induced 
genes and compared these with NF treated roots (3h), in which 609 genes were 
induced. These two sets of NF signaling induced genes only shared 39 genes, 
including NIN, genes related to cytokinin biosynthesis/signaling and flavonoid 
biosynthesis genes. So, the set of NF signaling induced genes in nodules is 
markedly different from that in roots. To further verify this conclusion, we used 
other transcriptome data to perform similar analysis. This showed similar results. 
For example, in the transcriptome data of Medicago root epidermis cells after 4 
or 24h NF treatment, 722 genes were induced, but only 30 of these genes are 
shared with late stage NF signaling induced genes. 

It is noticeable that some genes, such as NF-YA1, were induced by NF signalling 
in both spontaneous nodules and in roots, but not shown to be induced by late 
stage NF signalling. These genes most likely fully depend on early stage NF 
signalling and are independent of late stage NF signalling. There are 83 of such 
genes, including NF-YA1, Nip, NSP1, SymCRK, Noot1, VAPYRIN, ENOD12, 
and ENOD11.
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Discussion

Here we identified genes that are controlled by late stage NF signaling in Medicago 
root nodules. We showed that this set of genes is markedly different from that 
activated at early stage. Combined with the transcriptome of spontaneous 
nodules, we found that the genes induced in the nodules are the result of both 
early and late stage NF signaling. Surprisingly, several nodule enhanced genes 
that are especially expressed in the fixation zone of WT nodules are expressed 
in the spontaneous nodules, albeit at a markedly lower level. The induction of 
all nodule enhanced genes and at a high level appears to require the presence 
of rhizobia in root nodules.

We identified in total 1216 genes whose expression is regulated by late stage 
NF signaling in Medicago nodules. 754 of these genes are induced. The 
vast majority of these genes (>700) are not induced by application of NFs to 
roots. These nodule specific genes include for example some NCR genes 
and defense suppressing genes. It also includes many genes which function 
in nodule remains unknown, so they might be interesting for further functional 
studies. There are genes regulated by late stage NF signaling as well as in NF 
treated roots. This includes the gene encoding the key transcription factor NIN. 
These genes might play a role in both nodule initiation and in mature nodules. 
For example, NIN is required for not only early stage infection thread initiation 
and nodule organogenesis, but also essential for late stage rhizobial release 
(J. Liu unpublished), symbiosome development, suppression of defense and 
premature senescence in Medicago nodules (Liu et al., 2021).

In some species, application of NFs to roots results in the formation of nodule 
primordia in which nodule specific genes are expressed. This is for example the 
case in Vicia sativa (vetch) (Vijn et al., 1995). As NFs are immobile molecules, 
this implies that NF perception at the epidermis is sufficient to induce a 
developmental program that results in nodule primordium formation. The 
induction of nodule enhanced genes in such primordia cannot depend on the 
activation of NF receptors in these structures as this would require the presence 
of rhizobia inside these primordia. Therefore, it is possible that enhanced 
expression in WT nodules is the result of the nodule developmental program 
induced by early stage NF signaling and does not depend on late stage NF 
signaling. Such genes can have a similar level of expression in WT and TE7, 
but induced in spontaneous nodules. An experimental support for this is the 
expression pattern of nodule specific transcription factor NF-YA1. It is highly 
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expressed in the proximal part of nodule meristem of WT nodules. So in the 
absence the late stage NF signalling, and its expression does not increase in 
cells where late stage NF signalling occurs (transition to the infection zone) 
(Liu et al., 2021). We identified 83 genes that are specifically regulated by early 
stage NF signaling. 

206 late stage NF signaling induced genes are induced also in spontaneous 
nodules. Therefore, it is probable that in spontaneous nodules the late stage NF 
signaling is induced by CCaMK*. In WT nodules we identified genes induced 
by late stage NF signaling by analyzing the transcriptomes of the apex of the 
nodules. Therefore, we cannot conclude whether NF signaling dependent gene 
expressions in for example fixation zone are the result of late or early stage NF 
signaling. It also cannot be concluded whether the genes induced in spontaneous 
nodules that are typical for the fixation zone, like the leghemoglobin genes, are 
induced by early or late stage NF signaling. 

The majority (548) of genes induced by late stage NF signaling are not induced 
in spontaneous nodule. This indicate that in addition to NFs other signals 
might be involved in the regulation of host genes. This hypothesis is supported 
by some Medicago mutants in which NF signaling is present but bacterial 
differentiation is hampered and non-functional white nodules are formed. This 
indicates that bacterial differentiation is required to produce factors to further 
induce leghemoglobin genes expression. For example, the dnf1 mutant of 
Medicago forms white nodule and bacterial differentiation is blocked (Wang et 
al., 2010; Van de Velde et al., 2010; Lang and Long, 2015). Its phenotype is 
caused by mutation in a gene encoding a subunit of a signal peptidase complex 
which required for processing NCR peptides, so NF signaling suppose not 
affected in this mutant. The phenotype of dnf1 suggests that differentiation of 
rhizobia is required for the induction of nodule enhanced genes, for example the 
leghemoglobin genes.

Spontaneous nodules formed by pCaMV35S:OsCCaMK* resemble the WT 
nodules. They have peripheral vasculature and a developmental gradient with 
recognizable zones. Transcriptionally, many infection zone or fixation zone 
specifically expressed genes are induced in these spontaneous nodules. 
Besides, the expression pattern of NIN in spontaneous nodules resembles its 
expression pattern in WT nodules. To induce the formation of such spontaneous 
nodules in mutant background can be useful to study the gene function 
independent of bacteria.
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Many legume species such as Lotus, form determinate nodules, in which the 
meristem is only transiently present. In these nodules, developmental gradient 
is not formed along the longitudinal axis. It will be interesting to see whether NF 
receptors also accumulate in these determinate nodules and to what extend 
they control gene expression in this nodule type.

Materials and Methods

Plant material and growth conditions 

Medicago (Medicago truncatula) Jemalong 5 (J5), and two mutants TE7 
(Benaben et al., 1995) and dmi3 (Lévy et al., 2004) were used in this study. 
Plants were grown in a growth chamber at 20°C with 16h/8h day/night regime. 
Seed sterilization, germination and Agrobacterium msu440 mediated hairy root 
transformation was performed according to Limpens et al. (2004). Medicago 
plants were grown in perlite saturated with low nitrate (0.25 mM Ca(NO3)2) 
containing Farhaeus (Fa) medium (Catoira et al., 2000) at 21°C and a 16 h 
: 8 h, light : dark regime. After 1 week of growth, plants were inoculated with 
Sinorhizobium meliloti 2011 wild-type (OD600 = 0.1, 2 ml per plant) or without 
inoculation in case of spontaneous nodule formation. 

Constructs

For spontaneous nodule formation assay, the constructs pCaMV35S:MtCCaMK* 
(1-311 aa) and pCaMV35S:OsCCaMK* (1-303 aa) were generated in Liu (2013). 
For knock down exocytosis pathway the p35S:VAMP721d&e-RNAi construct 
was generated in Ivanov et al. (2012). 

Microscopy

Spontaneous nodule formed after 3 weeks of growth in perlite was embedded 
in Technovit 7100 (Heraeus Kulzer), sectioning and staining were performed 
according to Xiao et al. (2014). Sections were analyzed with DM5500B 
microscope equipped with a DFC425C camera (Leica). Bright-field images 
were taken under a stereo macroscope (M165 FC, Leica). 
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RNA in situ hybridization

RNA in situ hybridization was conducted using Invitrogen ViewRNA ISH Tissue 
1-Plex Assay kits (Thermo Fisher Scientific) according to manufacturer’s 
user guide and optimized for Medicago root and nodules sections (Kulikova 
et al., 2018). NIN (Medtr5g099060) RNA ISH probe set was designed and 
synthesized at Thermo Fisher Scientific (Catalogue number: VF1-20312). As 
a negative control for each hybridization procedure any probe set was omitted, 
no hybridization signals were detected. The in situ images were taken with an 
AU5500B microscope equipped with a DFC425c camera (Leica).

Laser microdissection

Nodules formed on J5, TE7 and Vamp721d&e RNAi were collected two weeks 
after inoculation with rhizobia. Further fixation, dehydration, embedding, section 
and laser microdissection procedure were performed according to Zeng et al. 
(2018). Leica LMD7000 laser microdissection microscope was used for laser 
capture. About 2000 cells were collected for each replicate.

RNA isolation and quality check

RNA from spontaneous nodules (grown three weeks in perlite), ~3mm 
transgenic root tips (grown three weeks in perlite), and J5 nodules (two weeks 
post inoculation with rhizobia) were isolated using the Qiagen plant RNA mini 
kit according to manufacturer’s protocol. Isolated RNA samples were quality 
checked using an Agilent 2100 Bioanalyzer at BGI (Hong Kong).

For samples collected by laser microdissection, RNA was isolated using the 
Qiagen RNeasy Micro kit according to manufacturer’s protocol. The quality of 
isolated RNA samples was checked using both Agilent 2100 Bioanalyzer and 
qPCR. For quality check by qPCR, 2 µL of isolated RNA sample was reverse 
transcribed using iScript cDNA Synthesis kit (Bio-Rad) and pre-amplified using 
Bio-Rad Sso Advanced PreAmp Supermix. NIN, NF-YA1, Vamp721d and 
Vamp721e were used as marker genes checked by qPCR. RNA samples from 
the best three replicates of each cell type were amplified using the SMART-Seq 
v4 Ultra Low Input RNA Kit (Clontech, http://www.clontech.com) according to 
manufacturer’s instructions. The number of amplification cycles (11–15 cycles) 
for each sample was adjusted based on the amount of RNA determined by 
bioanalyzer and qPCR analyses.
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Library preparation and sequencing

For the spontaneous nodule, root tip and WT nodule samples, RNA-seq library 
was constructed and sequenced on an BGISEQ-500 platform with paired-end 
reads at BGI (Hong Kong). For laser micro-dissected samples, sequencing 
libraries were made using ThruPLEX DNA-seq Kit (Rubicon genomics, http://
rubicongenomics.com/) and sequenced on an Illumina HiSeq 2500 platform 
(paired-end) at the Next-Generation Sequencing (NGS) facility of Bioscience, 
Wageningen University & Research.

RNA-seq analyses 

About 4 Gb cleaned reads were obtained for each sequenced sample. Sequence 
reads were mapped to the M. truncatula genome v.5.0 (Pecrix et al., 2018) using 
the CLC genomics workbench 10.0.1 (Qiagen). Length fraction and similarity 
fraction were set to 0.9 during mapping and only uniquely mapped reads were 
considered in the analysis. All other parameters were set as default. Transcripts 
per million (TPM) (Wagner et al., 2012) and differential expression analyses 
were performed using the CLC genomic workbench 10.0.1. The criteria of 
fold change>4, P-value<0.05 and average TPM>3 were used to identify the 
differentially expressed genes.
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SUMMARY

NIN (NODULE INCEPTION) is a transcription factor that plays a key role during 
root nodule initiation. However, it’s role in later nodule developmental stages is 
unclear.

Both NIN mRNA and protein accumulated at the highest level in the proximal 
part of the infection zone in Medicago truncatula nodules. Two nin weak allele 
mutants, nin-13/16, form a rather normal nodule infection zone, whereas 
a fixation zone is not formed. Instead, a zone with defence responses and 
premature senescence occured and symbiosome development gets arrested. 

Mutations in nin-13/16 resulted in a truncated NIN lacking the conserved PB1 
domain. However, this did not cause the nodule phenotype as nin mutants 
expressing NINΔPB1 formed wild-type-like nodule. The phenotype is likely caused 
by reduced NIN mRNA levels in the cytoplasm. Transcriptome analyses of nin-
16 nodules showed that expression level of defence/senescence-related genes 
is markedly increased, whereas this of defence suppressing genes is reduced. 
Although defence/senescence seems well suppressed in the infection zone, 
the transcriptome is already markedly changed in the proximal part of infection 
zone. 

In addition to its function in infection and nodule organogenesis, NIN also plays 
a major role at the transition from infection to fixation zone in establishing a 
functional symbiosis.

Introduction

Legumes have the ability to establish a root nodule symbiosis with bacteria 
belonging to different genera collectively named rhizobia. Rhizobia are hosted 
inside specialised nodule cells, where they are able to reduce atmospheric 
nitrogen into ammonia. Root nodule formation involves two main processes, 
infection and nodule organogenesis (Oldroyd and Downie, 2008). Infection starts 
in root hairs with the formation of tube-like structures called infection threads by 
which bacteria enter root cells (Oldroyd et al., 2011). Nodule organogenesis 
begins with mitotic reactivation of fully differentiated root cells leading to the 
formation of a nodule primordium (Xiao et al., 2014). NIN (NODULE INCEPTION) 
is a key transcription factor that is essential for both processes (Marsh et al., 
2007; Schauser et al., 1999). Weak alleles of nin have been identified that allow 
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the formation of nodules (Pislariu et al., 2012; Veerappan et al., 2016). These 
nodules are small and do not fix nitrogen, suggesting that NIN also plays a role 
at later stages of nodule development. However, it is not clear in which nodule 
developmental process NIN is involved. Here we studied the role of NIN during 
later nodule developmental stages in Medicago truncatula (Medicago). 

At the start of nodulation, NIN is transcriptionally induced upon perception 
of rhizobia secreted lipo-chito-oligosaccharides, called Nod factors (NF). 
NF activate a signalling pathway which is shared with the more ancient 
arbuscular mycorrhizal symbiosis. NIN is the first induced transcription factor 
that distinguishes the rhizobium activated responses from that of arbuscular 
mycorrhizae (Oldroyd, 2013). NIN is not only essential for nodulation in legumes, 
but also in actinorhizal(-like) plants such as Casuarina and Parasponia (Bu et 
al., 2020; Clavijo et al., 2015). In both legumes as well as actinorhizal plants, 
NIN is nodule specifically expressed (Marsh et al., 2007; Schauser et al., 1999; 
Bu et al., 2020; Clavijo et al., 2015). During nodule initiation in legumes, NIN 
is induced in the epidermis, where it is required for infection thread formation 
(Vernié et al., 2015b). In Medicago, NIN is also induced in the pericycle and this 
marks the start of nodule primordium formation. After which, the expression of 
NIN extends to the dividing cortical cells (Liu et al., 2019b). 

Medicago forms indeterminate nodules which have a zonation representing 
successive developmental stages (Vasse et al., 1990). At the apex there 
is a meristem which continuously adds cells to nodule tissues. Proximal to 
the meristem is the infection zone, where cells are penetrated by infection 
threads from which rhizobia are released. During release, bacteria become 
surrounded by a plant-derived membrane, these organelle-like structures are 
called symbiosomes (Roth et al., 1988). Subsequently, symbiosomes divide 
and gradually enlarge. Bacterial differentiation involves endoreduplication and 
this is controlled by numerous antimicrobial peptides called nodule-specific 
cysteine-rich (NCR) peptides (Alunni and Gourion, 2016; Vinardell et al., 2013; 
Van de Velde et al., 2010). NCRs are defensin-like peptides which are targeted 
to symbiosomes (Mergaert et al., 2003; Van de Velde et al., 2010). Although the 
infected cells become massively infected by rhizobia, defence responses are 
well suppressed. Several host genes have been identified that contribute to this 
suppression, including Symbiotic Cysteine-rich Receptor Kinase (SymCRK), 
Regulator of Symbiosome Differentiation (RSD), Defective in Nitrogen Fixation 2 
(DNF2) and NODULES WITH ACTIVATED DEFENCE 1 (NAD1) (Bourcy et al., 
2013; Sinharoy et al., 2013; Berrabah et al., 2014; Wang et al., 2016; Domonkos 
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et al., 2017). Mutations in these genes activate strong defence responses in 
nodules leading to necrotic cell death and/or premature senescence. Proximal 
to infection zone is the fixation zone, where rhizobia fully differentiate and start 
to fix nitrogen. The switch from infection to the distal part of the fixation zone 
(interzone II/III according to Vasse et al., 1990) occurs rapidly, and is marked 
by changes in cell morphology as well as gene expressions. For example, 
the rhizobial nif genes, encoding components of nitrogenase are induced, 
amyloplasts accumulate, bacteroids markedly enlarge and become radially 
aligned (Gavrin et al., 2014). 

In older nodules, a senescent zone is formed at the basal part of the nodule, 
where both host cells and rhizobia are degraded (Van De Velde et al., 2006). 
A key feature of nodule senescence is the increase of proteolytic activities 
(Pierre et al., 2014). Cysteine protease genes are highly induced in senescent 
nodules (Pierre et al., 2014; Perez Guerra et al., 2010). Knockdown of cysteine 
proteinase genes delays nodule senescence, while their ectopic expression 
induces premature senescence (Pierre et al., 2014). This underlines a crucial 
role of cysteine proteases in nodule senescence. 

NIN is the first gene of the NIN-like protein (NLPs) family that was identified 
(Schauser et al., 2005). Two domains are highly conserved in this gene family: 
a DNA-binding RWP-RK domain and a Phox and Bem1 (PB1) domain involved 
in protein-protein interaction (Schauser et al., 2005). A first clue that NIN also 
functions at later nodule developmental stages was gained from two weak 
nin alleles: NF10547 (nin-16) and NF0440 (Pislariu et al., 2012; Veerappan 
et al., 2016). Both mutants form nitrogen fixing deficient (Fix-) nodules. Here, 
we analysed these mutants in detail to uncover the role of NIN in later nodule 
developmental stages.

Materials and Methods

Plant material and growth conditions

Medicago (Medicago truncatula) ecotypes Jemalong A17 and R108, and two 
nin mutants (nin-13 and nin-16) were used in this study. nin-16 was provided 
by Rebecca Dickstein (University of North Texas); nin-13 was obtained from 
the Noble Research Institute (https://medicago-mutant.noble.org/mutant/). 
nin-16 were backcrossed with R108, and nin-13 and nin-16 were crossed (F1 
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hybrid) according to Chabaud et al. (2006). Seven nin-13 and nin-16 hybrid F1 
plants were genotyped by PCR ( primers listed in Table S1). The obtained PCR 
fragments were sequenced to confirm Tnt1 insertion positions. Seed sterilization, 
germination and Agrobacterium msu440 mediated hairy root transformation 
was performed according to Limpens et al. (2004). Medicago plants were grown 
in perlite saturated with low nitrate [0.25 mM Ca(NO3)2] containing Färhaeus 
(Fä) medium (Catoira et al., 2000) at 21°C and 16h light/8h dark regime. After 
one week of growth, plants were inoculated with Sinorhizobium meliloti 2011 
wild-type or constitutively expressing GFP or carrying the PronifH:GFP reporter 
(OD600=0.1, 2ml per plant). 

RNA isolation and qRT-PCR

RNA was isolated from two-week old nodules using the EZNA Plant RNA mini kit 
(Omega Bio-tek, Norcross, GA, USA). 1 µg RNA was used for cDNA synthesis 
with the iScript cDNA synthesis kit (Bio-Rad). Real-time qPCR was performed 
in 10 µl reactions using SYBR Green Supermix (Bio-Rad) and a CFX real-
time system (Bio-Rad). Primers are listed in Table S1. Gene expression was 
normalized using ACTIN2 as a reference gene. 

