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ABSTRACT

Background: It is unknown whether meat intake is beneficial for
long-term patient and graft survival in kidney transplant recipients
(KTR).

Objectives: We first investigated the association of the previ-
ously described meat intake biomarkers 1-methylhistidine and 3-
methylhistidine with intake of white and red meat as estimated
from a validated food frequency questionnaire (FFQ). Second, we
investigated the association of the meat intake biomarkers with long-
term outcomes in KTR.

Methods: We measured 24-h urinary excretion of 1-methylhistidine
and 3-methylhistidine by validated assays in a cohort of 678
clinically stable KTR. Cross-sectional associations were assessed by
linear regression. We used Cox regression analyses to prospectively
study associations of log,-transformed biomarkers with mortality
and graft failure.

Results: Urinary 1-methylhistidine and 3-methylhistidine excre-
tion values were median: 282; interquartile range (IQR): 132—
598 umol/24 h and median: 231; IQR: 175-306 pmol/24 h,
respectively. Urinary 1-methylhistidine was associated with white
meat intake [standardized S (st B): 0.20; 95% CI: 0.12, 0.28;
P < 0.001], whereas urinary 3-methylhistidine was associated with
red meat intake (st B: 0.30; 95% CI. 0.23, 0.38; P < 0.001).
During median follow-up for 5.4 (IQR: 4.9-6.1) y, 145 (21%) died
and 83 (12%) developed graft failure. Urinary 3-methylhistidine
was inversely associated with mortality independently of potential
confounders (HR per doubling: 0.55;95% CI: 0.42,0.72; P < 0.001).
Both urinary 1-methylhistidine and urinary 3-methylhistidine were
inversely associated with graft failure independent of potential
confounders (HR per doubling: 0.84; 95% CI: 0.73, 0.96; P = 0.01;
and 0.59; 95% CI: 0.41, 0.85; P = 0.004, respectively).
Conclusions: High urinary 3-methylhistidine, reflecting higher red
meat intake, is independently associated with lower risk of mortality.
High urinary concentrations of both 1- and 3-methylhistidine, of
which the former reflects higher white meat intake, are independently

associated with lower risk of graft failure in KTR. Future intervention
studies are warranted to study the effect of high meat intake on
mortality and graft failure in KTR, using these biomarkers. Am
J Clin Nutr 2021;114:1505-1517.
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Introduction

Kidney transplant recipients (KTR) are at high risk of
premature mortality and decline of renal function (1, 2). In
KTR, high dietary protein intake has been associated with lower
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risk of premature mortality and graft failure through an as yet
unknown mechanism (3, 4). Whether the source of dietary protein
is relevant to outcome in KTR is unknown. Meat is an important
source of dietary protein. Studies of 2 types of meat have been
reported extensively in the literature: white and red meat. Several
large cohort studies in the general population have found that high
red meat intake is associated with increased risk of chronic kidney
disease, kidney failure, and death (5-7). Conversely, white meat
intake has been associated with lower risk of mortality in the
general population (5). Currently, it is unknown whether white
meat, red meat, or both are associated with long-term outcomes
in KTR.

One of the challenges of estimating meat intake through
a food frequency questionnaire (FFQ) is that the estimations
are prone to limitations, including under- and overreporting,
illiteracy, motivation requirements, recall bias, errors in portion
size estimation, and socially desirable answers (8, 9). The use of
meat-specific biomarkers might be a more accurate approach in
estimating true meat intake. A proposed marker for white meat
intake is 1-methylhistidine, which results from the metabolism
of the dipeptide anserine (10, 11). Up to 90% of dietary
anserine is hydrolyzed to 1-methylhistidine and excreted via
urine (12). Previous studies found that both plasma and urinary
I-methylhistidine are associated with white meat intake, which
comprises predominantly poultry intake (13, 14). A proposed
biomarker for red meat intake is 3-methylhistidine, which is
found in myosin and actin (15) and is formed after methylation of
histidine moieties and released after catabolism of proteins (11,
15, 16). Thereafter, 3-methylhistidine is neither further reutilized
nor metabolized but instead is excreted as 3-methylhistidine via
urine (17). Skeletal muscle, being the main source of actin and
myosin, is regarded as the predominant source of urinary 3-
methylhistidine.

In a controlled dietary intervention study of 33 adult men and
17 adult women, Altorf-van der Kuil et al. found that urinary
excretion of 1-methylhistidine (uex ] MH) and 3-methylhistidine
(uex3MH), respectively explained 69% and 72% of variation in
total meat intake (18), making these urinary metabolites putative
biomarkers of meat intake.

