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Abstract A marker-saturated linkage map of potato was
used to genetically map a locus involved in the resistance
against wart disease Synchytrium endobioticum race 1.
The locus mapped on the long arm of chromosome 4
and is named Senl-4 in contrast to a Senl locus on
chromosome //. The AFLP markers from the Senl-4
interval enabled the isolation of BAC clones from an 11
genome equivalent BAC library. This was achieved via
fingerprinting of BAC pools with the AFLP primer pairs
that resemble the genetic marker loci. With non-selective
AFLP primers, fingerprints of individual BAC clones
were generated to analyse the overlap between BAC
clones using FPC. This resulted in a complete contig and
a minimal tiling path of 14 BAC clones enclosing the
Senl-4 locus. The BAC contig has a genetic length of
~6 cM and a physical length of ~1 Mb. Our results
demonstrate that map-based cloning of Sen/-4 can be
pursued on the basis of a strategy of marker saturation
alone. Genetic resolution achieved by screening large
numbers of offspring for recombination events may not
be required. Together with the construction of the BAC
contig, a physical map with the position of the markers
is accomplished in one step. This provides proof of
concept for the utility of the marker saturation that is
offered by the ultra dense AFLP map of potato for gene
cloning.
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Introduction

Map-based cloning has proven to be a successful method
for the isolation of, for example, resistance genes in
several plant species such as tomato (Martin et al. 1993;
Dixon et al. 1996), Arabidopsis (Bent et al. 1994
Mindrinos et al. 1994; Grant et al. 1995), sugar beet (Cai
et al. 1997) and barley (Biischges et al. 1997). Most map-
based cloning projects start with a bulked segregant
analysis (BSA) (Michelmore et al. 1991) to find bulk-
specific markers. Subsequently, these markers are map-
ped in a segregating population to determine the order
and distance relative to the trait of interest. Using a
graphical display of the marker scores in the offspring
genotypes, new pools can be composed using plants with
recombination events in the proximity of the target locus
for a second cycle of BSA. This second BSA will narrow
the window to be saturated, and thus improve the
chance to identify the markers that are physically suffi-
cient close to the gene of interest to allow chromosome
landing (Tanksley et al. 1995) in order to find the BAC-
clone containing the gene of interest. A level of marker
saturation, which is equivalent to a physical spacing of
markers that is less than the average insert size of the
genomic library (e.g. BAC or PAC library) to be used,
offers an alternative to the screening of offspring for
recombinants. In fact high-resolution mapping only re-
sults in genetic distances (cM) and not in physical dis-
tances (kb). Moreover, it seems that recombination is
not a random event. Chromosomal intervals rather show
an alternation of hotspots and coldspots for recombi-
nation. Therefore, the assumption of random distribu-
tion of AFLP markers (in fact the distribution of EcoRI
sites) is safer than assuming the random distribution of
recombination events.

The process of a targeted saturation with markers for
BAC landing and/or contig construction is commonly
performed for each map-based cloning project sepa-
rately. This is labourious and time consuming in view of
the required efforts and resources. The combination of
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BSA and AFLP fingerprinting (Vos et al. 1995) is an
efficient approach to scan thousands of loci. Neverthe-
less, the numbers of AFLP primer combinations em-
ployed for a BSA are usually more than 1,000
combinations (Biisches et al. 1997; Harkins et al. 1998).
Subsequently, a sufficiently large number of bulk-spe-
cific, putatively linked markers have to be tested using a
mapping population. An alternative for the former ap-
proach could be a once and for all, genome-wide satu-
ration with markers loci that are ready to be used for
map-based cloning. In the case the locus-specific AFLP
technique (Rouppe van der Voort et al. 1997a) is used to
generate marker loci, then the same selective AFLP
primers can be employed to recognise the AFLP
amplification products within fingerprints of (pools of)
BAC clones, without the need to store probes or locus-
specific PCR primer information.