Constructs

NIN promotor (ProNIN3C-5kb) and ProNIN3C-5kb:NIN construct are described in 
Liu et al. (2019). To construct ProNIN3C-5kb:GFP-NIN, ProNIN3C-5kb:NIN-GFP 
and ProNIN3C-5kb:NINΔPB1, MultiSite Gateway (Thermo Fisher Schientific) was 
used. pENTR-4,1, and pENTR-1,2 contained the 3C and 5kb region of the NIN 
promoter, respectively, pENTR-2,3 was used to introduce coding sequences and 
35S terminator (35Ster). NIN coding sequence was amplified (full length NIN or 
truncated NIN without PB1 domain, 3’-UTR region of NIN was not included) by 
PCR using Medicago A17 nodule cDNA as template, Phusion high-fidelity DNA 
polymerase (Finnzymes) and specific primers listed in Table S1. To make a N- or 
C-terminus GFP fusion with NIN, pENTR-TOPO-NIN together with pENTR-4,1-
35S:GFP and pENTR-2,3-35Ster or pENTR-2,3-GFP-35Ster were recombined 
into Gateway binary vector pKGW-RR-MGW using LR Clonase II plus (Invitrogen) 
to generate Pro35S:GFP-NIN-35Ster or Pro35S:GFP-NIN-GFP-35Ster. To fuse 
NINΔPB1 to 35S terminator, pENTR-TOPO-NINΔPB1 together with pENTR-4,1-
35S:GFP and pENTR-2,3-35Ster were recombined into a pKGW-RR-MGW to 
generate Pro35S:GFP-NINΔPB1-35Ster. These constructs were used to amplify 
GFP-NIN-35Ster/NIN-GFP-35Ster/NINΔPB1-35Ster by PCR using the forward 
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primers with attB2 (GGGGACAGCTTTCTTGTACAAAGTGGAA) and reverse 
primers with attB3 (GGGGACAACTTTGTATAATAAAGTTGC) (Table S1). By 
BP reaction these PCR fragments were introduced into pENTR-2,3. Finally, 
MultiSite Gateway reaction was performed to assemble pENTR-2,3-GFP-NIN-
35Ster/NIN-GFP35Ster/NINΔPB1-35Ster with NIN promoter regions in pENTR-4,1 
and pENTR-1,2 (TOPO) into Gateway binary vector pKGW-RR-MGW.

Microscopy

Embedding of plant tissue in Technovit 7100 (Heraeus Kulzer), sectioning and 
staining were performed according to Xiao et al., 2014. Sections were analysed 
with DM5500B microscope equipped with DFC425C camera (Leica). Bright-
field images were taken under stereo macroscope (M165 FC, Leica). Hand-
sectioned nodules were examined using Leica SP8 confocal microscope, 
excitation wavelengths of 488 nm and 543 nm were used for GFP/SYTO 9 
and propidium iodide/DsRED, respectively. The accumulation of phenolic 
compounds was visualized by potassium permanganate staining (Bourcy et al. 
2013). Live and dead staining of bacteria was performed as described by Haag 
et al. (2011)

Bacterial length measurement

R108 and nin-13/16 were inoculated with Sinorhizobium meliloti 2011 
constitutively expressing GFP. Two weeks after inoculation, pictures of bacteria 
were taken with a Leica SP8 confocal microscope. The length of bacteria was 
measured using ImageJ (Schneider et al., 2012). 

RNA in situ hybridization

RNA in situ hybridization was conducted using Invitrogen ViewRNA ISH Tissue 
1-Plex Assay kits (Thermo Fisher Scientific) according to manufacturer’s user 
guide and optimized for Medicago root and nodules sections (Kulikova et al., 2018). 
RNA ISH probe sets were designed and synthesized at Thermo Fisher Scientific. 
Catalogue numbers are VF1-20312 for NIN (Medtr5g099060), VP2W7MP for 
CP2 (Medtr5g022560), VP7DPDU for SymCRK (Medtr3g079850), VPRWEMC 
for NAD1 (Medtr7g022640) and VF-20311 for NF-YA1 (Medtr1g056530). Each 
probe set was tested on tissue where it should not be present, in this case on 
non-inoculated roots. As a negative control for each hybridization procedure any 
probe set was omitted. In both cases no hybridization signals were detected. 
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The in situ images were taken with an AU5500B microscope equipped with a 
DFC425c camera (Leica).

RNA sequencing analyses

R108 and nin-16 nodules were harvested two weeks post inoculation. Three 
biological replicates were prepared for RNA sequencing (RNA-seq). Total RNAs 
were isolated with Qiagen RNeasy mini kit according to manufacturer’s protocol. 
Isolated RNA samples were quality checked using an Agilent 2100 Bioanalyzer. 
Subsequently, an RNA-seq library was constructed and sequenced on an 
BGISEQ-500 platform with paired-end reads at BGI (Hong Kong). About 4Gb 
cleaned reads were obtained for each sample. Sequence reads were mapped to 
the M. truncatula genome version 5.0 (Pecrix et al., 2018) using CLC genomics 
workbench 10.0.1 (Qiagen). Length fraction and similarity fraction was set to 
0.9 during mapping and only uniquely mapped reads were considered in the 
analysis. All other parameters were set as default. TPM (transcripts per million) 
(Wagner et al., 2012) and differential expression analyses were performed 
using the CLC genomic workbench 10.0.1. The criteria of fold change ≥ 4, FDR 
(false discovery rate) P-value ≤ 0.01 and average TPM (transcripts per million) 
≥ 5 were used to identify the differentially expressed genes.

Results 	

NIN is highly expressed in the nodule infection zone

According to the M. truncatula gene expression atlas, NIN is expressed in root 
nodules (Fig. S1). To determine in which stage of nodule development NIN could 
play a role, we performed RNA in situ hybridisation using a NIN specific probe 
set (Material and Methods). This showed that in two-week old nodules, NIN was 
highest expressed in the infected cells of the infection zone and the expression 
level was very low in the non-infected cells (Fig. 1a-c). NIN mRNA was also 
detected in the nodule vasculature (Fig. 1a). In the meristem and distal part of 
the infection zone the expression of NIN was rather low (Fig. 1b), whereas in 
the proximal cell layers of the infection zone, expression of NIN was highest 
(Fig. 1a,b). At the transition from infection to fixation zone NIN expression 
level suddenly dropped (Fig. 1a-c). This switch coincides with amyloplast 
accumulation at the periphery of the infected cells (Fig. 1c) (Gavrin et al., 2014). 
A very low level of NIN expression was maintained throughout the fixation zone 
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(Fig. 1a-c). The results of RNA in situ hybridisation are consistent with laser 
capture transcriptome data (Table S2) (Roux et al., 2014). This expression 
pattern suggests that NIN plays a role in processes that occur in the infection 
zone and/or at the transition from infection to fixation zone.

NIN is nuclear located and is present at highest level in the proximal 
part of the infection zone

Studies on some NIN-like proteins (NLPs) have shown that they are located in 
the cytoplasm under low nitrate conditions and are translocated to the nucleus 
when the concentration of nitrate is high (Marchive et al., 2013; Cao et al., 2017; 
Lin et al., 2018a). To determine in which cells NIN is located in nuclei, where it 
can induce expression of its target genes, we studied its subcellular localization 

Fig. 1. NIN and NF-YA1 expression pattern in Medicago A17 nodule. 
An overview (a, d) and close-up pictures (b, c, e, f) of RNA in situ localization of NIN 
(a-c) or NF-YA1 (d-f) in a nodule at two weeks post inoculation (wpi). Hybridization 
signals are visible as red dots. Arrowhead indicate amyloplast deposition. M, 
meristem; IF, infection zone; FX, fixation zone; V, vasculature. Bars: (a, d) 200 µm; 
(b, e) 100 µm, (c) 20 µm and (f) 50 µm.
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in nodules. The functional promoter of NIN (Liu et al., 2019b) was used to 
express NIN-tagged with green fluorescent protein (GFP) at its C- or N-terminus 
(ProNIN3C-5kb:NIN-GFP or ProNIN3C-5kb:GFP-NIN) in the nin knockout mutant 
nin-1 (Marsh et al., 2007). Four weeks after inoculation, pink nodules were 
formed in both cases (Fig. 2a,f), showing that both GFP fusions are biologically 
functional. Sections of these nodules showed that both C- and N-terminus NIN 
GFP fusions localized in nuclei in meristem, infection zone, fixation zone and 
nodule vasculature (Fig. 2b-e,g-j). So, in all cells where NIN is expressed, NIN 
is located in the nucleus. NIN occurred at a rather low level in the distal part of 
the infection zone and at markedly higher levels in the proximal cell layers of 
infection zone (Fig. 2b,g). At the transition to the fixation zone the NIN-GFP/
GFP-NIN protein level dropped markedly similar to NIN mRNA (Fig. 2b,d,g,i). 

The expression level of NF-YA1 does not correlate with the level of NIN

NF-YA1 has been shown to be a direct target of NIN in Lotus (Lotus japonicus) 
(Soyano et al., 2013). To test whether the level of NIN correlates with the level 
of NF-YA1 expression in Medicago nodules, we determined the expression 
pattern of NF-YA1 by RNA in situ hybridization. This showed that NF-YA1 was 

Fig. 2. NIN protein is nuclear located in Medicago nodules. 
Pink nodules formed on nin-1 roots transformed with ProNIN:NIN-GFP (a) and 
ProNIN:GFP-NIN (f) constructs at six wpi. Confocal images show that both NIN-
GFP (b, c, d, e) and GFP-NIN (g, h, i, j) are located in the nucleus of cells in the 
meristem (c, h), infection zone (b, c, d, g, h, i), fixation zone (d, i) and vasculature (e, 
j). Transgenic roots were identified by DsRED fluorescent (red colour). Arrowhead 
indicate amyloplast deposition. Arrow indicate nucleus. M, meristem; IF, infection 
zone; FX, fixation zone; V, vasculature. Bars: (a, f) 2 mm; (b, g) 250 µm and (c, d, 
e, h, i, j) 40 µm.
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Fig. 3. Phenotype of Medicago nin-13 and nin-16 mutants. 
(a) Schematic representation of the Tnt1 insertion site in nin-13 and nin-16 alleles. 
Exons of NIN are shown as black boxes, and introns are represented by lines. (b) 
The number of nodules formed on R108 (wild-type), nin-13 and nin-16 are similar. 
Nodule numbers per plant (n=19) were counted at two wpi. Data are means ± SD. 
(c) Rhizobia in nin-13/16 were able to elongate to the size that in wild-type plants 

Continued on next page   
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expressed in the entire infection zone like NIN (Fig. 1d). However, different 
from NIN, the expression level of NF-YA1 was high in the proximal part but not 
detectable in the distal part of the meristem (Fig. 1e). NF-YA1 was also highly 
expressed in the distal part of infection zone, after which it decreased (Fig. 
1d,e). At the transition to fixation zone, its expression level markedly dropped 
like NIN (Fig. 1f). Like NIN, NF-YA1 is also expressed in the nodule vasculature 
(Fig. 1d). So the spatial expression patterns of NIN and NF-YA1 were similar, 
but the expression level of NF-YA1 did not correlate with that of NIN. This 
difference indicates complexity of regulation of NF-YA1 by NIN and suggests 
that additional transcription factors are involved. 

nin-13 and nin-16 nodules showed premature senescence, defence 
responses and defects in symbiosome differentiation 

To study the function of NIN in nodules, we analysed two weak alleles of nin 
(NF10547 and NF0440) which have been reported to form non-functional 
nodules (Pislariu et al., 2012; Veerappan et al., 2016). NF10547 has been 
named nin-16, and we named NF0440 nin-13. nin-16 is a monogenic recessive 
mutant (Veerappan et al., 2016), with a Tnt1 insertion in the last exon, between 
the DNA binding domain (RWP-RK) and protein-protein interaction domain 
(PB1) (Fig. 3a). nin-13 also has a Tnt1 insertion between the RWP-RK and 
PB1 domain, but in nin-13 it is located 22 bp upstream of that in nin-16 (Fig. 
3a). Two weeks after inoculation, nin-16 had formed white nodules indicating 
that they were not functional (Fig. 3e). This was confirmed by inoculation with 

reached before the transition to the fixation zone. Bacteria length are measured at 
two wpi. n>70, data are means ± SD. DIF: distal part of infection zone; PIF: proximal 
part of infection zone; FX: fixation zone. At two wpi with Sinorhizobium meliloti 2011, 
wild-type nodules were pink (d) whereas nin-16 nodules remained white (e) which 
indicate the absence of leghemoglobin. Formation of non-functional nodules on nin-
16 was further confirmed by inoculation with Sinorhizobium meliloti 2011 carrying 
the PronifH::GFP reporter construct (f, g). nifH was highly induced in R108 (f) but not 
induced in nin-16 nodules (g). Semi-thin sections stained with toluidine blue show 
that in comparison with wild-type nodules (j, l, n), an apical meristem was formed 
on nin-16 mutant nodule (k), rhizobia were released and divided (m), however, their 
development was arrested, and premature senescence was induced (o). Potassium 
permanganate/methylene blue staining shows accumulation of phenolic compound 
in nin-16 nodule (i), but not in wild-type nodule (h). nin-13 shows similar phenotype 
as nin-16, figures shown in Fig. S3. Bars: (d, e) 2 mm; (f, g) 200 µm, (h, i) 500 µm; 
(j, k) 300 µm, and (l - o) 30 µm.

Continued
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Sinorhizobium meliloti 2011 containing PronifH:GFP. PronifH:GFP was highly 
expressed in the fixation zone of wild-type nodules, but not in nin-16 nodules 
(Fig. 3f,g). The number of nodules formed on nin-16 was similar to that of wild-
type (R108) (Fig. 3b), indicating that nodule initiation was not affected. Semi-
thin sections of nin-16 nodules showed that an apical meristem was formed (Fig. 
3k), infection threads penetrated nodule cells and rhizobia were released and 
had divided (Fig. 3m). However, before the rhizobia were fully elongated nodule 
development was arrested and premature senescence was induced (Fig. 3o). 
This was also supported by live/dead staining of rhizobia showing many dead 
bacteria in infected cells (Fig. S2). nin-13 displayed the same nodule phenotype 
as nin-16 (Fig. S3). F1 plants obtained by crossing these two mutants had also 
the same nodule phenotype confirming that these mutants are allelic (Fig. S4). 
In the following studies we mainly focused on nin-16.

To determine when rhizobial development was blocked in the nin-16 mutant 
nodules, we measured the length of the rhizobia (Fig. 3c). In both wild-type 
and mutant nodules the rhizobia in the infection thread, or just released from 
it, were about one micrometre (μm) long. In the most proximal part of infection 
zone of the wild-type nodules, the symbiosomes were about 3.5 μm in length. 
After the transition to fixation zone, the fully differentiated rhizobia are about 8 
μm long. Rhizobia in nin-13/16 nodules could reach a length of ~3.5 μm (Fig. 
3c). This in combination with the lack of nif expression, indicated that the block 
of differentiation occurred at the stage when in wild-type the transition from 
infection to fixation zone takes place.

The block of rhizobia differentiation might be due to premature senescence and 
not sufficiently suppressed defence response. The accumulation of phenolic 
compounds is commonly used to identify a defence response in nodules 
(Bourcy et al., 2013; Berrabah et al., 2015; Wang et al., 2016; Domonkos et al., 
2017; Berrabah et al., 2018). Potassium permanganate/methylene blue staining 
showed that phenolic compounds indeed accumulated in nin-16 nodules (Fig. 
3i). This means that a defense response was induced in mutant nodules.

PB1 domain of NIN is not essential for nodule development

The Tnt1 insertion in both nin-13 and nin-16 will result in a truncated NIN protein 
lacking the protein-protein interaction domain (PB1). To test whether the nin-
13/16 phenotype is caused by the absence of the PB1 domain, we introduced 
a construct encoding a truncated NIN (deletion starts at the position of the Tnt1 
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insertion in nin-16, including the PB1 domain) (ProNIN3C-5kb:NINΔPB1) into the 
knockout mutant nin-1 by hairy root transformation. Surprisingly, pink nodules 
were formed on transgenic roots four weeks after inoculation (Fig. 4a). Next, 
we inoculated transgenic roots with rhizobia containing PronifH:GFP, and nifH 
was highly induced in the formed nodules (Fig. 4c,d). Semi-thin sections of 
these nodules revealed that 23 out of 67 (34.3%) were wild-type-like (Fig. 4b), 
comparable to 12 out of 38 (31.6%) wild-type-like nodules formed on nin-1 roots 
transformed with full length NIN (ProNIN3C-5kb:NIN). This suggests that the PB1 
domain of NIN is not essential for the formation of functional nodules. 

Fig. 4. Wild-type-like pink nodules formed on Medicago nin knockout mutant 
(nin-1) roots transformed with truncated NINΔPB1. 

Pink nodules formed on nin-1 roots transformed with ProNIN3C-5kb:NINΔPB1 at four 
wpi (a). Semi-thin sections of the nodules stained with toluidine blue display 
normal zonation (b). Confocal image of nodules formed on the ProNIN3C-5kb:NINΔPB1 
transgenic nin-1 roots at four wpi with a rhizobial strain carrying nifH:GFP showed 
that nifH is highly expressed in the fixation zone (c). Close-up of nodule cells in 
fixation zone, showing well-developed symbiosomes (d). M, meristem; IF, infection 
zone; FX, fixation zone; S, symbiosome. Bars: (a) 2 mm; (b) 300 µm; (c) 250 µm 
and (d) 30 µm.
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Reduced NIN mRNA level in the cytoplasm of nin-13/16 nodule cells 

The transition from infection to fixation zone does not occur in nin-13/16. As 
NIN accumulates at a high level at this transition site, we analysed the NIN 
expression pattern in nin-13/16 nodules by RNA in situ hybridization. Like in 
wild-type (R108) nodules (Fig. 5a), NIN was highly expressed in the infection 
zone of the mutant nodules (Fig. 5b,c). However, there was a remarkable 
difference between nin-13/16 and wild-type nodules. NIN RNA in nin-13/16 
nodules accumulated to higher levels in nuclei than in the cytoplasm, which is 
not the case in wild-type nodules (Fig. 5d,e,f). This indicated that the transport 
of NIN mRNA from nucleus to cytoplasm was hampered. In contrast, transport 
of NF-YA1 RNA was not affected (Fig. S5), suggesting that the inhibition of 
mRNA transport was most likely specific for NIN in nin-13/16. By quantitative 
real-time PCR (qRT-PCR) we showed that NIN-Tnt1 fusion transcripts were 
formed in nin-13/16 nodules (Fig. S6). In nin-13, about 80% of NIN transcripts 

Fig. 5. NIN mRNA level reduced in the cytoplasm of nodule cells of Medicago 
nin-16.