In the present study, we aimed to investigate the potential
association of uex 1 MH and uex3MH with FFQ-derived estimates
of meat intake in a large cohort of clinically stable KTR who were
not subjected to dietary protein intake restrictions. Secondly,
we aimed to prospectively study the association of uex] MH
and uex3MH with long-term outcomes, i.e., mortality and graft
failure, in KTR.

Methods and Materials

Study population

From November 2008 to March 2011, adult KTR who received
a transplant >1 y before and had a functioning graft (i.e., not
on renal replacement therapy) were invited to participate to
this study, as a part of a larger prospective cohort study of
KTR (TransplantLines Food and Nutrition cohort, registered at
clinicaltrials.gov as NCT02811835). At the time of inclusion,
all KTR were undergoing clinical follow-up at the University
Medical Center of Groningen, the Netherlands. Subjects with
overt congestive heart failure (New York Heart Association class
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3-4), medical history of cancer other than cured skin cancer,
alcohol or drug abuse, or insufficient understanding of Dutch
language were excluded. KTR who signed written informed
consent and had frozen urine samples available for analysis were
consecutively included in the study (see Supplemental Figure
1 for a flow diagram of participant inclusion). At measurement
times, subjects were at steady state, i.e., biochemically stable
and without an acute illness (e.g., infection). The study protocol
was approved by the institutional ethical review board (METc
2008/186) and has been conducted in accordance with the
declarations of Helsinki and Istanbul.

Data collection

Subjects were invited to the outpatient clinic for baseline
measurements and collection of blood and urine samples. Blood
samples were drawn after a minimal 8-h fasting period. On
the same day, 24-h urine was collected by each participant,
according to a well-explained protocol. Urine collection was
under oil and the antiseptic agent chlorhexidine was added to
the urine. Physical measurements have been described in detail
previously (19-21) and were done on the same day as blood and
urine collection. Questionnaires were used to obtain information
on smoking and alcohol intake. We categorized smoking as
never, former, or current, and alcohol intake as 0-10, 10-30,
or >30 g/24 h. Diabetes mellitus was characterized by the
usage of antidiabetic medication or fulfillment of the American
Diabetes Association criteria of 2017: a fasting plasma glucose
concentration >7.0 mmol/L and/or HbAlc >6.5%. Physical
activity was measured with the Short Questionnaire to Assess
Health-enhancing physical activity (SQUASH) (22). Delayed
graft function was defined as need for dialysis in the first
week following transplantation (23). In KTR with proteinuria
at the time of baseline of the biobank and cohort study, we
checked whether kidney biopsies had been performed between
2 y before and 2 y after baseline measurement. If the time
between 1 y after transplantation and baseline was <2 y, we
included kidney biopsies if they had been performed between
1 y after transplantation and 2 y after baseline measurement.
Biopsies were performed by a trained nephrologist, prepared
according to local protocol, and examined by a trained kidney
pathologist.

Dietary assessment

We used validated semiquantitative FFQs that were developed
at Wageningen University and have been described in detail
before (24, 25). The FFQs were distributed to the KTR to fill
out at home before visit to the outpatient clinic for baseline
measurements. Household units were used to express the
number of serving sizes consumed (e.g., bowls or pieces) or
weights. Frequency was expressed per day, week, or month.
The FFQs were afterward checked by trained researchers, and
patients were consulted if needed to verify answers that seemed
inconsistent or if FFQs were incomplete. The questionnaire
data were analyzed using the 2006 Dutch Food Composition
Table (NEVO), as distributed by the Dutch Ministry of Health,
Welfare, and Sport (26), to calculate intakes of energy and
macro- and micronutrients. FFQs reporting energy intakes of
<500 or >5000 kcal per d were regarded as unreliable and
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therefore excluded. Certain food items were combined to produce
a composite measurement of specific meat intake, such as
red meat or white meat. Red meat intake was calculated by
combining the daily intakes of beef, pork, lamb, liver/kidney,
and processed meat products [sausages, blind finch (a type of
Dutch roulade), minced meat, bacon, and luncheon meat]. White
meat intake was calculated by combining the daily intakes of
chicken and turkey meats. In Supplemental Table 1, an overview
of the specific meat intakes derived from the FFQ can be
found.