To construct a genome-wide saturated marker map of
the potato genome, and to avoid many separate locus-
specific marker saturation efforts with BSA, an EU
project was started (FAIR5-PL97-3565; Isidore et al.
2003; http://potatodbase.dpw.wau.nl/UHDdata.html),
aiming to reach the required level of marker saturation.
It was assumed that a single linkage map with > 10,000
AFLP marker loci should offer such a level of saturation
of the 850 Mb potato genome that BAC landing be-
comes feasible with markers within a BAC length dis-
tance of the target gene. Therefore, in potato a diploid
mapping population was established (Rouppe van der
Voort et al. 1997b) in which several interesting traits and
genes are segregating, including a locus involved in the
resistance against Synchytrium endobioticum. This pop-
ulation with > 10,000 marker loci should be an ideal
starting point for map-based cloning of this resistance
gene, and comparable to earlier work on this material
(Bakker et al. 2004; Huang et al. 2004). This specific
form of ‘BAC landing’ has also been termed ‘contig
seeding’ or ‘contig initiation’ (Bryan et al. 2002).

The fungus S. endobioticum, the causal agent of
potato wart disease, is an obligate soil-borne pathogen,
producing persistent resting spores that can survive for
many years (Hampson 1996). Salaman and Lesley (1923)
already found that immunity against S. endobioticum
was dominant and suggested that two dominant genes
could induce immunity independently. The research of
Lunden and Jorstad (1934) and Maris (1973) subscribe
the model of dominant genes that are inherited in a
Mendelian manner, but also reported influences of
minor genes that modify the activity of the resistance
genes. Hehl et al. (1999) reported the genetic mapping of
a single dominant resistance gene against S. endobioti-
cum race 1 (Senl) on chromosome XI, using DNA
sequence homology between the Sen/ locus and the N
gene for resistance to TMV.

In this paper we report the mapping of Seni-4, a gene
on chromosome 7V that confers resistance to race 1 of S.
endobioticum. The position of Senl-4 on the ultra dense
map of potato indicates a number of co-segregating
AFLP markers that have been used to identify the

corresponding BACs from a BAC library. Based on the
resulting contig containing the Sen/-4 locus, the general
usefulness of the ultra dense potato map for map-based
cloning is discussed.

Materials and methods
Plant material

The F1 mapping population descended from a cross
between the diploid parents SH83-92-488 and RH&9-
039-16 (Rouppe van der Voort et al. 1997b; Isidore et al.
2003). The 120 genotypes of this mapping population
are maintained in a screen house by annual propagation
of seed tubers. This population segregated for resistance
to S. endobioticum race 1. The maternal clone SH83-92-
488 1s a donor of the resistance, and the paternal clone is
susceptible.

Wart disease test

Genotypes from this mapping population were evalu-
ated for resistance to S. endobioticum using the Spiec-
kermann test (Spieckermann and Kotthoff 1924). This
test was performed within the quarantine facilities of the
potato-breeding company Averis, Valthermond. Briefly,
the Spieckermann bioassay involves inoculation of ex-
cised eye pieces from tubers with winter spores of S.
endobioticum, followed by an incubation period of sev-
eral weeks, after which wart disease symptoms are
scored. The test was performed twice using 8 eye pieces
per genotype, resulting in 16 tested eye pieces. A potato
clone was found susceptible if at least one sample ex-
pressed clear disease symptoms.

Genetic mapping of the resistance gene
against S. endobioticum race 1

Diploid potato is an obligate out-breeder, and therefore
genetic maps are constructed using marker loci that
segregate in the F1 progeny. The marker loci used in this
study have been obtained in the framework of an EU
project aiming at the construction of an ultra dense map
of potato (Isidore et al. 2003; http://potatod-
base.dpw.wau.nl/UHDdata.html). The maternal map
consists of 4,187 segregating marker loci (Aaxaa) that
are heterozygous in the pistilate parent SH83-92-488.
The paternal map has 3,431 marker loci (aaxAa) segre-
gating from the staminate parent RH89-039-16, and
2,765 bridge markers (AaxAa) allow to connect the
maternal and paternal maps. The co-segregating marker
loci are grouped in the so-called bins, where each bin
differs from its neighbouring bin(s) by one recombina-
tion event in the mapping population (Isidore et al.
2003). Within a bin, there is no information about the
order of the markers, but linkage phase is known. The



4,187 markers of the maternal linkage map of SH83-92-
488 reside in 989 bins divided over 12 linkage groups.
The segregation for resistance/susceptibility for wart
disease was added as a marker locus to the maternal
genetic map data, after which the location of Senl-4
relative to the 989 bins was determined using Join-
Map2.0 software (Stam 1993).