RNA in situ localization of NIN shows substantial part of NIN mRNA accumulates in 
nuclei of nin-13 (b, e) and nin-16 nodule cells (c, f), compare with wildtype (R108) 
nodule section (a, d). Hybridization signals are visible as red dots (a-f). Arrow indicate 
the nuclei (d, e, f). M, meristem; IF, infection zone; FX, fixation zone; ES, early 
senescence zone. Bars: (a, b, c) 250 µm and (d, e, f) 40 µm. Quantitative reverse 
transcription polymerase chain reaction (qRT-PCR) shows that NIN expression level 
in wild-type (R108), nin-13 and nin-16 nodules were similar (g, h). Data are means ± 
SD of three biological replicates.
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contained Tnt1 sequences, and about 60% of NIN transcripts contained Tnt1 
sequences in nin-16 (Fig. S6). Moreover, nin-16 RNA sequencing data (see 
below) revealed that some reads were mapped to the intron and promoter 
region of NIN (Fig. S7). The frequency of aberrantly spliced NIN transcripts in 
nin-16 was between 30.24% and 64.80%. This is markedly higher than in R108, 
in which this was between 1.39% and 4.37% (Fig. S7). This indicated that the 
Tnt1 insertion affected NIN transcription and splicing. As export of unspliced and 
incompletely spliced transcripts from nuclei are prevented (Schmid and Jensen, 
2008), we assumed that this might have caused the reduced transport of NIN 
RNA to cytoplasm. By using NIN specific primers (upstream of Tnt1 insertion), 
we showed that the expression level of NIN in wild-type and mutant nodules 
was similar (Fig. 5g,h). As a substantial part of NIN mRNA accumulated in nuclei 
of nin-13/16, the level of NIN mRNA that can be translated (in the cytoplasm) 
was reduced, this might have caused the phenotype of nin-13/16 nodules.

To test this hypothesis, we introduced ProNIN3C-5kb:NINΔPB1 into nin-16 by hairy 
root transformation. Semi-thin sections of the nodules formed on transgenic 
roots showed that symbiosome development was restored (symbiosomes 
reached the length ~8 μm) and the defense/premature senescence phenotype 
was markedly reduced (Fig. S8). This result supports the conclusion that the 
nin-13/16 nodule phenotype is cased by a reduced NIN mRNA level, but not the 
absence of PB1 domain of NIN.

nin-16 nodule transcriptome switched from symbiosis to defence/
senescence-related processes 

To determine which NIN-controlled processes were disturbed in nin-13/16 
mutants, we compared the transcriptomes of two-week-old nin-16 and wild-type 
nodules. 31841 gene transcripts were detected in these nodules (Table S2). We 
identified 2744 genes differentially expressed in nin-16 nodules compared to 
wild-type (Table S3). 1281 (46.7%) genes were upregulated and 1463 (53.3%) 
genes were down regulated in nin-16 (Table S3). 

The histology of the nin-13/16 nodules indicated that the infection zone was not 
much affected, whereas a fixation zone was not formed. Consistent with this is 
that only a small fraction of the genes that are especially expressed in meristem 
or distal part of the infection zone of wild-type nodule (according to Roux et 
al., 2014) is differentially expressed in nin-16. In contrast, a markedly higher 
percentage of genes that are especially expressed in fixation zone of wild-type 
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nodules is differentially expressed (Table 1). However, for the genes especially 
expressed in the proximal part of the infection zone of wild-type nodules the 
percentage of differentially expressed genes in nin-16 was also high (Table 
1). The few differentially expressed genes which are especially expressed in 
distal part of infection zone were mainly up regulated (Table 1). Several of these 
up regulated genes are related to a defence response (Table S4). In contrast, 
differentially expressed genes that are especially expressed in the proximal part 
of infection zone or distal part of fixation zone [interzone II/III according to (Roux 
et al., 2014)] in wild-type nodules, were mainly down regulated (Table 1). Most 
of these genes are related to symbiotic functions like leghemoglobin and NCR 
genes (Table S4).For the genes especially expressed in proximal part of fixation 
zone [(zone III according to Roux et al., 2014)], which expression level was 
changed, similar numbers were up and down regulated, respectively (Table 1). 
The up regulated genes were mainly related to senescence and defence and 
down regulated genes included symbiotic genes (Table S4). We do not know in 
which part of the nin-13/16 nodules the genes are upregulated and this can be 
different from their expression in wildtype nodules. For example, the defense 
related genes that are expressed in the meristem of wildtype nodules might be 
induced in the early senescene zone of nin-13/16 nodules.

Genes 70% expressed in zone: Meristem
Distal 

infection 
zone

Proximal 
infection 

zone

Distal 
fixation 

zone 
(inter-zone)

Proximal 
fixation zone 

(zone III)

Total Number of genes 1901 370 191 665 536

Number of genes differentially 
expressed in nin-16 126 24 51 184 82

Percentage of genes of differ-
entially expressed in nin-16 6.63% 6.49% 26.70% 27.67% 15.30%

Number of genes up 
regulated in nin-16 101 21 1 2 35

Percentage of genes up 
regulated in nin-16 80.16% 87.50% 1.96% 1.09% 42.68%

Number of genes down 
regulated in nin-16 25 3 50 182 47

Percentage of genes down 
regulated in nin-16 19.84% 12.50% 98.04% 98.91% 57.32%

Table 1. Analysis of genes specifically expressed in different Medicago wild-type 
nodule developmental zones (Roux et al., 2014) differentially expressed in nin-16.

Darker shade indicate higher percentage of genes differentially expressed in nin-16. Higher percentage 
of genes up regulated in nin-16 shown in darker red colour; Higher percentage of genes down regulated 
in nin-16 shown in darker green colour,
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Consistent with the fact that the early nodule developmental stages were not 
much affected, the expression level of genes required for intracellular infection 
were not significantly changed. This included Ethylene response factor (ERF), 
transcription factor required for nodulation 1 (ERN1) and direct targets of NIN, 
NF-YA1 and nodulation pectate lyase (NPL) (Fig. 6b) (Xie et al., 2012; Soyano 
et al., 2013; Laporte et al., 2014). Release of rhizobia from infection threads 
occurs in the distal part of the infection zone. The symbiotic exocytosis pathway 
related genes Vamp721d, Vamp721e and SYP13II are important for release 
(Ivanov et al., 2012; Huisman et al., 2016). Their level of expression in nin-16 
nodules was not significantly changed (Fig. 6b) which was consistent with the 
occurrence of release. 

In nin-16 nodules rhizobia elongated and reached a size that in wild-type nodules 
is characteristic for rhizobia in the most proximal part of the infection zone (Fig. 
3c). The elongation of rhizobia is initiated in nin-16 nodules (Fig. 3c) and this 
was consistent with an unaffected or even upregulated expression level of 
some NCR genes that were expressed in the infection zone (Fig. 6a, Table S2). 
The block in further differentiation might be caused by the lack of fixation zone 
formation, where other NCR genes are expressed. The accumulation of phenolic 
compounds and the induction of premature senescence suggested that defence/
senescence was not sufficiently suppressed in nin-13/16 nodules. Consistent 
with this, there were many defence/senescence- related genes significantly 
upregulated in nin-16 nodules (Fig. 6a, Table S5) including well-known marker 
genes like PR10 (16.9-fold upregulated) and NDR1 (8.7-fold upregulated) (Fig. 
6b; Table S3). The expression of flavonoid biosynthesis genes also supported 
the occurance of defense response. Among 38 differentially expressed genes, 
28 were upregulated. Most of these genes have putative chalcone synthase 
activity or chalcone isomerase activity which are involved in formation of 
flavonoid scaffolds. In contrast, all the ten down regulated genes have putative 
glucosyltransferase activity which is related to the diversity of flavonoids (Figure 
6a, Table S5) (Saito et al., 2013). Cysteine proteases (CPs) and vacuolar 
processing enzyme (VPE) have been shown to play a crucial role in the onset of 
nodule senescence and their expression can also be the consequence of plant 
defence responses (Hara-Nishimura et al., 2005; Sheokand and Brewin, 2003; 
Grudkowska and Zagdańska, 2004; Wang et al., 2016). In nin-16 nodules, 
CP2 and VPE are 202.6-fold and 13.6-fold upregulated, respectively (Fig. 6b; 
Table S3), and they were among the most highly expressed genes (Table S2). 
Moreover, genes involved in suppression of plant defence in nodules like DNF2, 
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Fig. 6. Medicago nin-16 transcriptome is consistent with the reduced 
suppression of defence and early senescence.
Transcriptional regulation of gene families/metabolism pathways in nodules (a). 
The classification of each gene in the families/metabolism pathways is based on 
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SymCRK, NAD1 and RSD were 1.6-, 4.7-, 10.6- and 83.9-fold down regulated 
in nin-16 (Fig. 6b; Table S2). Taken together, these data support the conclusion 
that nin-16 transcriptome switched from symbiosis to defence/senescence-
related processes.

Defence/senescence is suppressed in the infection zone of nin-13/16 
nodules

Many plant defence/senescence-related genes were highly induced in nin-16 
nodules. To determine whether the induction of these genes already occurred in 
the infection zone, we used CP2 as a marker gene as it was the highest expressed 
defence/senescence-related gene in nin-16. In situ hybridisation showed that in 
two weeks old mutant nodules, CP2 was extremely highly expressed in the 
infected cells of the premature senescence zone, but not in the infection zone 
or other nodule tissue (Fig. 7b,c). This suggested that the defence and early 
senescence response was well suppressed in the nodule infection zone, but 
the suppression was not sufficient at the stage when transition to fixation zone 
would occur. 

symcrk and nad1 mutants form nodules in which defence responses are 
induced and symbiosome differentiation gets arrested (Berrabah et al., 2014b; 
Wang et al., 2016; Yu et al., 2018; Domonkos et al., 2017). This is similar to the 
nodule phenotype of nin-13/16. rsd and dnf2 mutants also have a similar nodule 

Continued

the protein function indicated in the Mt 5.0 annotation or gene ontology terms. 
NCR, Nodule Cystein-Rich peptide; GRP, Nodule-specific Glycine Rich Peptide. 
Analysis of representative genes from the transcriptome data (b). Genes required 
for primordium initiation and infection formation (blue colour), including NIN (Nodule 
inception) itself, Ethylene response factor required for nodulation 1 (ERN1), 
Nuclear transcription factor Y subunit A-1 (NF-YA1) and nodulation pectate lyase 
(NPL). The symbiotic exocytosis pathway related genes (yellow colour) required 
for rhizobial release, including VAMP721d and VAMP721e which are members 
of the vesicle-associated membrane protein 721 family, and SYNTAXIN OF 
PLANTS 132 (SYP132). Nodule-specific cysteine-rich (NCR) peptides (brown 
colour) and leghemoglobin (LB) (pink colour), are known to be required for bacteria 
differentiation and nitrogen fixation. Genes related to defence and senescence (red 
colour), including calcium- dependent protein kinase (CDPK), respiratory burst 
oxidase homologs (Rboh), cysteine proteinases (CPs), non-race-specific disease 
resistance 1 (NDR1), vacuole processing enzyme (VPE), pathogenesis-related 
protein 10 (PR10) and Chitinase genes. See detailed information about selected 
genes in Table S1.
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phenotype (Bourcy et al., 2012; Sinharoy et al., 2013). However, the expression 
level of RSD was very low and DNF2 expression level in nin-16 was not 
significantly changed (Table S2). To determine when plant defence suppressing 
genes were activated during nodule development, we checked the expression 
pattern of SymCRK and NAD1. The RNA in situ hybridization showed that both 
SymCRK and NAD1 were expressed in the infected cells of the infection zone 
and their expression level increased from the distal to the proximal part (Fig. 7e-
h) which is similar to the NIN expression pattern (Fig. 1a,5a). However, SymCRK 
and NAD1 remained expressed at a relatively high level in the fixation zone 
(Fig. 7e-h), whereas NIN expression markedly dropped at the transition from 
infection to fixation zone (Fig. 1a-c,5a). To determine where in the nodule the 
expression of defence suppressing genes was affected, we studied SymCRK 
expression in nin-16 nodules. RNA in situ hybridization showed that SymCRK 
was expressed in the infection zone (Fig. 7d). In the senescing cells, SymCRK 
mRNA was hardly detectable. 

Fig. 7. Expression pattern of defence/senescence response and suppression 
genes. 
RNA in situ localization of defence/senescence response gene CP2 in Medicago 
R108 (a), nin-13 (b) and nin-16 (c) nodules at two wpi. Overview (e, g) and close-up 
(f, h) pictures of expression patterns of defence suppression genes SymCRK (e, f) 
and NAD1 (g, h) in two wpi R108 nodules. (d) Expression pattern of SymCRK in 
two wpi nin-16 nodule. Hybridization signals are visible as red dots. M, meristem; IF, 
infection zone; FX, fixation zone; ES, early senescence zone. Bars: (a, b, c, d, e, g) 
200 µm and (f, h) 100 µm.
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These results indicate that the expression level of defence suppressing genes 
in the infection zone is sufficient to suppress the defence response and early 
senescence, whereas at the transition to fixation zone, the suppression is not 
sufficient anymore. 

Discussion

Here we showed that NIN plays, in addition to its previously identified role in 
infection and nodule organogenesis, a key role in late steps of nodule development 
leading to a functional symbiosis. nin-13/16 nodules display a rather normal 
infection zone, whereas a fixation zone is not formed. Instead, a zone with 
defence responses and premature senescence occurs. The phenotype is most 
likely caused by reduced NIN mRNA levels in the cytoplasm. Consistent with 
this phenotype, transcriptome analyses of nin-16 nodules showed that defence/
senescence-related genes are highly induced and defence suppressing genes 
are reduced. However, although defence/senescence seems well suppressed 
in the infection zone, the transcriptome is most likely already markedly changed 
in the proximal part of the nodule infection zone. NIN mRNA and protein are 
accumulated at the highest level in the proximal part of the infection zone. At the 
transition to fixation zone, it suddenly dropped to a much lower level, suggesting 
that NIN is involved in the switch from infection to fixation zone. 

In both nin-13 and nin-16, Tnt1 is inserted upstream of the region that encodes 
the PB1 domain which is located at the carboxy-terminus of NIN. Therefore, 
we expected that loss of this domain would have caused the mutant nodule 
phenotype. However, by introducing truncated NINΔPB1 into a nin knockout 
mutant (nin-1), we showed that PB1 domain is not necessary for the formation 
of wildtype-like nodules in Medicago A17 (Fig. 4). The importance of the PB1 
domain is underlined by being conserved in NLP family, including NIN. The 
PB1 domain has been shown to be essential for the formation of homo- and 
hetero-dimers of Arabidopsis NLP6 and NLP7 (Guan et al., 2017). In addition, 
Medicago NLP1 is required for suppression of nodulation by nitrate, and this 
suppression most likely involves a physical interaction of NIN and NLP1 by their 
PB1 domains (Lin et al., 2018a). Therefore, the PB1 domain of NIN may be 
involved in regulating its activity in response to for example exogenous nitrate, 
whereas it is not essential for intrinsic nodule development.
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nin-13/16 nodule phenotype most likely is caused by reduced NIN mRNA levels 
in the cytoplasm. In situ hybridization showed that a substantial part of NIN 
RNA accumulated in nin-13/16 nuclei. Further, by introducing truncated NIN 
into nin-16, symbiosome development was restored, and the defence and early 
senescence phenotype was markedly reduced. This confirmed that the mutants 
nodule phenotype is caused by reduced NIN mRNA level, but not the absence 
of the PB1 domain of NIN. The NIN RNA transcribed from the nin-16 allele was 
altered by the Tnt1 insertion. Therefore, it might be that this improper nature of the 
NIN transcripts caused (partial) retainment of it in nuclei. The nuclear retention 
of transcripts might also occur in other mutants with Tnt1 insertion. Although the 
qPCR data showed that NIN-Tnt1 chimeric sequences were present, it did not 
prove that full length NIN-Tnt1 chimeric sequences were formed, as promoter 
and terminator regions exist in the identical 5’ and 3’ long terminal repeats (LTR) 
of Tnt1 (Grandbastien et al., 1989; Grandbastien, 2015). It has been shown 
that some LTR regulatory regions can induce trancritiption in opposite direction 
(Grandbastien et al., 1989; Grandbastien, 2015). This could explain the reads 
mapped to promoter region of NIN in nin-16 as readout transcript of LTR. 

In Pislariu et al., (2012), more mutants with a Tnt1 insertion in NIN were described. 
However, except nin-13 (NF0440) they all showed Nod- phenotype, including 
two mutants (NF0825 and NF2700) which have Tnt1 insertion at a position that 
is downstream of that in nin-13/16. However, it cannot yet be concluded that 
the truncated NIN proteins which are sligtly longer than in nin-13 and nin-16 are 
not functional. In both nin-13 and nin-16, NIN mRNA is retained in the nucleus. 
It seems probable that the Tnt1 insertions in NF0825 and NF2700 also cause 
such NIN mRNA retention. In case it is stronger than in nin-13/16, this could 
explain the Nod- phenotype of these mutants. It is also possible that other Tnt1 
insertions in these mutants caused Nod- phenotype, as it has not been studied 
yet whether the nodule phenotype co-segregates with Tnt1 insertion in NIN. 

Several NLPs are located in the cytoplasm under low nitrate condition and are 
translocated to the nucleus under high nitrate condition (Marchive et al., 2013; 
Cao et al., 2017; Lin et al., 2018a). Here we showed that NIN is located in nuclei 
in all nodule cells where it is expressed. For the nitrate-triggered translocation 
to nuclei Ser205 of AtNLP7 becomes phosphorylated. This serine is conserved 
in the several NLPs, but is lacking in NIN (Liu et al., 2017). So NIN might have 
lost the information required for retention in the cytoplasm.
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In Medicago, NIN is expressed in the infection zone and meristem. This is 
consistent with a previous study on pea (Pisum sativum) (Borisov et al., 2003). 
Both NIN mRNA and NIN protein had reached their highest level in the proximal 
part of infection zone in Medicago nodules, and this suddenly dropped at the 
transition to fixation zone. However, it is not clear whether in pea the decrease 
of NIN expression also occurs at the switch to interzone/distal fixation zone or 
somewhat later (Borisov et al., 2003). The sudden change of the NIN levels 
at transition from infection to fixation zone coincides with several other rapid 
changes like the accumulation of starch, the induction of bacterial nif genes and 
the radial alignment of the symbiosomes (Gavrin et al., 2014). Rapid changes 
in protein/mRNA activity/level often involve negative and positive feedback 
mechanisms. For example, in the Arabidopsis stem cell niche an asymmetric cell 
division initiates the formation of root endodermis and cortex. This involves the 
SHORT ROOT (SHR) /SCARECROW (SCR) complex. This complex induces 
the expression of cyclinD6,1 that inactivates RETINOBLASTOMA-RELATED, 
the repressor of SCR activity. By this positive feedback loop SHR-SCR complex 
activity increases and triggers asymmetric division. It is followed by a negative 
feedback involving degradation of the SHR-SCR complex (Cruz-Ramírez et al., 
2012). So, the accumulation of NIN to a high level which is followed by a sudden 
drop is consistent with a role in a molecular switch. Whether and how NIN is 
involved in a molecular circuit controlling the switch from infection to fixation 
zone remains to be studied. 