In addition to the FFQ measurement of total protein intake, we
also calculated total protein intake with 24-h urea excretion and
protein excretion using the Maroni equation (27):

Protein intake (g/day) based on the Maroni equation
= 0.18 x urinary urea excretion (mmol/day) + 0.19

x body weight (kg) + urinary protein excretion (g/day) 1)

Laboratory measurements

We measured concentrations of 1-methylhistidine and 3-
methylhistidine from thawed 24-h urine samples using a validated
UHPLC-MS/MS. The urine samples were derivatized with
AccQ-Tag derivatization reagent according to the manufac-
turer’s protocol (Waters Corporation). The derivates of 1-
methylhistidine and 3-methylhistidine were separated using
a Phenomenex Synergi™ column (4 um Polar-RP 80 A,
150 x 3 mm) and were detected using positive-ion electrospray
ionization in multiple reaction monitoring mode using the
following transitions: m/z 340.0—171.0 for 1-methylhistidine
and 3-methylhistidine and 335.0— 171.0 for the internal standard
(13C6-, 15N3-histidine). Data were analyzed using MultiQuant
MD 3.0.2 (Sciex). Two urine samples were used for assessment
of intra-assay precision, and 2 others for assessment of interassay
precision. The intra-assay CVs for 1-methylhistidine were 3.1%
at 155 pumol/L and 4.4% at 1450 pmol/L, with interassay
CVs of 12.1% at 53 pmol/L and 8.6% at 118 pmol/L. For 3-
methylhistidine, the intra-assay CVs were 4.3% at 402 pmol/L
and 5.4% at 604 umol/L, and the interassay CVs were 8.4% at
99 umol/L and 8.7% at 141 umol/L. The accuracy was 112% for
I-methylhistidine and 109% for 3-methylhistidine compared to
our reference method for amino acids on a Biochrom 30 analyzer
(Pharmacia Biotech). The detection and quantification limits for
1-methylhistidine were 4.3 and 18.6 umol/L, respectively, and for
3-methylhistidine 4.5 and 6.5 pmol/L, respectively, with a linear
range up to 1000 pumol/L. Samples above this range were reported
as >1000 pmol//L. Urine sample concentrations below or above
the detection threshold of a specific compound were registered
as at the lower or upper detection threshold, respectively. The 1-
methylhistidine concentrations were below the lower detection
threshold in 2 KTR and above the upper detection threshold in
8 KTR. All KTR had 3-methylhistidine concentrations within
the limits of detection. Routine laboratory methods were used
for other blood and urine analyses, as described earlier (19—
21). Venous pH and HCO;~ were measured as described earlier
(24). Urinary taurine was measured by UHPLC-MS as previously
described (28). Serum iron was measured using photometry
(Modular P800, Roche Diagnostics).

We calculated the estimated glomerular filtration rate (eGFR)
using the Chronic Kidney Disease Epidemiology Collaboration
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formula with serum creatinine and cystatin C (29). Proteinuria
was defined as urinary protein excretion >0.5 g/24 h.

Study outcomes

Outcomes were all-cause mortality and death-censored graft
failure. Graft failure was defined as return to dialysis or
retransplantation. Follow-up was up to October 2015. No patients
were lost to follow-up.

Statistical analysis

Baseline data are presented as mean £ SD for normally
distributed data, as median [IQR] for nonnormally distributed
data, and as number (percentage) for nominal data. Since
uex1MH and uex3MH had a skewed distribution, these variables
were log, transformed for all analyses.

We first cross-sectionally studied the separate associations
of uexIMH and uex3MH (dependent variables) with basic
characteristics and transplantation-related characteristics (inde-
pendent variables) by performing univariable linear regression.
Categorical variables were recoded into dummy dichotomous
variables and analyzed together by means of multivariable linear
regression.

We also cross-sectionally analyzed the associations of
uexIMH and uex3MH with dietary intake estimates by first
performing univariable linear regression and consecutively
multivariable linear regression. In the multivariable analyses, we
adjusted the associations of uexIMH and uex3MH with food
intake estimates for age, sex, total caloric intake, body mass
index [BMI (kg/m?)], and eGFR. Regression coefficients values
are presented as standardized S (st B), referring to the number
of SDs the dependent variable changes per SD increase of the
independent variable, allowing the comparison of association
strengths among different variables. As measure of variability,
95% Cls are shown in Tables 1-3. A paired t-test was employed
to assess differences between FFQ-derived protein intake and
Maroni-calculated protein intake.