BAC-library and plasmid isolation

A HindIII BAC-library of the resistant parent (SH83-92-
488) was available (Rouppe van der Voort et al. 1999).
This ~11 genome equivalent BAC library comprises
almost 98,000 BAC clones with an average insert size of
100 kb. The BAC library was stored in 255 plates con-
taining 384 BAC clones per plate. For the identification
of the BACs enclosing the Seni-4 locus, DNA was iso-
lated from plate-pools, row/column pools of single
plates and single BAC clones (see pooling strategy be-
low). To prepare plate-pool DNA, the BAC clones of
single BAC library plates were stamped on a plate with
solid LB medium, using a 384-pin replicator. The bac-
terial colonies were grown overnight, and washed off
using liquid LB medium. Plasmid DNA was isolated
from these pooled cells using the alkaline lysis protocol
(Heilig et al. 1997). The plasmid DNA isolation of row/
column pools and single BAC clones was performed
according to the protocol described by Klein et al.
(1998). The row/column pools were constructed before
plasmid isolation, but after the clones were grown in
liquid LB medium (Sambrook et al. 1989).

Pooling strategy and library

Our BAC-pooling strategy is composed of two steps: (1)
combining 255 library plate pools into 64 super pools to
identify the library plate containing a BAC of interest.
(2) From each positive library plate, the 16 rows and 24
columns were pooled in pairs of 2, resulting in 8 row
pools and 12 column pools, to detect the single BAC of
interest (Table 1). DNA of library plate pools was used
to generate EcoRI/Msel AFLP template (Vos et al
1995) using 100 ng plasmid DNA. The super pools were
assembled with aliquots of +1/+1 selectively amplified
AFLP template of the plate pools. The library plates
were arrayed in rectangles of eight rows by eight
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columns. This was repeated four times to accommodate
the 255 library plates. Every row and column was pooled
into a super pool, representing (384x8x100 kb/840 Mb)
0.4 potato genome equivalents of DNA. After diluting
the template of the super pools 20 times, the mixture was
used for selective amplification using the AFLP primer
combinations of the marker loci of the bins enclosing
Sen-1. The putatively positive plate pools from this
analysis have been confirmed, using the AFLP template
from the single plate pools. The confirmed positive li-
brary plates were used to inoculate 384-well plates with
LB medium (Sambrook et al. 1989) to grow single col-
onies overnight. Approximately 50 ng plasmid DNA of
these plate-specific row and column pools was used for
AFLP template preparation. Subsequently, pre-amplifi-
cation and selective amplification was performed as de-
scribed for the super pools. This screening resulted in
four putatively positive BAC clones at a specific row—
column intersection. To find the correct BAC clone,
each of the four BACs was tested separately with the
AFLP markers.

All selective AFLP amplifications were performed
using IR dye labelled EcoRI primers (Biolegio BV,
Malden, The Netherlands) after which the products were
visualised on a denaturing polyacrylamide gel using a
NEN® IR? DNA analyser (LI-COR® Biosciences, Lin-
coln, NE, USA).