In the previous studies on nin-13/16 (Veerappan et al., 2016; Pislariu et al., 
2012), the accumulation of phenolic compounds was not described. The 
level of accumulation of phenolic compounds in these two mutants seems 
lower in comparison with some other mutants (Wang et al., 2016; Domonkos 
et al., 2017; Bourcy et al., 2013; Berrabah et al., 2014b), therefore, it might 
have been overlooked in previous studies. Further, it has been shown that in 
some mutants, for example dnf2 (Berrabah et al., 2014a), the accumulation 
of phenolic compounds is conditional. Therefore, it can not be excluded that 
less phenolic compounds had accumulated in nin-13/16 nodules due to different 
growth conditions. nin-13 previously has been reported as Nod- at 21 days post 
inoculation with rhizobia (Pislariu et al., 2012). The reason for this difference is 
not clear, as in all our experiments the nodule number formed on the mutant is 
similar to that of the wild-type (R108). 

Although nin-13/16 has been reported before, the phenotypic characterization 
was not detailed (Veerappan et al., 2016; Pislariu et al., 2012). Here we analysed 
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nin-13/16 nodule phenotype explicitely. Both mutant nodules make an infection 
zone that at the cytological level is rather normal. Rhizobia are released from 
infection threads, they multiply and the symbiosomes start to elongate, reaching 
the size that is obtained in the proximal part of the infection zone in WT nodules. 
In contrast, processes that occur at the transition to fixation zone do not take 
place. For example, nif genes are not induced, symbiosomes do not further 
elongate and amyloplasts do not accumulate at the periphery of the infected 
cells. This phenotype is in part consistent with the transcriptome data. Genes 
that are especially expressed in the fixation zone are down regulated (except 
genes related to senescence and defence response). In contrast, expression 
levels of genes especially active in the distal infection zone are in most cases 
not affected, except defence-related genes which are upregulated. It is not 
known where they are upregulated in nin-16 nodules. Further, the expression 
level of many genes that are especially expressed in the proximal part of the 
infection zone is already affected, the genes related to symbiotic functions are 
down regulated. 

Symbiosome development gets arrested in nin-13/16 nodules and defence 
and early senescence are induced. The defence suppressing genes SymCRK 
and NAD1 are markedly down regulated in nin-16 nodules. Loss of function 
mutations in these genes cause a similar symbiosome phenotype as nin-16 
(Berrabah et al., 2014b; Wang et al., 2016; Domonkos et al., 2017). Therefore, 
it is possible that symbiosome development was blocked due to the defence/
senescence-related responses that were not sufficiently suppressed. In addition, 
other studies have shown that arrest of symbiosome development does not 
induce defence responses (Berrabah et al., 2015) So, defence is more likely a 
cause than a result of blocking symbiosome development. 

Laser capture transcriptome data suggested that NF-YA1 is highly expressed 
in the nodule meristem and distal part of infection zone (Roux et al., 2014), Our 
in situ hybridisation showed that NF-YA1 is not expressed in the distal part of 
meristem, but it is expressed at a high level in the proximal part of meristem and 
distal part of infection zone, where NIN is only present at a very low level. This 
supports that NF-YA1 expressioin can be regulated not only by NIN but also 
other transcription factor(s). 

SymCRK might also be a direct target of NIN as indicated by chromatin 
immunoprecipitation sequencing (ChIP-seq) analyses on Lotus roots ectopically 
expressing NIN (Soyano et al., 2014; Liu et al., 2019a). In the infection zone NIN 
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is expressed at a rather high level, so it could control SymCRK expression. In 
case NIN also directly controls SymCRK expression in the fixation zone, then 
a very low level of NIN might still be sufficient, considering that a low level of 
NIN is sufficient to induce a high level of NF-YA1 expression. Alternatively, it 
has been shown that members of the NLP family can also bind to the promoter 
of NIN target gene CLE-RS2 (Nishida et al., 2018). Moreover, NLPs are highly 
expressed in Medicago nodules, especially MtNLP1/2/3 (Lin et al., 2018a). 
Therefore, it is possible that they take over the function of NIN to maintain 
expression of this defence suppression gene in the fixation zone.

So, in addition to its function in nodule organogenesis and infection, NIN has 
a major function in establishing a functional symbiosis in Medicago nodules. It 
will be interesting to see whether this function is shared with other legumes or 
even actinorhizal plants. Such studies in an evolutionary context can provide 
first insight when this additional function of NIN evolved or whether it is related 
to a function of the ancester of NIN that was recruited when nodulation evolved. 
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Mtr.28094.1.S1.st) based on M. truncatula Gene Atlas in various tissues. 
Mt NIN is specifically expressed in nodules.
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Fig. S2. Live/dead staining shows prematurely death of rhizobia in Medicago 
nin-16 nodules. 
Sections of two weeks post inoculation (wpi) nodules, imaged by a confocal 
microscope after live/dead staining assay. Green (SYTO 9) and red (propidium 
iodide) stain alive and dead bacteria respectively. Compare with wildtype (a, b), the 
early death of the bacteria in the nin-16 nodule was detected (c, d). Bars: (a, c) 250 
µm and (b, d) 50 µm.
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Fig. S3. Medicago nin-13 mutant nodules show the same phenotype as nin-16. 

Like nin-16, nin-13 formed white nodules at two wpi (a). Inoculation with rhizobial 
carrying nifH:GFP showed that nifH was not induced in nin-13 nodules (e). Sections 
of these nodules showed that meristem was formed (b), rhizobia were released and 
divided (c), but bacteria differentiation were arrested, and premature senescence 
was induced (d). The bacteria death was confirmed by live/dead staining (f, g). Green 
(SYTO 9) and red (propidium iodide) stain alive and dead bacteria respectively. 
Potassium permanganate/methylene blue staining shows accumulation of phenolic 
compound in nin-13 nodules (h). Bars: (a) 2 mm; (b) 300 µm; (c, d, g) 30 µm; (e, f) 
250 µm and (h) 500 µm.
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Fig. S4. F1 plants obtained by crossing Medicago nin-13 and nin-16 showed 
the same nodule phenotype as the parental plants. 
Transmitted light macroscopy images of root nodules formed F1 plants obtained 
by crossing nin-13 and nin-16 (a). Semi-thin sections of these nodules stained with 
toluidine blue display the same nodule phenotype as the nin-13 and nin-16 (b). 
Bars: (a) 2 mm and (b) 300 µm.

Fig. S5. NF-YA1 expression pattern in Medicago nin-16 nodule. 
RNA in situ localization of NF-YA1 in nin-16 nodule at two wpi. Hybridization signals 
are visible as red dots. Scale bar: 200 µm.
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Fig. S6. Tnt1 was transcribed in Medicago nin-13 and nin-16 mutant nodules.
Quantitative real-time (qRT-PCR) using different primer sets targeting NIN, upstream 
junction of NIN and Tnt1 (NIN-Tnt1), within Tnt1 insertion (Tnt1) and downstream 
junction of Tnt1 and NIN (Tnt1-NIN) show that Tnt1 was transcribed in nin-13 (a) 
and nin-16 (b) nodules. Data are means ± SD of three biological replicates.
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Continued on next page   

Fig. S7. NIN RNA transcribed from the Medicago nin-16 allele was altered by 
Tnt1 insertion.
(a) Mapping of the reads at the NIN locus in R108 (above) and nin-16 (below). Arrow 
heads indicate the reads that mapped in NIN intron regions and arrow indicates the 
much longer 5’ UTR in nin-16. (b) Quantification of average read coverage for each 
exon/intron region of NIN in nin-16 and R108. The read coverage was determined 
with mosdepht (version 0.3.0) using default settings (Pedersen and Quinlan, 
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Continued

2018). Data are means ± SD. (c) Non-spliced intron rate of NIN RNA in nin-16 and 
R108. Non-spliced intron rate was calculated by intron reads coverage divided by 
the average exon reads coverage. Calculation of average read coverage in exon 
regions were based on the exons 2, 3 and 4. This is because nin-16 contains a 
Tnt1 insertion in exon 5 which leads to low read coverage, and exon 1 is in the 
non-coding region and there the read coverage is much lower than in the coding 
region. The average read coverage in exons of R108 and nin-16 were similar, in 
R108 it is 697.23 and in nin-16 it is 671.39. Theoretically it is possible that only 
one or all introns are aberrantly spliced. Therefore, we can only indicate a range 
within which the transcripts are wrongly spliced. The frequency of aberrantly spliced 
NIN transcripts in nin-16 is between 30.24% (all introns are aberrantly spliced) 
and 64.80% (a single intron is aberrantly spliced). This is markedly higher than the 
frequency in R108 which is between 1.39% and 4.37%.

Fig. S8. Complementation of Medicago nin-16 nodule phenotype with ProNIN3C-

5kb:NINΔPB1 and ProNIN3C-5kb:NIN.

 Overview (a, c, e) and close-up (b, d, f) images of semi-thin longitudinal sections 
of nodules formed on nin-16 roots transformed with ProNIN3C-5kb:NINΔPB1 (a, b), 
ProNIN3C-5kb:NIN (c, d) and empty vector (e, f). Fully elongated symbiosomes were 
observed in five out of 30 sectioned nodules formed on nin-16 roots transformed with 
ProNIN3C-5kb:NINΔPB1 and five out of 60 nodules formed on nin-16 roots transformed 
with ProNIN3C-5kb:NIN, but not in nodules formed on the roots transformed with empty 
vector (n=55). In addition, the defence-related phenotype was markedly reduced in 
the complemented nodules. Bars: (a, c, e) 300 µm and (b, d, f) 30 µm.
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Table S1. Primers used in this study.

Name Sequence (5′→3′)

qPCR-NIN-F TACTTTGCCGGAAGCCTAAA

qPCR-NIN-R ATCTGTATGGCACCCTCTGC

qPCR-NIN-Tnt1-F GAGTTGATCATGCCTTCATGC

qPCR-NIN-Tnt1-R GGTTGGCTACCAAACCAAAG

qPCR-Tnt1-F GCGTTTGAAATCCCAGAGAG

qPCR-Tnt1-R AACCGAACACCTTCAGATGC

qPCR-Tnt1-NIN-F TCAGAAGGGTTTTCCACGTAA

qPCR-Tnt1-NIN-R CCACAGTTGGTCTTGGAGGT

qPCR-ACTIN2-F TGGCATCACTCAGTACCTTTCAACAG

qPCR-ACTIN2-R ACCCAAAGCATCAAATAATAAGTCAACC

Genotyping-NIN-F TGCTAATGGTGGTGATGGTAAT 

Genotyping-NIN-R GGTTAAATCGCCTTGCAATCTC

Genotyping-Tnt1-R TGTAGCACCGAGATACGGTAATTAACAAGA

NINΔPB1-F CACCATGGAATATGGTGGTGGGTT

NINΔPB1-R GTAGTCCTGGATATTAATATTAGATGCA 

NINΔPB1-35Ster-BP-F GGGGACAGCTTTCTTGTACAAAGTGGAAATGGAATATGGTGGTGG-
GTTAGTG 

NINΔPB1-35Ster-BP-R GGGGACAACTTTGTATAATAAAGTTGCTCACTGGATTTTGGTTTTAG-
GAATTA 

NIN-CDs-F CACCATGGAATATGGTGGTGGGTTAGTGG 

NIN-CDs-R GCTAGGAGGATGGACTGCTGCTGCT 

NINGFP-35Ster-BP-F GGGGACAGCTTTCTTGTACAAAGTGGAAATGGAATATGGTGGTGG-
GTTAGTG 

NINGFP-35Ster-BP-R GGGGACAACTTTGTATAATAAAGTTGCTCACTGGATTTTGGTTTTAG-
GAATTA 

GFPNIN-35Ster-BP-F GGGGACAGCTTTCTTGTACAAAGTGGAAATGGTGAGCAAGGGC-
GAGGA 

GFPNIN-35Ster-BP-R GGGGACAACTTTGTATAATAAAGTTGCTCACTGGATTTTGGTTTTAG-
GAATTA 

Sequences designated in boldface are added to primers for TOPO cloning or BP recombination
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CHAPTER 5
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Abstract

The key transcription factor NIN is essential for nodule formation in all studied 
species that belong to a single phylogenetic group, referred to as the nitrogen 
fixing clade (NFC). NIN arose by duplication from the NIN-like proteins (NLPs) 
and this occurred before nodulation evolved. Therefore, several plant species 
outside the NFC have NIN orthologous. A Comparison of NIN with NIN 
orthologous outside the NFC, led to the conclusion that essential adaption in its 
promoter occurred when NIN was recruited in nodulation. However, it is unclear 
whether changes at the protein level were also required for NIN recruitment 
in the nodulation process. Here, we showed that NIN is neither functionally 
equivalent with its orthologues outside the NFC nor with its paralogues. The 
main reason for this could be that most NLPs are nuclear localized only when 
high nitrate is sensed, whereas NIN is constitutively nuclear localized. Further, 
we identified a few amino acid differences between NIN and its orthologues 
outside the NFC. These changes are important for the function of NIN in nodule 
formation. They probably were introduced in NIN when it was recruited in the 
nodulation process and might contribute to its constitutive nuclear localization. 

Introduction

Root nodule symbiosis exclusively occurs in plant species belonging to the 
nitrogen fixation clade (NFC). This NFC contains four orders: Fabales, Rosales, 
Cucurbitales and Fagales (Soltis et al., 1995). Legumes (order Fabales) and 
species of the non-legume genus Parasponia (order Rosales) form nodules with 
Gram-negative bacteria, collectively named rhizobium (Peter et al., 1996). The 
other nodulating plant species which form nodules with gram positive Frankia 
bacteria, are named actinorhizal plants (Santi et al., 2013). The majority of 
the legume species can form nodules, whereas nodulation is more rare in the 
three orders to which actinorhizal plants belong. Recently, both phylogenetic 
and histological studies indicated that a common ancestor of the NFC gained 
the nodulation ability, but later, many species lost it (Van Velzen et al., 2018; 
Griesmann et al., 2018; Shen et al., 2020). 

The transcription factor NIN (NODULE INCEPTION) is indispensable for nodule 
development. This has been shown in different species of the NFC, including 
several legumes (Schauser et al., 1999; Marsh et al., 2007; Borisov et al., 2003; 
Wang et al., 2019), Parasponia (Bu et al., 2020) and the actinorhizal species 
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Casuarina glauca (Casuarina) (Fagalas) (Clavijo et al., 2015). Interestingly, 
phylogenomic analysis showed that all species capable of forming nodules 
contain NIN, while species that lost the nodulation ability in general lost NIN or 
became a pseudogene (Griesmann et al., 2018). These data strongly suggest 
that when the common ancestor gained the nodulation ability, it recruited NIN 
for this process. Some species outside the NFC have NIN orthologue(s) (Liu 
and Bisseling, 2020). This indicates that NIN had a non-symbiotic function 
before symbiotic nodulation has been evolved. In contemporary species, NIN 
is specifically expressed during nodulation and knock out mutants do not have 
a non-symbiotic phenotype (Schauser et al., 1999; Marsh et al., 2007; Borisov 
et al., 2003; Wang et al., 2019; Bu et al., 2020; Clavijo et al., 2015). So, after 
recruitment into the nodulation process, NIN most likely lost its function in non-
symbiotic organs. The function of NIN orthologues in species outside the NFC 
is not yet known. Therefore, it is unclear whether the nodule specific expression 
is the only adaptation or changes at the protein level were also required for NIN 
recruitment in the nodulation process. Here, we focus on this question.

NIN was first identified in Lotus japonicus (Lotus) and it is the founding member 
of the NIN-like protein (NLP) gene family (Schauser et al., 2005, 1999). 
Phylogenetic analyses divided NIN and NLPs into three orthogroups (Mu and 
Luo, 2019a; Schauser et al., 2005; Liu and Bisseling, 2020). Group 1 contains 
the NIN subgroup and the NLPs that are orthologous to NIN. This group most 
likely was generated by a duplication which occurred after the separation of 
monocots and dicots, but before the NFC evolved. Therefore, species outside 
the NFC can also contain NIN orthologue(s), such as Arabidopsis NLP1/2/3 
(Liu and Bisseling, 2020). NIN and NLPs share two conserved domains, the 
RWP-RK DNA binding domain and the PB1 protein-protein interaction domain 
(Schauser et al., 2005). Both are located close to the C-terminus of the protein. 
Notably, the N-terminal region is not conserved between legume NINs and 
NLPs (including NIN orthologues) (Chardin et al., 2014; Suzuki et al., 2013b). 
However, these analyses did not include Parasponia and actinorhizal plants. 
Therefore, it is not clear when the change occurred and whether it was essential 
for the recruitment of NIN in the nodulation process. 

Studies on the model legumes Medicago truncatula (Medicago) and Lotus 
showed that NIN controls all the main nodule developmental steps. This 
includes infection thread formation, nodule organogenesis, autoregulation of 
nodule number, release of rhizobia from infection threads (J. Liu unpublished), 
development of symbiosomes and suppression of both defence and premature 
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senescence (Marsh et al., 2007; Schauser et al., 1999; Soyano et al., 2014; 
Liu et al., 2021). The function of NLPs that are orthologues to NIN, have not 
been studied. In contrast, some NLPs that are not orthologues to NIN have 
been intensively studied. These studies showed that they play a central role 
in regulating nitrate-induced responses during plant development (reviewed in 
Mu and Luo, 2019b). Interestingly, although NIN and NLPs regulate different 
processes, they both can bind to the nitrate-responsive cis-element (NRE) and 
have shared some target genes (Liu and Bisseling, 2020; Nishida et al., 2018). A 
recent study comparing the direct targets and binding sites of Lotus LjNLP4 and 
LjNIN revealed that they bind both identical and distinct cis-elements (Nishida 
et al., 2021). These indicating that changes in their DNA binding properties 
evolved. However, when these changes evolved is unclear.

One major difference between NIN and most of the studied non-orthologues 
NLPs is their subcellular localization. A recent study on Medicago showed that 
NIN is nuclear localized in nodules in all cells where it is expressed, suggesting 
that NIN cannot be retained in the cytoplasm (Liu et al., 2021). In contrast, 
most NLPs are localized in the cytoplasm under low nitrate condition and are 
translocated to the nucleus when high nitrate is sensed (Marchive et al., 2013; 
Guan et al., 2017; Lin et al., 2018a; Cao et al., 2017; Nishida et al., 2018). It 
has been reported that AtNLP7 translocation is mediated by phosphorylation of 
serine at position 205 (S205) (Liu et al., 2017). For convenience, we will refer 
to this serine in NLPs of different species as S205. This S205 is conserved in 
NLPs, including the NIN orthologues, but it is not present in Lotus NIN (Liu et al., 
2017). It is not known when this serine was lost, and whether it was an essential 
change for NIN recruitment in the nodulation process. 