Contig construction

Fingerprint patterns of individual BAC clones were
made by non-selective amplification of AFLP template.
This template was generated using the enzyme combi-
nation HindIIl/Tagl because HindIIl was also used for
partial digestion of potato genomic DNA for BAC-Ii-
brary construction of clone SH83-92-488. When HindIIl
is used in combination with a frequent cutter enzyme to
construct AFLP template, the outermost restriction
fragments of the inserted potato DNA are included and
restriction fragments combining potato and vector DNA
sequence are excluded. Moreover, those most distal
HindIll/Taql amplicons enable the detection of the
smallest possible overlap between the single BACs.
HindIll/Tagl template from single BACs was prepared
using the standard AFLP protocol (Vos et al. 1995)
adjusted for the restriction temperature of Tagl. Frag-
ments were generated using the HindIIl and Tagl

Table 1 Overview of the

different levels of pooling of the  Pooling level Number of BAC Number of pools Number of library DNA amount
BAC library for BAC landing clones (per pool) plates per pool (in genome
with AFLP fingerprinting equivalents)

BAC library 97,920 255 11

Super pools 3,072 64 8 0.4

Plate pools 384 255 1 0.05

Row pools 48 8 per plate 1/8 0.006

Column pools 32 12 per plate 1/12 0.004
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primers without selective nucleotides after which the
generated fragments were separated on a NEN® IR?
DNA analyser using standard conditions. The generated
fragments were scored by the image interpretation
software  CrossChecker  (Buntjer 2000; http://
www.dpw.wau.nl/pv/pub/CrossCheck/download.html).
The length of the fragments was estimated using a 10-bp
ladder (SequaMark). The data set of AFLP band
mobilities was multiplied with ten to produce a func-
tional data set for FPC (Soderlund et al. 2000) which
was used for contig construction of the selected BAC
clones. A tolerance of 3 and a cutoff value of 1e™** were
used.

Results
Genetic localisation of Senl-4

Tubers from 80 out of 135 individuals of the F1 mapping
population were tested for the resistance to S. endobioti-
cum race 1 using the Spiekermann test. The female parent
SH83-92-488 was resistant to S. endobioticum, whereas
the male parent RH89-039-16 was susceptible. The off-
spring segregated for resistance in a 35:45 (S—R) ratio, not
significantly different from a 1:1 ratio (P=0.26). This
suggests a single locus involved in resistance, heterozy-
gous in the diploid female parent SH83-92-488. The
phenotypic segregation for resistance was used to map the
locus relative to the 989 bins of the ultra dense map parent
SH83-92-488. This resulted in the identification of a re-
gion on chromosome IV ranging from bin 37 to bin 41
(see http://potatodbase.dpw.wau.nl/locishow.php?low-
bin=SHO04B037&highbin =SH04B042). All genetic
positions within this interval have an equal likelihood to
accommodate the R gene due to the absence in the disease
test of specific plants that carry a recombination in this
interval (Plant #13 recombination defines the border

Table 2 The names and genetic position of AFLP at the Seni-4
locus used for BAC landing, and the number of BAC clones
identified with each marker

Relative AFLP marker Bin Positive
to Senl-4 number BAC clones
Proximal EACA/MCTC-127 35 5
EAAG/MCGA-373 4
EAGC/MATG-134 5
Enclosing EAAC/MCTA-158 37 3
EACA/MAGC-443 4
EACT/MCCA-122 38 4
EAAC/MCTA-278 5
EAGC/MATG-1000 39 6
EAGT/MAGG-210* 4
EAAC/MCAT-307 41 5
EAGG/MCTT-403 5
EAGG/MCAT-70 5
Distal EAGT/MACC-252 42 7

The marker indicated with * is illustrated in Fig. 1

between bin 37 and bin 38, Plant #159 recombination
defines the border between bin 38 and bin 39, Plants #164
and 55 define the border between bin 39 and bin 41). In six
plants (#57, 27, 34, 48, 88 and 95) the flanking markers
did not support the observed resistant phenotype, sug-
gesting escapes. In offspring clone 67 the flanking markers
indicated a false susceptible observation. These conflict-
ing observations do not affect the accuracy of mapping
because plants, with false positive or false negative
observations, did not originate from a female gamete with
a recombined chromosome 4. On the basis of these
observations we postulate an R gene, tentatively called
Senl-4, involved in a monogenic qualitative resistance
against S. endobioticum race 1. The name of this locus is
an abbreviation of the pathogen, the race and its chro-
mosomal position. Half tetrad analysis (data not shown)
indicates that the region is located on the long arm of
chromosome 4 approx. 5 cM below the centromere (bin
31). After removal of the <abxab > type markers, as well
as the Pstl/Msel or Sacl/Msel markers, 13 mapped
<abxaa> segregating EcoRI/Msel AFLP markers re-
mained which were used for BAC landing (Table 2).