Here, we show that NIN and NLPs, including NIN orthologues, are not 
functionally equivalent and loss of S205 is not a key change for NIN to function 
in nodulation. Further, we identified five amino acid differences between NIN 
and NLPs which probably were introduced in NIN when it was recruited in the 
nodulation process and one amino acid change occurred later. One or more of 
these changes are important for nodulation.
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Figure 1. Number of nodule formed on nin-1 knockout mutant roots transformed 
with NIN or NLPs or their modified version (as indicated). 
Nodule number per root (n>12) was determined at 3 wpi. Data are means ± SD. * 
indicate significant mean difference compared with MtNIN (p<0.05). The deleted 
and replaced region in MtNLP1 and MtNIN to create MtNLP1del and MtNLP1rep , are 
indicated by black rectangles in Fig. 3.

Results

NIN and NLPs are not functionally equivalent

Studies on NIN and NLPs have shown that they bind to similar cis-regulatory 
elements. Therefore, NIN and NLPs might be functionally equivalent when 
expressed at the same location. To test this, we used the coding region of 
MtNLP1, the closest Medicago homologue of MtNIN, driven by the Medicago 
NIN promoter. This construct was introduced into the Medicago nin-1 knockout 
mutant by hairy root transformation. At three weeks post inoculation (3wpi), 
neither nodules, nor infection threads were observed (Figure 1). This showed 
that MtNIN and MtNLP1 are not functionally equivalent. 

As NIN orthologues exist in non-nodulating plants such as Arabidopsis, we 
further studied whether the NIN orthologue AtNLP1, which is phylogenetically 
closer to MtNIN, is functionally equivalent to MtNIN. We introduced AtNLP1 
driven by the MtNIN promoter into Medicago nin-1. However, neither nodules 
nor infection threads were formed at 3wpi (Figure 1). So, a functional divergence 
also had occurred between MtNIN and one of the Arabidopsis NIN orthologues.
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The disability of AtNLP1/MtNLP1 to complement Medicago nin-1 might 
be caused by cytoplasmic retention

Previous studies on NLPs have shown that most of the NLPs are located in the 
cytoplasm under low nitrate condition, and they are translocated to the nucleus 
when sensing high levels of nitrate (Marchive et al., 2013; Guan et al., 2017; Lin 
et al., 2018a; Cao et al., 2017; Nishida et al., 2018). In contrast, in Medicago 
NIN is located in nuclei (Liu et al., 2021). This could mean that expression of 
the AtNLP1/MtNLP1 was induced, but the encoded proteins were retained 
in the cytoplasm. This could explain why they cannot complement the nin-1 
mutant. Previously, it has been shown that MtNLP1 indeed can shuttle between 
cytoplasm and nucleus (Lin et al., 2018a), while AtNLP1 subcellular localization 
has not been studied. 

To study the subcellular localization of AtNLP1, we introduced the coding 
region of AtNLP1 fused to that of GFP (Pro35S::GFP-AtNLP1) into tobacco 
(Nicotiana benthamiana) leaves. The Pro35S::GFP-AtNLP1 transgenic cells 
showed a lower GFP signal in the nucleus than in the cytoplasm (Figure 2A). In 
comparison, cells transformed with MtNIN-GFP (ProUbi::MtNIN-GFP) showed 
a higher GFP signal in the nucleus than in the cytoplasm (Figure 2B). This 
indicated that one of the major changes required for recruitment of NIN in the 
nodulation process is the loss of the ability to be retained in the cytoplasm and 
to be (constitutively) nuclear localized. 

Studies on AtNLP7 gave some insight in the mechanism controlling translocation 
from cytoplasm to nucleus. Upon nitrate sensing, serine 205 (S205) of AtNLP7 
becomes phosphorylated, after which this protein is translocated from the 
cytoplasm to nucleus (Liu et al., 2017). This serine is conserved in NLPs, but 
does not occur in Lotus NIN (Liu et al., 2017). Previous studies have shown 
that in comparison with NLPs, Medicago and Lotus NIN have a deletion in their 
N-terminal region (Liu et al., 2017; Chardin et al., 2014; Suzuki et al., 2013b). 
Interestingly, S205 is located in this deleted region (Figure 3). This could be the 
reason why MtNIN is constitutively targeted to the nucleus. So, phosphorylation 
of S205 of MtNLP1 and AtNLP1 probably essential for their translocation to the 
nucleus. This might not have occurred at the start of the nodulation process as 
nodulation requires a low nitrate level. This could be the reason why MtNLP1 
and AtNLP1 failed to complemented nin-1. 
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To test this, we made a point mutation in AtNLP1 to modify the serine (S) 
codon into an aspartate (D) codon, to mimic the phosphorylated serine. The 
modified AtNLP1S-D was introduced into nin-1 by hairy root transformation. 
However, neither nodules nor infection threads were formed at 3wpi (Figure 1). 
Further, we deleted the N terminal region, which is specific for NLPs, in MtNLP1 
(MtNLP1del) or replaced that region by the corresponding N terminal region of 
MtNIN (MtNLP1rep). The regions that were deleted or replaced are indicated in 
Figure 3. However, none of these modified MtNLP1s were able to complement 
nin-1 (Figure 1). This showed that the loss of S205 and surrounding region is 
not sufficient to create a NIN that can drive the nodulation process. 

Did loss of S205 occurred when nodulation evolved?

To understand the importance of the loss of S205 and its surrounding region 
for recruitment of NIN in nodulation, we compared NIN protein sequences from 
species within NFC with NIN orthologues from species outside the NFC and 
some other NLPs (Figure 3). Consistent with previous studies, the S205 and 
its surrounding region is conserved in all NLPs, including the NIN orthologues 
(Figure 3). In contrast, legume NINs lost the S205 and its surrounding region. 
In actinorhizal species Alnus glutinosa (Alnus) and Datisca glomerata (Datisca) 
S205 was mutated into a cysteine and leucine, respectively, but they still contain 
the surrounding region. Surprisingly, Parasponia and actinorhizal species 
Casuarina, Dryas drummondii (Dryas), and Discaria trinervis (Discaria) did not 
lose the S205 and surrounding region. Parasponia NIN (PanNIN) and Casuarina 
NIN (CgNIN) have been shown to be essential for nodulation. This strongly 
suggests that the loss of S205 and its surrounding region did not occur when 
NIN was recruited in the nodulation process. 

Figure 2. Confocal images of Pro35S::GFP-AtNLP1 (A), ProUbi::MtNIN-GFP 
(B) and ProUbi::NINm6-GFP (C) expressed in Nicotiana benthamiana leaves.
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Amino acid changes in NIN correlate with the recruitment of NIN in 
nodulation

To identify amino acid changes that potentially occurred when NIN was recruited 
in the nodulation process, we aligned the NIN and NLP protein sequences 
and manually searched for the conserved amino acid changes that most likely 
occurred when nodulation evolved in the common ancestor of the NFC (Figure 
4). We found five positions (position 1, 3-6) that meet this criterion (Figure 4). 
There is one change present in the Fabales (legumes) and Fagales (Alnus and 
Casuarina) NINs, but it occurred later as Cucurbitales (Datisca) and Rosales 
(Dryas, Discaria and Parasponia) NINs maintained the same amino acids as 
the NIN orthologues outside the NFC (Figure 4, position 2). However, these 
changes might explain the functional inequivalence of AtNLP1/MtNLP1 and 
MtNIN. Therefore, we included it in our functional analysis (Figure 4, position 2).

To test whether the identified six amino acid changes are essential for the function 
of NIN, we mutated these amino acids in MtNIN to the corresponding amino 
acids in AtNLP1. This mutated MtNINm6, driven by the MtNIN promoter, was 
introduced in roots of Medicago nin-1. In comparison to the roots transformed 
with MtNIN, nodule number was markedly reduced in the roots transformed with 
MtNINm6 at 3 wpi, demonstrating that MtNINm6 can only partially complement 
nin-1 (Figure 1). It implies that one or more amino acid changes within these six 
positions are important for nodule formation. 

Mutations in the six identified amino acid changes do not affect the 
nuclear localization of MtNIN

Among the identified six amino acid changes, the one at the fourth position is 
particularly of interest for the potential in affecting nuclear localization of NIN. 
At this position two non-conserved amino acids were changed to RR/KR. The 
RR/KR is located in the vicinity of the previously identified monopartite (SV20-
type) nuclear localization signal (NLS) (Schauser et al., 1999). This change 
resulted in the formation of a classical bipartite NLS which has been defined 
as (K/R)(K/R)X10–12(K/R)3/5 (Robbins et al., 1991; Dingwall C and Laskey RA, 
1991; Kosugi et al., 2009). In species such as Medicago and Lotus, the linker 
region (X) consists ten to twelve amino acids. Thus, the amino acid change at 
position 4 could lead to a stronger binding by the importin α, which mediates the 
nuclear import of proteins together with importin β (Weis, 2003; Pemberton and 
Paschal, 2005) Therefore, this amino acid change might promote constitutive 
nuclear localization of NIN.
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Figure 4. Illustration of the six amino acid changes. 
Position 1 and 3-6 are putatively related to the recruitment of NIN into the nodulation 
process. Change at position 2 occurred later. Red colored or red shaded amino acid 
are specific for NIN (in NFC). Purple shade background marked NIN paralogues, 
yellow shade background marked NIN orthologues in species outside the NFC, 
green shade background marked actinorhizal plants and Parasponia NIN, pink 
shade background marked legume NIN. Oryza sativa (Os), Solanum lycopersicum 
(Solyc), Arabidopsis thaliana (At), Manihot esculenta (Manes), Alnus glutinosa 
(Alngl), Casuarina glauca (Casgl/Cg), Datisca glomerata (Datgl), Dryas drummondii 
(Drydr), Discaria trinervis (Distr), Parasponia andersonii (Pan), Chamaecrista 
fasciculata (Chafa), Glycine max (Glyma), Medicago truncatula (Mt) and Lotus 
japonicus (Lj).

To check whether the identified six amino acid changes affect the subcellular 
localization of NIN, we introduced MtNINm6 -GFP into tobacco leaves. This 
showed that MtNINm6 -GFP is localized in the nucleus at a higher level than in 
the cytoplasm, similar to MtNIN-GFP (Figure 2C). We also introduced MtNINm6 

-GFP or MtNIN-GFP, driven by the Medicago NIN promoter, into nin weak 
allele daphne-like by hairy root transformation. In the nodules formed on the 
transgenic roots, we observed a strong GFP signal in the nucleus, whereas 
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it was hardly detectable in the cytoplasm (Figure 5B). This is similar to the 
subcellular localization of MtNIN-GFP in nodules (Figure 5A). These results 
showed that mutations in these six positions do not significantly affect the 
subcellular localization of NIN. 

Discussion

Here we showed that Medicago NIN is not functionally equivalent with its 
orthologue AtNLP1 and paralogue MtNLP1. To determine the potential cause, 
amino acid changes in NIN that might correlate with recruitment of NIN were 
identified. One or more of these changes are essential for the function of NIN in 
nodulation. However, mutation in the identified amino acid do not significantly 
affect the nuclear localization of Medicago NIN. 

Most of the studied NLPs including MtNLP1 are located in the cytoplasm under 
low nitrate condition and they shuttle to the nucleus only when high nitrate level 
is sensed (Marchive et al., 2013; Guan et al., 2017; Lin et al., 2018a; Cao et 
al., 2017; Nishida et al., 2018). Here we showed that AtNLP1 is also localized 
in the cytoplasm in tobacco leaf epidermal cells. In contrast, MtNIN is nuclear 
localized in both Medicago root nodule cells and tobacco leaf epidermal cells. 
Therefore, one major adaption of NIN upon recruitment in nodulation is to 
become constitutively nuclear localized. 

A study in rice gave an indication how NLPs are maintained in the cytoplasm 
(Hu et al., 2019). The nitrate-induced translocation of OsNLP3 (orthologue of 

Figure 5. Subcellular localizations of MtNIN-GFP (A) and MtNINm6-GFP (B) 
in nodules formed on daphne-like roots transformed with corresponding 
constructs.
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AtNLP7) from cytoplasm to nuclei is hindered by co-expression of OsSPX4 in 
rice protoplasts. Moreover, OsSPX4 interacts with OsNLP3 and nitrate promotes 
the ubiquitination and subsequent degradation of OsSPX4. This suggests that 
nitrate promotes the release of OsNLP3 from OsSPX4. 

Based on these studies it can be hypothesized that the youngest common 
ancestor of NIN was most likely a transcription factor that was maintained in the 
cytoplasm by interaction with another protein. When an environmental factor, 
most likely nitrate, was sensed, S205 became phosphorylated and the binding 
protein could no longer bind and was degraded. Subsequently, the ancestral 
NIN was translocated to the nucleus. 

One of the possible way to create a constitutively nuclear localized NIN is the 
“loss” of the binding protein that retains it in the cytoplasm. In Medicago and 
Parasponia, none of the SPX family genes showed a strong induction, like NIN, 
in nodules compared to roots (Roux et al., 2014; Van Velzen et al., 2018). 

A major adaption in NIN promoter when it was recruited in nodulation is the 
gain of a CYCLOPS binding site (Liu and Bisseling, 2020). This enables NIN 
induction upon perception of lipo-chito-oligosaccharides (Nod factors) secreted 
by the microsymbiont (Singh et al., 2014). However, currently no known SPX 
genes that are also induced by Nod factor signaling. This might have caused a 
constitutive nuclear localization of NIN. 

We showed that most likely at the start of nodulation NIN obtained five amino 
acid changes of which one could have created an extra NLS (position 4). 
However, when we mutated the amino acid change by which a putative NLS 
was formed, MtNIN maintained its constitutive nuclear localization. We postulate 
that this might be due to loss of sequences (in legume NINs) that are required 
for cytoplasmic retention. Actinorhizal plants and Parasponia still have S205 
and its surrounding region showing that its presence do not block the function 
of NIN in nodulation. It would be interesting to see whether these NINs still can 
be retained in the cytoplasm when the putative NLS (position 4) is mutated. It 
would also be interesting to study whether AtNLP1 provided with the extra NLS 
(position 4) becomes constitutively located in the nucleus.

Although most studied NLPs are translocated from cytoplasm to nucleus when 
high nitrate is sensed, there are some exceptions. For example, AtNLP8, 
OsNLP1 and LjNLP1 (Alfatih et al., 2020; Yan et al., 2016; Nishida et al., 2021). 
These three NLPs have been shown to be constitutively nuclear localized, 
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but still regulate gene transcription in response to nitrate level. This indicates 
that activation of these NLPs by nitrate signalling occurs, although they are 
constitutively nuclear localized. There are no indications that this is also the 
case for the NLPs that are shuttling between cytoplasm and nucleus. 

Transcriptome data and binding studies both showed that NIN and NLPs have 
shared downstream targets such as CLE-RS2, NIGT1, LBD38 and NIR1 in 
Lotus (Nishida et al., 2018, 2021). However, they also regulate specific targets. 
For example, LjNF-YB and LjEPR3 are specifically regulated by LjNIN, but not 
by LjNLP4 (Nishida et al., 2021). These indicate that the binding specificity of 
NIN was also evolved. However, it is not known whether it is essential for NIN 
function in nodulation and when the change occurred. 

Although we could not prove that the five amino acid changes that were 
introduced upon recruitment, they most likely are important for the function 
of NIN in nodulation. Mutation back of these five changes and one additional 
change that occurred later in nodule evolution markedly reduced the nodule 
number formed on transgenic roots. It remains to be studied which amino acid 
change is important. At position 1, 2 and 6, the changes resulted in amino 
acids with similar characteristic. In contrast, the changes at position 3, 4 and 
5 resulted in amino acids with very different biochemical properties. Therefore, 
the changes at position 3, 4 and 5 are the promising candidates to be important 
for the recruitment of NIN in nodulation.

Material and Methods

Plant and bacterial material 

Medicago nin knockout mutant nin-1 (Marsh et al., 2007) and weak allele 
daphne-like (Liu et al., 2019b) were used in this study. Seed sterilization, 
germination and Agrobacterium msu440 mediated hairy root transformation 
was performed according to Limpens et al. (2004). Medicago plants were 
grown in perlite saturated with Färhaeus (Fä) medium (Catoira et al., 2000) 
containing low nitrate (0.25 mM Ca(NO3)2 at 21°C and 16h light/8h dark regime. 
After one week of growth, plants were inoculated with Sinorhizobium meliloti 
constitutively expressing green fluorescent protein (GFP) (OD600 = 0.1, 2 ml 
per plant). About five weeks old Nicotiana benthamiana plants were used for 
Agrobacterium tumefaciens-mediated transient expression.
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Constructs

NIN promoters (ProNIN3C-5kb and ProNINCE-5kb) and ProNIN3C-5kb:NIN construct 
were described in Liu et al. (2019). ProNIN3C-5kb:NIN-GFP construct has been 
described in Liu et al. (2021). The other constructs are either build by Golden 
Gate (Engler et al., 2014) or MultiSite Gateway (Thermo Fisher Scientific, 
Waltham, MA, USA) cloning system. The cloning system, constructs information 
and the primers used in cloning NIN/NLP or their modified versions are listed 
in Table S1. In both cloning systems, constructs were recombined into the 
modified binary vectors. These vectors contain kanamycin resistant gene and 
DsRed/mCherry fluorescent reporter gene driving by constitutive promoter for 
selection and identification of transgenic roots.

Agroinfiltration of Nicotiana benthamiana

Transient Agrobacterium-mediated transformation of Nicotiana benthamiana 
leaves was performed by co-infiltration of Agrobacterium tumefaciens strain C58 
containing GFP-tagged constructs and the silencing suppressor p19. Transgenic 
bacteria were grown in 10ml LB medium with appropriate antibiotics at 28°C 
overnight. The bacteria were collected by centrifugation and resuspended 
in MMAi medium (20 g/L sucrose, 5 g/L MS basal salts, 2 g/L MES, 200 μM 
acetosyringone, pH 5.6). The OD600 was measured on spectrophotometer and 
the suspensions were diluted to final OD600=1.0. The bacteria were incubated 
for 1 hour at room temperature. The bacterial suspensions with GFP-tagged 
constructs and P19 were mixed in a 1:1 ratio. The mixed suspensions were 
injected into the leaves of 5-week-old Nicotiana benthamiana plants. Two 
days post infiltration, the infiltrated area were analyzed by Leica SP8 confocal 
microscope. 

Alignment and phylogenetic analysis of NIN/NLP sequences

The alignment and phylogenetic analysis of NIN and NLP sequences in this 
study used Geneious v9.1.8 (https://www.geneious.com) (Kearse et al., 2012). 
Alignment was created by ClustalW (Thompson et al., 1994) with default 
parameter settings. Created alignment was used for tree building using FastTree 
2.1.5 (Price et al., 2010) with default parameter settings. Corresponding NIN/
NLP accession numbers and protein sequences are listed in the Supplementary 
data S1.
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Abstract

Legumes and actinorhizal plants are capable to form root nodules symbiosis 
with rhizobia and Frankia bacteria. All these nodulating species belong to the 
nitrogen fixation clade. Most likely nodulation evolved once in the last common 
ancestor of this clade. NIN (NODULE INCEPTION) is a transcription factor that 
is essential for nodulation in all studied species. Therefore, it seems probable 
that it was recruited at the start when nodulation evolved. NIN is the founding 
member of the NIN-like protein (NLP) family. It arose by duplication and this 
occurred before nodulation evolved. Therefore, several plant species outside 
the nitrogen fixation clade have NLP(s) that is orthologous to NIN. In this review 
we discuss how NIN has diverged from the ancestral NLP, what minimal changes 
would have been essential to become a key transcription controlling nodulation 
and which adaptations might have evolved later.

1. Introduction

Nitrogen fixing root nodule formation is a special property of some plant species. 
All these species belong to the nitrogen fixation clade (NFC), which is composed 
by four orders: Fabales, Rosales, Cucurbitales, and Fagales (Soltis et al., 1995). 
Nodulation occurs abundantly within the Fabales (legumes). Legumes establish 
the nodule symbiosis with Gram-negative bacteria belonging to different 
genera, that collectively are named rhizobium (Peter et al., 1996). In the other 
three orders nodulation is more rare. In general nodulation in these orders is 
induced by Gram-positive Frankia bacteria (Santi et al., 2013). The plants that 
form nodules with Frankia are named actinorhizal plants. The exception is the 
genus Parasponia (order Rosales) that forms nodules with rhizobia (Lancelle 
and Torrey, 1984). 

Nodule types and mode of infection within the NFC are diverse. Nevertheless, 
recent studies indicate that a common ancestor of the NFC gained the nodulation 
ability (Griesmann et al., 2018; Van Velzen et al., 2018; Shen et al., 2020). 
Later during evolution, many species within the NFC lost the nodulation ability. 
Interestingly, phylogenomic analyses revealed that the transcription factor NIN 
(NODULE INCEPTION) that is essential for nodulation became a pseudogene 
or was lost in most non-nodulating species of the NFC (Griesmann et al., 2018; 
Van Velzen et al., 2018). In this review, we will discuss the evolution of NIN and 
its related NIN-like proteins in relation to nodule symbiosis.
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Root nodule formation involves intracellular infection, nodule organogenesis; 
and a negative feedback mechanism that controls the number of nodules. 
Strikingly, the transcription factor NIN has been shown to play an indispensable 
role in all these processes (Schauser et al., 1999; Marsh et al., 2007; Batagov et 
al., 2003; Clavijo et al., 2015; Bu et al., 2020; Soyano et al., 2014). For infection, 
the most common and advanced way is when bacteria attach to the root hair 
tip and stimulate the root hair to curl (Oldroyd et al., 2011). In this way the 
bacteria are entrapped in an enclosed cavity. By deposition of new plant cell 
wall material and invagination and growth of plasma membrane, a tube like 
structure, the infection thread, is formed which guides bacteria into the plant 
(Brewin, 2004; Oldroyd et al., 2011). Alternatively, the bacteria can enter the 
roots without forming such infection threads. For example through intercellular 
infection or crack entry (González-Sama et al., 2004; Sprent, 2007). 

In several legumes the role of NIN in forming infection threads has been 
well studied. Loss of function of NIN leads to excessive root hair curling and 
infection thread formation is blocked (Marsh et al., 2007; Batagov et al., 2003; 
Schauser et al., 1999). Similarly, NIN also most likely plays a role in infection of 
the actinorhizal plant as it has been shown to be required for Frankia induced 
root hair deformation in Casuarina (Clavijo et al., 2015). This suggests that 
the role of NIN in infection thread formation is conserved in both legumes and 
actinorhizal plants. 

In the model legume Medicago, nodule formation starts with mitotic activation 
of pericycle cells and this is followed by divisions in cortical and endodermal 
cells (Xiao et al., 2014). The divisions in pericycle and endodermis derived cells 
stop at an early stage of nodule primordium formation, whereas divisions in the 
cortical cells persist. The cells derived from the cortex become infected and form 
the central tissue with infected cells. Cells derived from the cortex also form the 
peripheral tissue , including nodule vascular bundles (Xiao et al., 2014). 

The formation of actinorhizal nodules also starts with mitotic activation of the 
pericycle and cortical cells (Pawlowski and Demchenko, 2012; Pawlowski and 
Bisseling, 1996). During nodule primordium formation the pericycle derived 
cells remain mitotically active. Previously, it has been described that these 
cells form the (complete) nodule (Pawlowski and Bisseling, 1996; Pawlowski 
and Demchenko, 2012). However, it has been shown recently that these 
pericycle derived cells only form the nodule vasculature (Shen et al., 2020). 
Also during actinorhizal nodule primordium formation the cortex derived cells 
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form the tissue with infected cells. Nodule formation in Parasponia is similar to 
that of actinorhizal plants (actinorhizal-like) (Shen et al., 2020). So the major 
difference between legume and actinorhizal(-like) nodule organogenesis is the 
origin of the vascular bundle. In Medicago it has been shown that a mutation in 
NOOT1 causes a homeotic switch in the formation of the nodule vasculature as 
it becomes actinorhizal-like since it is formed from pericycle cells that remain 
mitotically active (Shen et al., 2020; Couzigou et al., 2012).

Legume nodules can be divided in indeterminate and determinate nodules. 
Indeterminate nodules have a persistent meristem at their apex. This is similar 
to actinorhizal(-like) nodules. Due to their indeterminate growth their tissues are 
of grade age with the youngest cells near the meristem and the oldest in the part 
proximal to the root. NIN has been shown to be essential for both determinate 
(e.g. Lotus) (Schauser et al., 1999) and indeterminate (e.g. Medicago and pea) 
(Marsh et al., 2007; Batagov et al., 2003) nodules as well as actinorhizal(-like) 
(e.g. Casuarina and Parasponia) (Clavijo et al., 2015; Bu et al., 2020) nodules. 
This indicates a common role of NIN in the formation of different types of nodules. 

Both infection and nodule organogenesis are initiated upon perception of signal 
molecules from the bacteria (Denarie and Debelle, 1996). Most rhizobia secrete 
lipo-chito-oligosaccharides, called Nod factors (NFs), whereas the nature of the 
signals secreted by Frankia is not known. NFs activate a signalling pathway 
which is shared with the more ancient arbuscular mycorrhizal symbiosis and 
NIN is the first induced transcription factor that distinguishes the rhizobium 
activated responses from that of arbuscular mycorrhizae (Oldroyd, 2013). 
Although the nature of the Frankia secreted signal is not clear, this common 
signaling pathway has also been shown to be required for actinorhizal(-like) 
nodule formation (Svistoonoff et al., 2014).

To balance costs and benefit during nodule symbiosis, plant developed a 
mechanism called autoregulation of nodulation (AON) by which nodule number 
is controlled (Kosslak and Bohlool, 1984; Krusell et al., 2002; Nishimura et al., 
2002; Okamoto et al., 2013, 2009). It involves a communication between root 
and shoot. The signals that are send to the shoot are CLE peptides (Okamoto 
et al., 2013, 2009; Soyano et al., 2014; Mortier et al., 2010). For example, in 
Lotus this are CLE-RS1 and CLE-RS2 and NIN directly induces their expression 
by binding to NIN-binding sequence (NBS) in their promoters (Soyano et al., 
2014). Upon perception of CLE peptides in the shoot, signals are send to the 
root resulting in reduced NIN expression and so expression of targets will be 
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reduced (Soyano et al., 2014). So NIN plays a central role in the feedback loop 
which ensures the formation of an optimal number of nodules.

NIN is a founding member of a small gene family called NIN-like protein (NLP) 
(Schauser et al., 2005). The studies on paralogues of NIN showed that they 
play an essential role in regulating nitrate-induced responses(reviewed in (Mu 
and Luo, 2019a)). Interestingly, studies in Lotus showed that the expression 
of CLE genes is induced not only by rhizobia, but also by application of nitrate 
(Okamoto et al., 2009; Nishida et al., 2018). One NLP (NRSYM1) can directly 
activate CLE-RS2 expression in response to nitrate (Nishida et al., 2018). This 
suggests that nitrate-induced block of nodulation shares common elements with 
AON and NIN is partially functionally equivalent with NLPs. NIN orthologues 
have also been shown to be present in species outside the NFC like in Tomato 
and Arabidopsis. This indicate NIN might recruited in nodulation based on its 
original function.

In this review, we will discuss possible evolutionary events underlying the 
recruitment of NIN in nodule symbiosis, based on comparing NIN and NLPs of 
legumes, Actinorhizal-like plants and non-nodulating species. 

2. Phylogenetic analysis of NIN

In Figure 1 a phylogenetic tree is shown, including NIN and NLPs from legume, 
actinorhizal plant species as well as mono- and dicot species outside the NFC. 
NIN and NLPs are divided in 3 orthogroups. Group 1 contains NIN and NLPs of 
dicots and is divided in two subgroups. One contains orthologues of NIN and is 
named NIN subgroup. The other contains orthologues of MtNLP1 and is named 
NLP1 subgroup. Most likely these two subgroups are the result of a duplication 
that occurred before the NFC evolved, but after dicots and monocots separated. 
As a result NIN orthologues occur in dicot species that are not within the NFC. 
Tomato and Arabidopsis NIN orthologues have been included in Figure 1. 
As these species have maintained a NIN orthologue it strongly suggests that 
they have an essential non symbiotic function. When NIN was recruited in 
the nodulation process it most likely lost this non-symbiotic function. This is 
supported by the fact that most species within NFC that have lost nodulation 
also lost a functional NIN (Griesmann et al., 2018; Van Velzen et al., 2018). 

A comparison of NIN with their orthologues inside and outside the NFC as well 
as with NLPs in the NLP1 subgroup will provide insight in the changes in the 
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Figure 1. Phylogenetic tree of NIN and NLPs. 
The tree comprises 53 NIN/NLPs from Maize (Zm), Rice (Os), Tomato (Solyc), 
Arabidopsis (At), Casuarina (Casgl/Cg), Parasponia (Pan), Mimosa (Mimpu) 
Medicago (Mt) and Lotus (Lj). These NIN/NLPs are divided in three orthogroups 

Continued on next page   
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ancestral NIN that were essential to become a key regulator in nodulation. We 
will discuss these in the following paragraphs and will focus on the properties of 
the proteins as well as the regulation of expression.

3. Evolutionary adaptations in the NIN promoter to serve in 
nodule formation

NIN is nodule specifically expressed in all studied species (Marsh et al., 2007; 
Batagov et al., 2003; Schauser et al., 1999; Clavijo et al., 2015; Bu et al., 2020; 
Van Velzen et al., 2018; Demina et al., 2013). In contrast, most NLPs are 
constitutively expressed (Cao et al., 2017; Chardin et al., 2014; Lin et al., 2018a). 
For example in Rice, Maize, Arabidopsis and Medicago NLPs are expressed in 
almost all organs, although with preferential expression in certain stages and 
tissues (Cao et al., 2017; Chardin et al., 2014; Lin et al., 2018a). In legumes 
and actinorhizal (-like) plants, nodulation requires the common signaling 
pathway (see above) and in some species it has been shown that it induces 
the expression of NIN (Marsh et al., 2007; Batagov et al., 2003; Schauser et al., 
1999; Clavijo et al., 2015; Bu et al., 2020; Van Velzen et al., 2018; Demina et al., 
2013). Therefore, we hypothesize that when NIN was recruited in root nodule 
formation, it became under control of the common signaling pathway to express 
in nodules. Further, at a certain moment it also lost its constitutive expression.

The spatiotemporal regulation of NIN has been studied in detail in Medicago 
and Lotus and it is highly complex. We will first summarize this and then discuss 
whether such regulation also occurs in other species. Upon inoculation, NIN is 
induced in the epidermis where it is required for infection. This was demonstrated 
by in situ hybridization, promoter GUS reporter constructs as well as root 
hair transcriptome analyses (Yoro et al., 2014; Liu et al., 2019b; Breakspear 
et al., 2014; Vernié et al., 2015b). The expression of NIN in epidermis could 

as indicated. Dicots of Group 1 most likely undergo duplication (blue star) which 
generate NIN and NLP1 subgroups. NIN subgroup comprises symbiotic NIN from 
NFC species (yellow star indicate the last common ancestor of NFC), including 
NIN of actinorhizal-like plant NIN (hollow circle) and legume NIN (filled circle), and 
putative NIN orthologues in non-nodulating species outside of NFC (hollow triangle). 
CYCLOPs binding site (CYC-box) in NIN promoter likely gained by the ancestor 
of NFC (arrow), whereas cytokinin responsive elements (CE) in the NIN promoter 
specifically evolved in legume branch (arrow head). Corresponding accession 
numbers and protein sequences are listed in Supplementary data S1.

Continued
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be cell autonomously regulated upon perception of NFs which induce the 
common signaling pathway, resulting in the activation of the transcription factor 
CYCLOPS by phosphorylation (Singh et al., 2014). It was first shown in Lotus 
that phosphorylated CYCLOPS binds to NIN promoter in a sequence-specific 
manner to regulate NIN expression (Singh et al., 2014). In Medicago, the 
CYCLOPS binding site is located about 3kb upstream of the NIN start codon (Liu 
et al., 2019b). A 5kb long promoter including the CYCLOPS binding site driving 
NIN expression can restore infection thread formation in a nin knockout mutant 
(Liu et al., 2019b). However, it does not complement for nodule organogenesis, 
showing that additional cis-regulatory elements are required for this (see below). 
Deletion of the CYCLOPS binding site dramatically reduced the infection thread 
forming efficiency (Liu et al., 2019b). However, it still complements for tight root 
hair curling and bacterial colonies are formed in these curl. This resembles the 
Lotus cyclops and Medicago ipd3-2 (cyclops) mutant phenotype (Horváth et 
al., 2011a; Yano et al., 2008). This indicates that in addition to the CYCLOPS 
binding site other cis-regulatory element(s) must be present which is sufficient 
to induce NIN expression that leads to tight root hair curling. It was assumed 
that the CYCLOPS binding site results in a higher expression level of NIN and 
the initiation of infection thread formation requires a higher threshold level than 
curling (Liu et al., 2019b). 

Interestingly, CYCLOPS binding sites are conserved in legume NIN promoters 
(Liu et al., 2019b) and also occurs in the Parasponia NIN promoter. However, 
it does not occur in the MtNLP1 promoter. This suggests that the gain of the 
CYCLOPS binding site occurred after the duplication that resulted in the NIN 
and NLP1 subgroups (Figure 1). This CYCLOPS binding site also does not 
occur in NIN orthologues of Arabidopsis (NLP1/2/3). Taken together, it can be 
hypothesized that the gain of the CYCLOPS binding site had occurred when 
NIN was recruited into the nodule formation process and was present in NIN 
of the ancestor of the NFC. This gain of the CYCLOPS binding site seems an 
essential step for its expression during nodule formation. 

At an early stage of Medicago nodule development, when rhizobia have only 
colonized the epidermis, NIN expression and cell divisions are induced in the 
pericycle (Liu et al., 2019b). Subsequently, both extend to inner cortex and 
endodermis (Liu et al., 2019b). Because NFs are immobile molecules (Goedhart 
et al., 2000a), most likely a mobile signal was generated upon perception of NFs 
in the epidermis. This mobile signal was then translocated to the pericycle to 
activate NIN expression and cell division there (Liu et al., 2019b). 



137

Evolution of NIN and NIN-like genes

6

The first insight that other, more remote, promoter elements are involved in the 
induction of NIN in inner layers came from studies with the nin weak alleles 
daphne (Lotus) and daphne-like (Medicago) in which the infection process is 
induced, but nodule organogenesis is blocked (Yoro et al., 2014; Liu et al., 
2019b). NIN expression was shown to be induced in epidermis in daphne-like, 
but not in pericycle (Liu et al., 2019b). Both mutants contain a large insertion in 
the promoter region of NIN due to a chromosome translocation (Yoro et al., 2014; 
Liu et al., 2019b). In both cases these are located upstream of the CYCLOPS 
binding site (Liu et al., 2019b). This strongly suggested that the regulatory region 
required for NIN expression in the pericycle and NIN controlled cell division 
is located upstream of the insertion. Recently, a remote cis-regulatory region 
named CE region was identified which is essential for NIN controlled nodule 
organogenesis and expression of NIN in the pericycle (Liu et al., 2019b). This 
CE region contains many putative cytokinin response regulator (RR) binding 
site (Liu et al., 2019b). Studies in which cytokinin is applied exogenously did not 
induce NIN expression in either daphne or daphne-like (Yoro et al., 2014; Liu et 
al., 2019b), supporting that that this region is important for cytokinin induced NIN 
expression. In addition, both the cytokinin receptor CRE1 and B-type cytokinin 
response regulator RR1 are expressed in the pericycle prior to NIN expression 
and cell division there (Liu et al., 2019b). Taken together, it is very likely that 
cytokinin signaling via the CE region induces NIN expression in the pericycle 
and this leads to nodule organogenesis. It has been shown in Medicago that 
YUCCA genes, involved in auxin biosynthesis, are induced in an inner cell layer 
of the root (most likely pericycle), in a NIN dependent manner (Schiessl et al., 
2019a). Therefore, it is probable that subsequent cell divisions are induced by 
local auxin production. 

CE region is conserved in legumes and is located far upstream from the NIN start 
codon (Liu et al., 2019b). The distance varies between species. For example, 
in Medicago it is about 18kb upstream and in Lotus it is about 45kb upstream of 
the NIN start codon (Liu et al., 2019b). So it is very probable that in legumes the 
regulation of NIN expression in inner layers is controlled by cytokinin signaling. 

In Actinorhizal (-like) plants, NIN is required for nodule organogenesis and this 
involves divisions in inner root cell layers (Chabaud et al., 2016; Bu et al., 2020). 
So is the CE region conserved in actinorhizal NIN genes? So far only Parasponia 
NIN (PanNIN) has been analyzed and the CE region was not identified. Nodule 
formation in Parasponia is induced by Nod factors and so like in legumes a 
mobile signal seems essential to trigger cell division in inner layers. Whether NIN 
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is expressed in the Parasponia pericycle cells when cell division is induced has 
not been studied. However, this seems probable as a putative target of PanNIN, 
namely PanNF-YA1 (NUCLEAR TRANSCRIPTION FACTOR Y SUBUNIT A-1) 
is induced there (Bu et al., 2020). NF-YA1 has been shown to be a direct target 
of NIN in Lotus (Soyano et al., 2013). In Medicago the expression of NIN and 
NF-YA1 coincides in the dividing pericycle cells and other nodule primordium 
cells (Liu et al., 2019b). Further, PanNF-YA1 expression has been shown to be 
PanNIN dependent (Bu et al., 2020). As the CE region does not occur in the 
Parasponia NIN promoter, the mobile signal most likely does not regulate NIN 
expression through cytokinin signaling. This conclusion is in line with a recent 
study in which cytokinin is applied to different plant species (Gauthier-Coles et 
al., 2019). It was shown that exogenous application of cytokinin induces nodule-
like structures on nodulating legume species and for example in Lotus this 
depends on NIN (Heckmann et al., 2011). However, nodule-like structures were 
not induced by cytokinin on either non-nodulating legumes or on actinorhizal 
species (Gauthier-Coles et al., 2019). The non-nodulating legumes most likely 
have lost the ability to respond to cytokinin due to the loss of NIN, whereas 
in actinorhizal plants this might be due to the absence of a CE region in their 
NIN promoter. Therefore, the gain of cytokinin responsive elements in the NIN 
promoter seems specific for the legumes and might not have already occurred 
in the ancestor of the NFC. 