To ensure the construction of the BAC contig beyond
the interval, another three markers from the proximal
bin 35 (EACAMCTC_127, EAAGMCGA_373,
EAGCMATG 134) and the only one marker from the
distal bin 42 (EAGTMACC _252) were also used
(Table 2).

BAC identification

The SH83-92-488 BAC library was screened for BACs
that carried AFLP markers from the interval com-
prising Sen-1. To this end 64 super pools were fin-
gerprinted with the 13 AFLP primer combinations that
were used to amplify the marker loci, listed in Table 2.
The 0.4 genome equivalent templates showed an
average of 40 fragments per lane, upon selective PCR
amplification with (Eco/Mse+3/+3) AFLP primers
extended with three selective nucleotides (Fig. 1). De-
convolution of super pool fingerprints for the markers
of interest indicated a group of putatively positive
plates. To verify these positive plates, the presence of
the AFLP markers was confirmed by fingerprinting the
single plate pools with the appropriate AFLP primer
combinations. Eventually we obtained for the AFLP
markers between three and seven positive plates (Ta-
ble 2), with an average of 4.7 plates per marker. This
is in close agreement with the expected number of five
and a half positives when using an 11 genome equiv-
alent BAC library in combination with heterozygous
AFLP-markers. The specific plate pools that were re-
trieved with AFLP markers are already indicative for
the physical distance between certain marker loci.
Marker EAACMCAT_ 307 and EAGTMACC_252
both landed on a BAC in pool 115, suggesting a
physical distance of less than 100 kb (the average BAC
insert size).



1 2 3 4 5 6 7 8|M|P
— ——
—Ei « 500bp
—— —
<+ 400 bp
— |
“——- B
— pe———
R « 300 bp
[ g
-J « 210 bp
P ——e «— 200 bp
e — E
I @ aae (——
— - -
e ———— — e
pe— —
F— — | ] . 100bp

Fig. 1 The AFLP fingerprints of eight super pools (lanes 1-8)
generated with AFLP primer combination E+AGT and
M+ AGG. Next to the samples a ten base size ladder (M) is
shown, and the parental clone (P) from which the BAC library was
constructed. The AFLP marker EAGT/MAGG-210 is indicated
with an arrow

Row and column pools were constructed by pooling
single well cell cultures of the library plates. Plasmid
DNA was isolated from these pools to prepare AFLP-
template and to test the row and column pools for the
presence of the AFLP marker. This procedure identified
a set of putatively positive single BACs, which were then
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Fig. 2 The AFLP fingerprints of eight BAC clones (lanes 1-8)
generated with non-selective HindIII and Tagl primers. Next to the
samples a ten base size ladder (M) is shown

tested separately to determine the AFLP marker con-
taining BACs.
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Seni1-4 interval

Fig. 3 The genetic and physical map of the Sen/-4 interval. In the
top part (a) the marker-saturated genetic map is shown (map units
are indicated with bin numbers). The genetic positions of recom-
bination events are indicated with an X. Two adjacent recombina-
tion events result in an empty bin (not shown). In the middle part
(b) the genetic and physical order of the AFLP markers from this