It cannot be excluded that more changes in the NIN promoter evolved during 
nodule evolution. For example NSP1/2, IPN2 and ERN1 have been shown to 
play a role in Medicago and Lotus NIN expression (Liu et al., 2019c; Kang et al., 
2015; Murakami et al., 2007; Hirsch et al., 2009; Xiao et al., 2020). However, it 
is not clear that this involved specific evolutionary adaptations in the promoter 
of NIN related to its recruitment for nodulation. 

Taken together, there seem to be (at least) three main evolutionary changes 
for regulation of NIN expression during nodule evolution. First, it gained the 
CYCLOPS binding site most likely in the ancestor of the NFC. Second, at an 
early stage of nodulation the constitutive expression is lost by which in nodulating 
plants NIN became nodule specific. Third it gained cytokinin regulated NIN 
expression during nodule organogenesis which most likely occurred the legume 
branches. 
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4. NIN controlled epidermis-pericycle communication; a 
conserved module?

It seems probable that the activation of NIN in inner root layers of legumes 
and Parasponia requires a mobile signal. What is the probability that this is 
a general property of nodulating plants? It has been proposed that the last 
common ancestor of the NFC formed a nodule symbiosis with Frankia (van 
Velzen et al., 2019). Although it has not been demonstrated that Frankia can 
produce Nod factors, basal Frankia strains do have genes that are homologous 
to rhizobial nod genes which are involved in Nod factor biosynthesis. Therefore, 
it has been hypothesized that Frankia induced nodulation in the last common 
ancestor of NFC by secreting Nod factors (van Velzen et al., 2019). If so, as 
has been argued for legumes and Parasponia, a mobile signal might also be 
required to induce NIN in inner root layers in the common ancestor as well as 
in current actinorhizal plants that interact with Frankia that secrete Nod factors. 
It has been shown in legumes that the production of the mobile signal depends 
on NIN expression in the epidermis (Liu et al., 2019b). So NIN, expressed in 
the epidermis, might also induce the formation of a mobile signal in actinorhizal 
plants that interact with Nod factor producing Frankia. Subsequently, that 
mobile signal triggers NIN expression and cell division in the pericycle. Thus we 
hypothesize that in legumes and these actinorhizal plants a conserved module, 
involved in communication between epidermis and pericycle, is active and this 
was already present in the common ancestor of the NFC: Nod factor signaling 
induces NIN expression in the epidermis– NIN activates the production of a 
mobile signal – this mobile signal induces NIN expression and cell division in 
the pericycle. Is such a module maintained in all actinorhizal plants? Some 
Actinorhizal plants interact with Frankia strains that do not produce NFs, such as 
CcI3 which secretes a hydrophilic symbiotic signal which is resistant to chitinase 
(Chabaud et al., 2016). So it is chemically distinct from the amphiphilic and 
chitin-based NFs. This symbiotic signal is able to induce NIN expression in the 
Casuarina root epidermis and so NIN might still be able to induce the production 
of a mobile signal which subsequently induces cell division in the pericycle. 
Alternatively, the mobile signal might not be required in these Actinorhizal plants 
if the symbiotic signal itself is mobile. However, it has been proposed that an 
immobile NF may facilitate detection and localization of the bacteria by which 
redirection of root hair growth is induced and a curl is formed that entraps the 
bacteria (Goedhart et al., 2000a). CcI3 infect Casuarina roots through infection 
threads (Chabaud et al., 2016), therefore, it seems likely that this symbiotic 
signal is immobile as NFs. 
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In case cytokinin is the mobile signal in legumes, then actinorhizal plants 
will form most likely a different mobile signal. Alternatively, the nature of the 
mobile signal is conserved and it induces cytokinin signaling in legumes and a 
different pathway in actinorhizal(-like) plants. The induction of the formation of 
a mobile signal might be an ancestral/original function of NIN in the epidermis. 
As described above, NIN is essential for infection thread formation. However, it 
seems likely that for more primitive infection modes like crack entry, NIN is not 
required. Therefore, the ancestral function of NIN in the epidermis is probably 
the induction of the production of the mobile signal, whereas its role in infection 
thread formation evolved later.

5. Function of NIN: acquired upon recruitment or adopted from 
NLP controlled process?

NIN is essential for nodule initiation, including infection thread formation, nodule 
organogenesis and AON. We will discuss the functions of NIN in these different 
processes, including some of its target genes. Further, we will discuss to what 
extent they are adopted from processes in which NLPs function or whether they 
are innovations after its recruitment.

5.1. NF-Ys

NF-Ys are transcription factors and some of them play a role in NIN induced 
nodulation processes. NF-Y transcription factor complexes are composed of 
three subunits: NF-YA, NF-YB and NF-YC (Baudin et al., 2015). NF-YA1 and 
NF-YB1 have been shown to be direct targets of NIN in Lotus (Soyano et al., 
2013). Knockout mutations in NF-YA1 cause aberrant infection thread formation 
in Medicago (Laporte et al., 2014) and a block of intracellular infection in 
Parasponia (Bu et al., 2020). In Phaseolus vulgaris (common bean) knockdown 
of NF-YC1 also causes aberrant infection thread formation (Zanetti et al., 2010). 
Further, NF-Ys play a role in nodule organogenesis. In Lotus, Medicago and 
Parasponia NF-YA1 mutations lead to the formation of small nodules and/or 
reduced nodule number (Combier et al., 2006; Soyano et al., 2013; Bu et al., 
2020). Further, in both Medicago and Parasponia nodule primordia and nodules, 
NF-YA1 is expressed at sites where NIN has been shown to be expressed 
(Liu et al., 2019b; Bu et al., 2020). This suggests that the involvement a NIN-
NF-Y module in intracellular infection and nodule organogenesis is conserved 
within the NFC and it evolved at an early moment during nodule evolution. This 
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raises the question whether NF-Ys are involved in NLP controlled processes (in 
species outside NFC) and are these processes related to nodule organogenesis 
and/or intracellular infection? 

In Lotus (Soyano et al., 2019) and Parasponia (Bu et al., 2020) a mutation 
in NF-YA1 also has a non-symbiotic phenotype, namely reduced lateral root 
formation. Moreover, in Lotus over expression of NIN or NF-YA1 induces extra 
cell division in pericycle and this leads to the formation of lateral roots with a 
malformed tip (Soyano et al., 2013). This suggests that an ancestral function 
of NF-YA1 could be related to lateral root formation, a process very similar to 
nodule organogenesis. This hypothesis is further supported by studies on the 
NF-YA1 orthologues in Arabidopsis as AtNF-YA2/AtNF-YA10 are both involved 
in primary and lateral root growth (Sorin et al., 2014). In addition, they are 
expressed in pericycle cells where lateral root as well as nodule organogenesis 
are initiated.

Interestingly, transcriptome analysis of Arabidopsis nlp7 (from a different 
orthogroup than NIN) mutant has altered expression levels of several genes 
encoding NF-YA subunits, including AtNF-YA2 and AtNF-YA10 (Zhao et al., 
2018; Alvarez et al., 2020). This suggests that (some) NLPs can regulate the 
expression of NF-Y(A1). So, NIN-NF-Y module might have been adopted from 
a NLP-NF-Y module which already occurred before nodulation evolved. 

How can NF-Y be involved in both infection and nodule organogenesis? In 
mammals, NF-Y regulates expression of cell cycle genes (Caretti et al., 2003). 
During root nodule development, not only nodule organogenesis requires 
expression of cell cycle genes, but also passage of infection threads through 
cells requires entry into cell cycle (Breakspear et al., 2014). Therefore, NF-Y 
might regulate infection as well as organogenesis through activation of cell 
cycle genes. This is supported by knockdown of NF-YC in common bean which 
results in reduced expression of cell cycle genes, whereas over expression of 
NF-YC1 causes higher expression levels of these genes (Zanetti et al., 2010). 
Further, in Lotus, ectopic expression of NIN or NF-YA1 and NF-YB1 results in 
ectopic expression of a cyclin gene (Soyano et al., 2013). 

Accumulation of the phytohormone auxin is correlated with mitotic activity. 
For example when lateral root formation is initiated auxin has accumulated in 
pericycle cells (Dubrovsky et al., 2008). In nodulation, auxin signaling is required 
for both nodule organogenesis and initiation of infection threads (Mathesius et 
al., 1998; Liu et al., 2019a). Further, it has been shown that NF-YA1 directly 
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regulates the expression of STY genes which encode transcription factors 
that regulate expression of YUCCA auxin biosynthesis genes in Arabidopsis 
(Hossain et al., 2016; Sohlberg et al., 2006; Eklund et al., 2010). So, NF-Y 
might by regulating auxin biosynthesis genes stimulate entry into the cell cycle 
which is involved in both infection and organogenesis and this also holds for 
NIN which regulates NF-Y expression.

5.2. LBD16

Recent studies show that NIN directly regulates the expression of LBD16 (lob-
domain protein 16), which is known to be essential for lateral root formation 
(Soyano et al., 2019; Schiessl et al., 2019a). In Medicago an lbd16 mutant 
shows similar defects in nodule and lateral root initiation (Schiessl et al., 2019a). 
Like NF-YA1, LBD16 promotes auxin biosynthesis via transcriptional induction 
of STY and YUCCA genes (Schiessl et al., 2019a). In Lotus, it was shown 
that LBD16 and NF-Y in an additive way regulate nodule organogenesis, as 
mutation in LBD16 enhances nodulation phenotypes of nf-y subunit mutants 
(Soyano et al., 2019). In addition, co-expression of LBD16 and NF-Y subunit 
genes can partially replace NIN as it can rescue nodule organogenesis in the 
weak nin allele daphne (Soyano et al., 2019). In Parasponia the expression level 
of LBD16 is about six-times increased at initial stages of nodule formation (Van 
Velzen et al., 2018). This level of induction is comparable to that in Lotus and 
Medicago (Soyano et al., 2019; Schiessl et al., 2019a). In Arabidopsis, LBD16 
has been shown to be a direct target of NLP7 (Alvarez et al., 2020). Therefore, 
NIN controlled LBD16 expression most likely is adopted from a non-symbiotic 
module in which its expression is controlled by an NLP and this module evolved 
before nodulation evolved. 

5.3. NPL1

Cell wall remodeling is required during rhizobial infection (Brewin, 2004). In 
Medicago root hairs, cell wall modification genes are induced upon rhizobial 
infection and the expression of many of them depends on NIN (Liu et al., 2019a). 
Among these genes, only nodulation pectate lyase 1 (NPL1) shows nodule 
specific expression (Liu et al., 2019a). In both Lotus and Medicago, NPL1 is 
essential for infection thread formation (Xie et al., 2012; Liu et al., 2019a). Its 
expression is regulated by NIN and it is highly induced at infection sites (Xie et 
al., 2012; Liu et al., 2019a). NPL seems the result of a tandem gene duplication 
and its orthologues occur in Soybean (Glycine max), Lupin (Lupinus albus) 
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and Arachis ipaensis (Liu et al., 2019a). So the NIN-NPL module is most likely 
conserved in the papilionoid legume sub-family. 

Parasponia has three putative NPL orthologs namely PanPLL8, PanPLL9 
and PanPLL10 (Van Velzen et al., 2018). However, the most closely related 
PanPLL8 is not nodule specifically expressed and PanPLL9 and PanPLL10 are 
only 4-fold induced at initial stages of colonization and in later developmental 
stages the relative fold change is even lower (Van Velzen et al., 2018). This is 
different from legumes in which NPL1 is highly induced (Xie et al., 2012; Liu et 
al., 2019a). This suggests that the NIN controlled nodule specific expression of 
NPL might have been gained within the legume branch.

5.4. RPG

RPG (rhizobium-directed polar growth) is a gene of which the expression is 
controlled by NIN (Liu et al., 2019a). RPG is a long coiled-coil protein that is 
nuclear localized (Arrighi et al., 2008). In Medicago, it has been shown to be 
essential for normal root hair curling and infection thread formation (Arrighi 
et al., 2008). RPG is nodule specifically expressed in Medicago, Lotus and 
Parasponia (Arrighi et al., 2008; Van Velzen et al., 2018; Mun et al., 2016), 
which is consistent with the loss of a functional RPG gene in several non-
nodulating NFC species (Van Velzen et al., 2018; Griesmann et al., 2018). This 
strongly supports that it only has a symbiotic function in the NFC. In Lotus, it has 
been shown by CHIP-seq that RPG is a direct target of NIN (Liu et al., 2019a; 
Soyano et al., 2014). Together, this strongly suggests that a NIN controlled RPG 
expression evolved early in the NFC or it is already controlled by a NLP before 
nodulation evolved. However, neither NLP7 CHIP-chip nor in nlp7 transcriptome 
indicated that the expression of a RPG homologue is controlled (Marchive et al., 
2013; Zhao et al., 2018). To further support that NIN controlled RPG expression 
evolved early in NFC, the RPG regulation in other nlp mutants, especially of NIN 
orthologues remains to be analyzed.

5.5. CLEs

As described above, AON is essential for the regulation of nodule number to 
balance the gain and costs of nodulation. In Medicago and Lotus CLE genes 
that are involved in AON are nodule specifically expressed in a NIN dependent 
manner (Soyano et al., 2014; Liu et al., 2019a; Mortier et al., 2010). In addition, 
PanCLE9 which is the putative Parasponia orthologue of Medicago CLE12/13 
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is also expressed at enhanced levels in nodules (Van Velzen et al., 2018). This 
suggest that NIN controlled AON is conserved in NFC. However, the nodule 
specific expression of CLE genes is not only controlled by NIN, but also by NLP 
whereas in response nitrate (Nishida et al., 2018). In Lotus, it has been shown 
that both NRSYM1 (one of the NLPs belonging to the same orthogroup as 
AtNLP7) and NIN can bind to the Lotus CLE-RS2 promoter and NRSYM1 even 
has a higher affinity (Nishida et al., 2018). In addition, Arabidopsis nlp7 mutants 
have altered expression of several CLE genes including AtCLE5/6/7 which are 
putative orthologues of LjCLE-RS1/2 (Zhao et al., 2018). Therefore, the function 
of NIN in controlling AON/CLE genes expression is most likely adopted from an 
ancestral NLP module.

6. Are NIN and NLPs functionally equivalent?

Several of the processes and genes regulated by NIN appear to be adopted 
from those controlled by NLPs. Therefore, it seems probable that NIN and 
NLPs are to some extend functionally equivalent. To test this, MtNLP1, the 
closest Medicago NIN paralogue, and AtNLP1, an Arabidopsis NIN orthologue, 
driven by the Medicago NIN promoter were introduced into the Medicago nin-1 
knockout mutant. However, neither nodules nor infection threads were formed. 
This shows that NIN and these two NLPs are not functionally equivalent. So 
their protein sequence has diverged and most likely NIN obtained amino acid 
changes that are essential to function in nodulation. 

Most NLPs that have been studied are located in the cytoplasm under nitrate 
starvation and when high nitrate is sensed they are transported to the nucleus 
(Guan et al., 2017; Nishida et al., 2018; Cao et al., 2017; Lin et al., 2018b; 
Marchive et al., 2013). In contrast, in Medicago nodules, NIN is located in the 
nucleus of all cells where it is expressed and this became independent of nitrate 
sensing (Liu et al. unpublished data) (Liu et al.). So a major difference between 
NLPs and NIN is the constitutive nuclear localization of NIN and this might be 
the reason that NLPs cannot complement the nin mutant. 

In Arabidopsis, it has been shown that upon nitrate sensing Serine 205 (S205) in 
AtNLP7 becomes phosphorylated after which it is translocation from cytoplasm 
to nucleus (Liu et al., 2017). In addition, S205 in AtNLP7 is located in the region 
previously predicted as NLP specific and it is absent in Medicago and Lotus 
NIN, whereas MtNLP1 and AtNLP1 have it (Liu et al., 2017; Chardin et al., 2014; 
Suzuki et al., 2013a). 
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This serine might be the cause that MtNLP1/AtNLP1 fail to complement nin-1. 
As nodulated plants are grown under low nitrate (0.5mM) conditions. However, 
phosphomimic versions of MtNLP1/AtNLP1, serine modified into aspartate, also 
did not complement nin-1. This indicates that in addition to this serine other 
changes are introduced in NIN that are required to be functional in nodulation. 
Identifying such critical changes will provide insight in the evolution of NIN.

7. Concluding remarks

Both functional and phylogenomic analysis underpin the conserved key 
position of NIN in root nodule symbiosis. Further, the recruitment of NIN in the 
nodulation process seems the key step in the birth of this symbiosis. Therefore, 
understanding which minimal changes were required will provide major insight 
in the evolutionary trajectory leading to nodule formation. NIN is closely related 
to NLPs with whom it shares some downstream targets, pointing to partial 
functional equivalence. Two major changes are the regulation of expression 
by the microbe via the common signalling pathway and the constitutive nuclear 
localization. Further adaptations will have occurred within the NFC. An example 
is the regulation of expression by cytokinin in the legume branch. Further studies 
on NIN orthologues inside and outside of NFC will help to refinement the picture. 
The puzzle in understanding the evolution of NIN comes from its complicated 
spaciotemporal expression pattern and its multifunctionality. Until now, almost 
all studies on NIN are focused on its role during nodule initiation. However, NIN 
is also expressed in the mature nodule (Roux et al., 2014; Batagov et al., 2003) 
where it most likely plays a different role than during the initial stages. Further 
studies on NIN in later nodule developmental stages will complete the picture 
of evolution of NIN. 
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Introduction

In this thesis, I focused on NIN, a transcription factor that plays a key role in 
almost all steps of the formation of nitrogen fixing root nodules. Its recruitment 
was also a major step in the evolution of the nodule symbiosis. We discovered 
that its complicated spatio-temporal expression pattern allows it to function in 
multiple processes of nodule development (Chapter 2, 3, and 4). We identified 
the cis- regulatory region which is required for NIN expression in the pericycle 
to initiate nodule organogenesis (Chapter 2). Next, by studying the weak alleles 
nin-13 and nin-16, we showed that NIN is also indispensable for late stages of 
nodule development (Chapter 4). Further, from an evolutionary perspective we 
discussed how NIN diverged from NIN-like proteins (NLPs), and what were the 
minimal changes that might be essential for its recruitment in nodulation in both 
its promoter and protein sequences (Chapter 5 and 6). 