Contig construction

For the construction of a contig enclosing the Sen -4
interval, fingerprints of individual BAC clones were pro-
duced by non-selective AFLP HindIIl and Tagl primer
amplification (Fig. 2). Analysis of fingerprints from non-
overlapping BAC clones can be used as control experi-
ment to gain an impression of the chance of co-incidental
co-migration of non-homologous PCR fragments. This
was observed in a few cases among very short fragments,
which is consistent with the relative abundance of small-
sized fragments (below ~150 bases). To ensure homology
between co-migrating bands only the amplified fragments
larger than 200 nucleotides were used during contig con-
struction. The AFLP band mobilities were multiplied with
ten to produce a functional dataset for FPC (Soderlund
et al. 2000) which was used for contig construction of the
selected BAC clones. This resulted in two contigs (Fig. 3)
of which the first enclosed the region starting with BAC
092E05 (positive for AFLP marker EACA/MCTC-127
which genetically mapped in bin 35) through BAC
247A20 (positive for AFLP marker EAGG/MCTT-403
mapped in bin 41). The second contig starts with BAC
202N21 (positive for AFLP marker EAAC/MCAT-307
mapped in bin 41) and ends with BAC 115N09 (positive
for marker EAGT/MACC-252 mapped in bin 42). This
last contig appeared to be very short, and is comprised of
five BAC clones. All five BACs were positive for the
AFLP-marker EAAC/MCAT-307 (clones 115NO09,
122 K18, 138N09, 202N21, 246B04), and among these,
one BAC clone (115N09) was also positive for EAGT/
MACC-252. This shows that the second contig includes
the genetic position of distal recombination event of the
Senl-4 interval, between bin 41 and bin 42.

With FPC the order of the BACs and the individual
bands obtained by BAC fingerprinting could be deter-
mined. The gap between the ‘bin35/41-contig’ and the
‘bind1/42-contig’ was located within bin 41, between

region is shown. In the bottom part (c) the BAC contig is shown.
Vertical arrows below the marker names indicate the BAC clones
that were positive for the AFLP marker. The order and overlap of
the BAC clones were determined by, with FPC, using BAC
fingerprints with the Hindlll/Tagl AFLP primer pair without
selective nucleotides

marker EAGG/MCTT-403 and EAAC/MCAT-307, each
landing on five BAC clones. Closer examination of the
fingerprinting patterns showed one fragment of ~208
nucleotides long, which was common to BAC clones
247A20 and 202N21. According to the ‘bands file’ of FPC
this shared fragment was indeed located at the farthest end
in both contigs. This small overlap is insufficiently sig-
nificant for FPC to join both contigs with the parameters
used. Nevertheless, the locus specificity of co-migrating
AFLP fragments and the distal placement of the band in
either contig offers sufficient confidence to conclude that
the gap between the ‘bin35/41-contig’ and the ‘bin41/42-
contig’ is connected by BAC clones 247A20 and 202N21.

Discussion
Inheritance of wart disease resistance

In this paper we report the genetic mapping of a resistance
gene against S. endobioticum race 1 on potato chromo-
some 1V, and therefore propose the name Sen I-4. The
observation of a monogenic inherited resistance is seem-
ingly in contrast to earlier genetic models. Earlier studies
on the inheritance of wart disease race 1 by classical
genetics have resulted in genetic models comprising at
least two genes (Salaman and Lesley 1923; Lunden and
Jorstad 1934; Maris 1973). However, the approach taken
by Hehl et al. (1999) as well as our approach implies the
correlation of phenotypic segregation in a bioassay rela-
tive to loci on a linkage map. Both mapping studies show
that a single locus is involved in resistance, albeit on dif-
ferent chromosomes (chromosome XI, Hehl et al. 1999;
chromosome 1V, this paper). As such linkage mapping
can only display heterozygous loci segregating in the
mapping population, whereas the earlier genetic models
were based on multiple crosses. Intercrosses between
parental clones from this study and the study by Hehl et al.



(1999) may allow to reconcile the classical genetic models
and loci currently mapped. A duplicate gene model
(AaBbxAaBb=15:1), or epistatic interactions such as
complementary genes (AaBbxAaBb=9:7) or recessive
suppression (AaBbxAaBb=13:3) can be inferred from
intercrosses between parents such as SH83-92-
488 x H80.577/1 (resistant X resistant), SH83-92-
488 x H80.576/16 (resistant x susceptible), RH89-039-
16 x H80.577/1 (susceptible x resistant) and, RH89-039-
16 x H80.576/16 (susceptible X susceptible), as well as
intercrosses of offspring clones. Comparing of the pedi-
grees of both mapping populations (data not shown; Dr.
C. Gebhardt, personal communication) did not show any
parents in common. In addition, it should be noted that
the resistance against S. endobioticum race 1 is commonly
observed in approx. 60% the modern potato cultivars.
Therefore the relation between the two loci currently
mapped and the classical genetic models remains incon-
clusive.

Utility of the marker saturation offered by the ultra
dense map of potato

For potato a marker dense linkage map was constructed
consisting of a maternal map comprising 4,187 segre-
gating marker loci and a paternal map comprising 3,413
marker loci. The co-segregating marker loci are grouped
in the so-called bins, where each bin differs from its
neighbouring bin(s) by one recombination event in the
mapping population (Isidore et al. 2003). The marker
density between the bins of the linkage map varies
considerably, ranging from 0 up to 531 markers per bin,
with the most marker dense bins occurring at the pre-
sumed centromeric regions of the chromosomes. The
mapping of the resistance gene against S. endobioticum
race 1 was performed by using this ultra dense genetic
map of potato and adding the disease test results as a
single marker locus. Sen/-4 was located between bin 35
and 42 of linkage group 4. All genetic positions within
this interval have an equal likelihood to accommodate
the R gene due to the absence of specific plants in the
disease test. Although the average number of markers
used was less than two per bin for this region, which is
lower than the average of 4.2 markers per bin, it was
possible to construct a contig. In fact the level of marker
saturation is even more positive because neither the
AFLP markers of the Pstl/Msel and Sacl/Msel primer
combinations, nor the 3:1 segregating AFLP markers
have been exploited.

This contig is spanning a genetic distance of ~6 cM
(seven recombination events in 120 offspring) and a
physical distance of ~1 Mb, including the minimal
overlap between BAC clones 247A20 and 202N21 lo-
cated within bin 41. This confirms that the level of
marker saturation is adequate and equivalent to a
marker spacing that is less than the average insert size of
this BAC library. This allows BAC landing and contig
construction at a low genetic resolution (=100 off-
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spring). The unknown order of the markers within a bin
is not an obstacle for BAC landing.

The BAC library may contain more BAC clones to
reinforce the contig. This may apply not only to the
247A20 and 202N21 connection, but also to the other
connections that do not have the expected ~5-fold deep
coverage. Since the super pools of the BAC library have
been surveyed only with AFLP markers, the best cov-
erage is observed around the position where the marker
lands on the BACs. The poorest coverage is observed
between the marker positions where the end of a cluster
of BACs meet the end of the next cluster.

The results also describe the co-retention of AFLP
markers in super pools and plate pools. The joint pres-
ence or absence of markers in the 64 super pools allows
physical mapping of the markers, because the level of co-
retention is proportional to the physical distance of the
markers (Borm et al. 2003; de Boer et al. 2004).

The below average number of markers per bin
(including an empty bin 40) already suggested the limited
physical size and, in connection to this, an elevated
recombination frequency in this region. This is in agree-
ment with the findings of Ganal et al. (1989), Young and
Tanksley (1989) and King et al. (2002) that there is no
direct relation between the genetic linkage intensities and
the physical distance between markers over the genome.
At this moment a genome-wide physical map is con-
structed using markers generated with non-selective
EcoRI/Msel AFLP fingerprinting of the potato clone
RH&89-039-16. In combination with the AFLP markers
mapped in the ultra dense genetic map, these contigs will
be linked to the genetic map of potato. When this physical
map is finished more can be said about the physical clus-
tering and the genetic/physical ratio per region of EcoRI/
M sel markers in the potato mapping population.