In this discussion, I will integrate the findings described in this thesis and the 
recently reported developments concerning NIN. Based on this, I propose 
a model that explains how NIN functions in multiple steps of the nodulation 
process. The recruitment of NIN during the evolution of nodulation has been 
discussed in detail in Chapter 6.

2. NIN controlled steps in nodulation

2.1 NIN controls two different steps of the infection process in root hair 
containing cells

There are two main steps in the initiation of intracellular infection in root hairs: root 
hair curling and infection thread formation. Root hair curling requires redirection 
of root hair growth, followed by stopping of growth when its tip touches the 
shank of the root hair. In this way a closed infection chamber is formed. Arrest 
of root hair growth means that deposition of membrane and cell wall material to 
the root hair tip stops. In contrast, the formation of an infection thread requires 
deposition of membrane and wall material at the site where its formation is 
initiated (Oldroyd et al., 2011). This is preceded by a local weakening of the 
cell wall in the infection chamber. The nodule specific pectic lyase (NPL) , a 
direct target of NIN, plays a role in this (Xie et al., 2012; Liu et al., 2019a). The 
arrest of root hair growth and initiation of infection thread formation seem like 
two completely different processes. However, they have to be initiated in the 
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right order in a single root hair cell and both are controlled by NIN. It is puzzling 
how this can be achieved. The dissection of the NIN promoter (Chapter 2) gives 
a possible explanation for this. We showed that the -2.2kb promoter region of 
NIN is sufficient to allow NIN to stop root hair growth and the formation of an 
enclosed curl. However, the initiation of infection thread formation requires a 
-5kb promoter region which includes the CYCLOPS binding site. As CYCLOPS 
is the transcription factor that is activated by Nod Factor (NF) signaling and 
is known to activate NIN expression (Singh et al., 2014), this promoter region 
most likely leads to a higher expression level of NIN. This suggests that the way 
NIN controls these two different processes in one cell is by its concentration 
level. The simplest putative mechanism might be the accumulation of the NIN 
protein over time. Therefore, the following model can be proposed: when NIN 
expression is induced in the epidermis initially it will accumulate at a low level. 
This low level is sufficient to activate a mechanism by which root hair growth 
stops when the tip touches the shank. This might be a mechanism related to 
mechanical sensing. Subsequently, NIN accumulates over time and reaches 
a certain threshold by which it is able to induce sufficient expression of genes 
required for infection thread initiation such as its direct target NPL. To reach this 
threshold not only requires sufficient time but also strong expression induction 
level of NIN, as the -2.2kb promoter is not sufficient to induce infection thread 
formation in nin knock-out mutants even after 4 weeks of inoculation. 

2.2 Cytokinin is probably the mobile signal that moves from epidermis 
to pericycle 

An important function of NIN in the epidermis seems to be the activation of a 
“mechanism” by which mitotic activity in the inner cell layers is induced. This 
is described in Chapter 2, as without expression of NIN in the epidermis, the 
induction of NIN in the pericycle and the subsequent mitotic activity do not occur. 

Previously, it has been proposed that NIN might be transported from epidermis 
to inner root cell layers and activates cell division there (Vernié et al., 2015b). 
However, as we showed that NIN is transcriptionally activated in the pericycle, 
it is not likely that NIN protein functions as a mobile signal. Further, we showed 
that the promoter region enriched in cytokinin response elements is essential 
for expression of NIN in the pericycle. Therefore, it is very likely that cytokinin 
triggers expression of NIN in the pericycle. This is further supported by the 
constitutive expression of the cytokinin receptor CRE1 and the transcription 
factor RR1 in the pericycle. As cytokinin is a small diffusible molecule, it 
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raises the question whether cytokinin is the mobile molecule produced in the 
epidermis. There are several observations to support this. First, NF perception 
induces accumulation of bioactive cytokinin and cytokinin biosynthesis genes 
are activated in the root epidermis (Jardinaud et al., 2016; Van Zeijl et al., 2015; 
Gühl et al., 2021). Second, application of NF induces cytokinin accumulation 
in cortex, endodermis and pericycle, suggesting that cytokinin acts as a non-
cell-autonomous signal during nodule initiation (Van Zeijl et al., 2015). Third, 
mutation in ATP-binding cassette (ABC) transporter ABCG56, which can export 
bioactive cytokinin, causes a significant reduction of nodulation (Jarzyniak et al., 
2021). Fourth, in case cytokinin is the mobile signal, this can explain why first 
the pericycle is mitotically activated, but not the cortex. This because cytokinin 
signaling genes such as CRE1 and RR1 are constitutively expressed in the 
pericycle, but not in the cortex. 

Based on these observations the following model can be proposed: In the 
epidermis, NF signaling induces the biosynthesis of cytokinin which is then 
transported to the inner root cell layers by the ABCG56 transporter. This results 
in cytokinin accumulation in the pericycle where it activates the constitutively 
present cytokinin signaling cascade which subsequently activates NIN 
expression.

2.3 NIN activates cell division by induction of auxin accumulation 

A function of NIN in the pericycle is to initiate cell division. This is most likely 
caused by accumulation of auxin. It has been shown that auxin biosynthesis 
genes YUC2 and YUC8 are induced in an inner root layer within 12 hours 
upon inoculation with rhizobia (Schiessl et al., 2019b). We showed by in situ 
hybridization that this inner layer is the pericycle (O. Kulikova unpublished). 
The induction of these auxin biosynthesis genes precedes cell divisions and 
depends on NIN. 

Recent studies gave insight in the mechanism by which NIN induces auxin 
biosynthesis genes. It is shown that NIN directly induces the expression of the 
lateral root developmental program gene LBD16 (lob-domain protein 16) as 
well as nodule specific transcription factors NF-YA1 and NF-YB1 (Soyano et 
al., 2019, 2013). Both NF-YA1 and LBD16 induce the expression of STYLISH 
(STY) transcription factor genes that are supposed to regulate the YUC 
genes (Shrestha et al., 2020; Schiessl et al., 2019b; Hossain et al., 2016). 
Co-expression of LBD16, NF-YA1 and NF-YB1 can partially complement the 



153

General Discussion

7

nodule organogenesis deficient phenotype of nin weak allele daphne (Soyano 
et al., 2019). So, NIN activates nodule specific transcription factors as well as a 
transcription factor from the lateral root developmental program to induce auxin 
biosynthesis.

When the nodule primordium develops, the expression of auxin biosynthesis 
genes remains restricted to the pericycle derived cells (O. Kulikova unpublished). 
However, the cell division in the cortex by which nodule primordia further 
develop correlates with auxin accumulation (Xiao, 2015). Studies on auxin 
efflux carriers PIN proteins give an explanation for this. It has been shown that 
during initial stages (I-III) of nodule primordium formation, MtPIN2 and MtPIN10 
are accumulate in all nodule primordium cells (Xiao, 2015). At later nodule 
primordium developmental stages (IV-VI), MtPIN10 mainly accumulates at the 
nodule periphery and MtPIN2 mainly accumulates at the future meristem (Xiao, 
2015). Therefore, the auxin synthesized in the pericycle is probably transported 
to the cortical cells and induced division in these cells. 

In addition to auxin biosynthesis, local reduction of the polar auxin transport 
in response to rhizobia inoculation has been proposed to play a role in auxin 
accumulation in nodule primordia. This is on one hand predicted by a modeling 
study and has also some experimental support (Deinum et al., 2016; Ng et 
al., 2015). The model showed that a local reduction of PIN proteins leads to 
accumulation of auxin in the inner cortex and pericycle (Deinum et al., 2016). 
Flavonoid accumulation most likely causes this local reduction of polar auxin 
transport and subsequent auxin accumulation (Ng et al., 2015). So, auxin 
biosynthesis and transport inhibition work together to establish the auxin 
maximum in the nodule primordium. 

We have observed that at the stage when cortical cells have divided, both NIN 
and NF-YA1 are expressed in these cells in a level similar to that in the pericycle 
(Chapter 2). Whether this is the result of auxin accumulation in these cells or 
the result of other factors, and whether NIN also has a role here, still require 
further study. 

Taken together, the following model can be proposed: NIN activates the 
expression of NF-YA1, NF-YB1, and LBD16 in the pericycle which induce the 
expression of YUC genes. This results in local auxin biosynthesis which induce 
local cell divisions and the auxin is further transported to the cortical cells. In 
addition to this transport of locally produced auxin, inhibition of both acropetal 
(from root base to root tip) and basipetal (from the root tip upwards) polar auxin 
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transport contributes to the formation of an auxin maximum in the cortex and the 
further development of the nodule primordium. 

2.4 NIN controls two main transitions in the indeterminate nodule

During the development of indeterminate nodule there are two main transitions: 
from meristem to infection zone and from infection zone to fixation zone. Late 
stage Nod factor (NF) signaling and release of bacteria both occur at the 
transition from meristem to infection zone (Moling et al., 2014). In Chapter 3 
we have shown that the induction of NIN expression at this transition depends 
on the late stage NF signaling. Furthermore, knockdown NIN in the apical part 
of Medicago nodules block the rhizobial release, suggesting the NF signaling 
controlled rhizobial release is depend on NIN (J. Liu unpublished). So most 
likely, late stage NF signaling induces expression of NIN, which further activates 
genes required for rhizobial release. 

In addition to these release related genes, late stage NF signaling leads to 
expression of some other genes in a NIN dependent manner. Examples are 
defense suppressing genes which are essential to establish a successful 
symbiosis. The expression of these genes is significantly lower in the nin weak 
alleles nin-13 and nin-16 (Chapter 4) and two of them (DNF2 and SymCRK) 
have been indicated as direct targets of NIN according to ChIP-seq analysis 
(Soyano et al., 2014; Liu et al., 2019a). This strongly suggests that NF signaling 
induces expression of defense suppressing genes in a NIN dependent manner. 

The NF signaling receptors only accumulate in one/two cell layers at the transition 
from meristem to infection zone, but the level of NIN gradually accumulates from 
distal to proximal part of the infection zone (Chapter 4). Probable explanations 
for this are: 1) the accumulation of NIN depends on a positive feedback loop 
including NIN itself (proposed in Chapter 2); 2) the active form of CYCLOPS can 
be maintained in the nodule infection zone; 3) NF signaling might activate other 
factors to induce NIN in the infection zone. 

The accumulation of NIN reaches its highest level at the proximal part of the 
infection zone and after transition to the fixation zone suddenly it is reduced to 
a much lower level (Chapter 4). This transition is accompanied by many other 
morphological and transcriptional changes (Chapter 1). The nin weak alleles 
nin-13 and nin-16 are unable to pass this transition and have a defense and 
premature senescence phenotype (Chapter 4). This is most likely due to a 
too low level of NIN which in turn leads to insufficient suppression of defense 
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responses. This underlines the importance of a high NIN level in passing the 
transition from infection to fixation zone. The sudden reduction of NIN protein after 
transition to fixation zone might be regulated by an active protein degradation 
mechanism. Whether it indeed exist and how important is this sudden reduction 
are interesting questions for future studies.

Based on these observations the following model can be proposed: late stage 
NF signaling induces the expression of NIN. NIN on one hand activate genes 
required for rhizobial release, on the other hand activate defense suppressing 
genes which can ensure symbiosome maintenance. Further, NIN gradually 
accumulates in the infection zone and reaches its highest level at the proximal 
part. This high level is required to activate sufficient target genes which ensure 
the successful transition to fixation zone. After transition to fixation zone, the 
level of NIN is maintained at a low level.

3. Concluding remarks

Research described in this thesis and several other studies showed that NIN 
plays an essential role in all nodule developmental stages. We discovered 
that the cis-regulatory regions in NIN promoter can induce its expression at 
different loci during nodule development. This contributes to its ability to function 
in multiple processes, like infection thread formation in the epidermis and cell 
division in pericycle (Chapter 2). Also the function of NIN might depend on its 
concentration. For example in root hair containing cells, a shorter promoter can 
only induce proper root hair curling, whereas the initiation of infection thread 
depends on the presence of transcription activator (CYCLOPS) binding site in 
the NIN promoter (Chapter 2); in the nodule, release of rhizobia correlates with 
a low level of NIN whereas the successful transition to the fixation zone requires 
a high level (Chapter 4). 

As NIN recruitment was an important step in evolution of the nodulation, we 
identified changes which might contribute to its recruitment (Chapter 5 and 6). 
The function of NIN diverged from its non-symbiotic orthologues whose function 
still remain unclear. Further studies on these orthologues genes might provide 
more insight in the evolution and the mode of action of NIN.
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SUMMARY

Nitrogen fixing root nodule symbiosis only occurs in plant species that belong 
to a single phylogenetic group, referred to as the nitrogen fixing clade (NFC). 
These species use a conserved signaling pathway to initiate nodule symbiosis. 
As this signaling pathway is shared with the much older and far more widespread 
arbuscular mycorrhizal (AM) symbiosis, it is most likely recruited from the AM 
symbiosis when nodulation evolved. NIN is a transcription factor and is among 
the first genes that are specifically induced during nodule symbiosis by this 
common symbiotic signaling pathway. The key role of NIN in the nodule symbiosis 
has been demonstrated by both evolutionary analyses and functional studies. 
All (studied) nodulating species possess NIN, while the species that lost the 
nodulation ability in general lost NIN. NIN is essential in multiple developmental 
processes during root nodule formation. However, although the importance of 
NIN has been demonstrated, how it achieves this versatility remains elusive. 

In this thesis, I focused on NIN and tried to answer this question by analyzing 
its regulation of expression, functional studies in different nodule developmental 
stages and identifying evolutionary changes during its recruitment in the 
nodulation process. 

During nodule initiation, one of the main puzzles was how NIN controls both 
infection in the epidermis and mitotic activity in the inner root layers at the 
same time. We solved this cold case by discovering distinct regulatory regions 
in its promoter. The regulatory sequences sufficient for the epidermal infection 
process are located within a 5 kb region directly upstream of the NIN start 
codon in Medicago truncatula (Medicago). Furthermore, we have identified a 
remote upstream cis-regulatory region required for the expression of NIN in the 
pericycle and we showed that this region is essential for nodule organogenesis. 
This region contains putative cytokinin response elements and is shown to be 
conserved in other legume species. Both the cytokinin receptor 1, which is 
essential for nodule primordium formation and the B-type response regulator 
RR1 are expressed in the pericycle in the susceptible zone of the uninoculated 
roots. This, together with the identification of the cytokinin-responsive elements 
in the NIN promoter, strongly suggests that NIN expression is initially triggered 
by cytokinin signaling in the pericycle to initiate nodule primordium formation.

The expression of NIN is induced by rhizobia secreted Nod factors (NFs). 
Transcriptional changes induced in roots upon application of NFs have been 
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extensively studied. Although it has been shown that the NF receptors also 
accumulate in mature Medicago nodules, the transcriptional changes induced 
during this late stage NF signaling have never been investigated. To identify 
NF signaling controlled genes that are expressed in nodules, we made use 
of spontaneous nodules which were formed by overexpression of an auto-
active CCaMK gene. These spontaneous nodules showed a wildtype (WT)-
like tissue organization and a developmental gradient along their longitudinal 
axis. Transcriptome analysis showed that many genes, which are especially 
expressed in infection and fixation zone of WT nodules, are induced in the 
spontaneous nodules. Further, to study late stage NF signaling controlled genes 
and distinguish these from genes which are activated upon release of rhizobia 
from the infection threads, we made use of a mutant blocked in release due to 
disturbed of NF signaling (TE7) and nodules formed on Vamp721d&e RNAi roots 
in which release is also blocked, but NF signaling is not affected. Combined with 
laser microdissection and transcriptome analysis, we identified the set of late 
stage NF signalling controlled genes and showed that this is markedly different 
from that induced in roots treated with NFs. It is noteworthy that NIN is among 
the few genes which is induced by NF signaling in both roots and nodules.

The essential role of NIN during root nodule initiation has been well demonstrated, 
but it’s role in late nodule developmental stages remained unclear. By 
investigating the NIN mRNA as well as NIN protein accumulation pattern in 
Medicago nodules, we found that the expression of NIN is highly induced in 
the infection zone and reached the highest level in the proximal part of this 
zone. Further, by detailed studies of two nin weak allele mutants, nin-13/16, 
we showed that NIN plays a key role in the successful transition from infection 
zone to fixation zone, where nitrogen fixation take place. Based on cytological 
as well as transcriptional analysis, we concluded that suppression of defence/
senescence-related genes by NIN is necessary for this transition. Therefore, 
NIN also plays a vital role in late stages of the formation of a functional nodule. 
Interestingly, we found that the level of NIN in the nodule is likely critical for the 
successful transition from infection zone to fixation zone, but the PB1 domain, 
one of the two most conserved domains of NIN, is not essential for the formation 
of functional nodules.  

NIN is the founding member of the NIN-like protein (NLP) family. It arose by 
duplication and this occurred before nodulation evolved. Therefore, several plant 
species outside the NFC have NIN orthologous. Compared with its orthologues 
outside of the NFC, at least two major changes occurred when NIN was 
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recruited in nodulation: the specific induction of expression by the NF signalling 
pathway and a constitutive nuclear localization. Concerning the regulation of 
NIN expression during nodule evolution, it first gained the CYCLOPS binding 
site, most likely in the ancestor of the NFC. Second, at an early stage of 
nodulation, the constitutive expression is lost by which, in nodulating plants, 
NIN became nodule-specifically expressed. Third, it developed cytokinin-
regulated expression during nodule organogenesis, which most likely occurred 
in the legume branch. Concerning the protein function, although NIN and NLPs 
share a conserved DNA binding domain and many downstream targets, they 
are not functionally equivalent. The main reason for this could be that most 
NLPs are only nuclear localized when high nitrate is sensed, whereas nodule 
is formed under low nitrate condition. In contrast, NIN is constitutively nuclear 
localized. Further, we identified a few amino acid differences between NIN and 
its NLP orthologues. These changes probably were introduced in NIN when it 
was recruited in the nodulation process and might contribute to its constitutive 
nuclear localization. 

In the final chapter, I integrated the findings described in this thesis and the 
knowledge from literature and proposed a model that can explain how NIN 
functions in multiple steps of the nodulation process.
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10 December, 2020 0.2

► 
12 February, 2019 1.5

► 
6.0

36.1

* A credit represents a normative study load of 28 hours of study.

WGS course "Techniques for Writing and Presenting a Scientific Paper", Wageningen, NL

4) Personal Development
General skill training courses
EPS Introduction Course, Wageningen, NL
WGS course "Project and Time Management", Wageningen, NL

Subtotal Personal Development

TOTAL NUMBER OF CREDIT POINTS*
Herewith the Graduate School declares that the PhD candidate has complied with the educational requirements set by the Educational Committee of EPS with a minimum 

WGS course "Brain Training", Wageningen, NL
EPS Writing Support Group, Hertz-Training for Scientists, online
EPS Workshop "Applying for a Marie Skłodowska-Curie Fellowship: from proposal to project", online
Organisation of meetings, PhD courses or outreach activities
Cowriting project proposal 'Molecular networks controlling development of rhizobium infected cells in Medicago 
Membership of EPS PhD Council
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