Efficient identification of BACs via BAC pools

Most BAC libraries include ten—thousands of BAC
clones to provide sufficient genome coverage to ensure
the presence of the desired fragment of the genome. To
identify a single BAC clone of interest among all these
BACG:s, without making extreme efforts, several pooling
strategies have been developed. Generally speaking, we
recognise two systems: (1) the step-wise screening of li-
brary plates, and rows and columns of within positive
plates; (2) the assembling of pools in three or more
dimensions. De-convolution of positive pool signals then
leads directly to the BAC clone of interest (Klein et al.
2000; Rogel-Gaillard et al. 2001; Whisson et al. 2001).
This might be efficient for genome-wide physical map
construction (Klein et al. 2000), where all information
gained can be used to construct contigs and a large
numbers of markers are used to screen all the pools.
However, for local contig construction with only a few
markers across a small interval, the assembling of multi-
dimensional BAC pools will take too much effort rela-
tive to the number of markers by which the pools are
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going to be screened. In this study we have used a
combination of the step-wise and the dimensional
pooling strategy. At the level of library plates we con-
structed two-dimensional row—column super-pools, be-
cause the low number of positive plates to be expected
(5.5 per 255 plates) allows to obtain a reduction of the
number of PCR steps (255 to 64), without a severe trade-
off of gaining many false positives. If multiple super
pools (rows and columns) were positive, the de-convo-
lution will result in a few false positives, which could be
verified at the plate pool level easily. Similarly, com-
bining of two rows and two columns will result in fewer
PCR reactions to identify the BAC clone within a plate.
With four additional PCR reactions the single positive
BAC clone can be distinguished easily from the three
false positives, from the four putatively positive clones
suggested by the row and column pools. Although it is
not easy to provide quantitative figures, we suggests that
it is more efficient to use this step-by-step pooling design
and verify false positives than investing into a pooling
strategy by which no false positives arise, but always a
very large number of PCR reactions have to be tested.

Towards cloning of Senl-4

So far, we have a genetic map of ~6 cM and a physical
contig of ~1 Mb, comprising the Sen/-4 locus, without
the resolution that could be gained from the analysis of
recombinants from large numbers of offspring. With
this, we have demonstrated that the concept of BAC
landing (Tanksley et al. 1995) does not require the ge-
netic resolution of many recombinants, but only the
marker saturation as provided by our dense linkage map
(Isidore et al. 2003). For future research we have selected
a minimal tiling path of 14 BAC clones. These BAC
clones could be used for direct transformation, if it were
not possible to postulate candidate genes. However, for
the cloning of a disease resistance gene, it iS more
obvious to screen the 14 BACs for R gene like sequences
via Southern analysis or with primers based on the
highly conserved NBS motif (e.g. Van der Linden et al.
2004). BACs that contain such resistance gene analogs
(RGA’s) can be subcloned and sequenced. Functional
open reading frames can be used for complementation
studies as well, if BAC transformation is deemed to be
problematic. Complete DNA sequencing of the minimal
tiling path is not inconceivable either. In conclusion, the
added value of the genetic resolution gained by a priori
screening many offspring for recombinants is doubtful.
Moreover, it will require two growing seasons to gen-
erate sufficient numbers and sizes of potato tubers from
those recombinants for the wart disease bio-assay. Only
when large numbers of RGA’s are detected across many
BACs, the resolving power of genetic recombination
should be employed to narrow the interval and the
number of candidate RGA’s. Irrespective of the proce-
dure chosen, the material required for the bio-assay to

confirm cloning of the correct Senl-4 resistance gene will
take at least several years.

By using a marker-saturated linkage map of potato, it
was possible to genetically map the resistance gene
against S. endobioticum race 1 and to detect sufficient
BAC clones originating from this region. By performing
non-selective AFLP the overlap between different BAC
clones could be determined resulting in a contig and a
minimal tiling path enclosing the Senl-4 locus. The
method of ‘BAC-landing’ used in this paper provides an
illustration of the concept of ‘contig seeding’ or ‘contig
initiation’ (Bryan et al. 2002) and underlines the utility
of the ultra dense map of potato.
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