Second, we studied prospective associations of uex]MH and
uex3MH with mortality and death-censored graft failure during
follow-up by performing Cox proportional hazard analyses.
We used log,-transformed uex]1MH and uex3MH to allow for
interpretation of HR values per doubling of uex1 MH and per dou-
bling of uex3MH, respectively. We adjusted the associations of
uex1MH and uex3MH with outcomes for potential confounders.
Baseline characteristics that were significantly associated with
uex1Mh and uex3MH were considered potential confounders.
Model 1 included adjustments for several potential confounders,
including age, sex, BMI, eGFR, proteinuria, time from trans-
plantation to baseline visit, and FFQ-estimated energy intake.
Adjustments of all subsequent models were additions to model 1
in order to prevent inclusion of too many variables per number of
events. In model 2 we additionally adjusted for transplantation-
related factors (postmortem donation, cold ischemia time, total
dialysis time, number of previous transplantations, and primary
renal disease), in model 3 for posttransplantation complications
[delayed graft function, rejection after transplantation (up to
baseline), CMV infection (primary or secondary)], in model 4 for
immunosuppressive medication (prednisolone dosage, usage of
calcineurin inhibitors, and/or proliferation inhibitors), in model

1202 J8qWIBAON 80 Uo Jasn Aselqr yn usbulusbepn Aq §90¥629/S0S L/v/Y L L /a1onie/usle/woo dno-olwspese//:sdny wolj papeojumoq



Said et al.

1508

Downloaded from https://academic.oup.com/ajcn/article/114/4/1505/6294068 by Wageningen UR Library user on 08 November 2021

“SONRQBIPHUE JO SN JO/PUL ‘%G 9< O] YqH “I/[ow £ < 350903 poo[q S& pauyad,,

*(3[or)IE OIWAYDST JUIISURT) PUB JUIPIOOL

JTR[NOSEAOIQAIRD JUIPN[OUT) JUIAQ JMWAYIST [IGIAD pue ‘(Sunjers ssed£q A1o1re L1eu0100 pue uonuaAIdUl A1LU0I0 snodueIndted SUIPN[OUT) UOHUIAIUT AIZUOIO0D ‘UOTIOIBJUT [RIPIEIOAW SE AUy,
"[(9%$°9) ¥t = u] vyep Sursstur Jo asnesdq 9,001 03 dn wmns jou op saL0FNe),

"UOTIOIOXD QUIPNSTY[AYIoW-¢

Areurn :HJAXoN {UOTOIOX QUIPHSIYIAYIOW-| ATBULIN THIAT [ XON {90UIJAI ‘Joy JUSIOYJA0d g pazipiepuels ‘g 1s :Kianoe [edrsAyd Surouequo-yiesy sseSy 03 axreuuonsan) 1oys ‘HSVNOS o[qeordde
jou ‘YN “uardroar juedsuen Aoupny LY ‘uiqojSoway pajedk[3 91 yqH ‘uraoid aAnoeal-) J¥YD "d[qerea juspuadopur oy ur juswaoul (IS 1od (1oyrewolq) s[qeLrea juapuadop oy ur sa3uryd (S JO Ioquinu
3y 0) SULLIDJAI ‘USAIS AT ¢ IS YOIYM JO SISATRUE UOISSIZAI J[QRLIBAIUN BIA PAJSI) JIOM SI[QELIBA [JIM SIOIBWOI] JO SUONBIDOSSY *(95) Joquunu n[osqe 10 ‘[YOI] uerpaw ‘qS F ueaw se pjudsaid e eje(,

100°0> 9Z°0°TT°0 81°0 €000 61°0 ¥0°0 Tro [£L08-0t0T] 09TS 8.9 a100s Lranoe fearsAyd HSVNOS
10 $1°0 T0°0 — 90°0 710 $1°0T0°0 — 90°0 ['9 F ¢6I €L9 /10w ‘uoxr wnieg
100°0> ¥$°0 ‘1%°0 810 100°0> €2°0 8070 S1°0 [or6-012] €€S 819 U/p/1owm ‘UOn_IOXd dQULINE) dULI)
K] $1°0 ‘100 — 900 68°0 80°0 ‘L00 — 100 9T F I8 LL9 /601 X “1K500n9] poojg
1L0 600 ‘900 — 200 00 7000 ‘9T°0 — 80°0 — [SH-L019T 8¢9 T/5W TIAD
uonewweyuy
€8°0 L0°0 600 — 100 — LT0 00 ‘T1'0 — $0°0 — '€ F 9%¢C 929 _£QDH Snousp
€0 10 ‘Y00 — ¥0°0 €ro $1°0 200 — 90°0 Y00 F LEL 929 Hd snousp
SISOPIY
90°0 $00°0 ‘ST°0 — L00— 00 00— “L1'0— 600 — (8°S1) LOT 8.9 (%) u “a3esn sonaqeIpHUY
820 €0°0°CI'0— 00 — 200 100— 910 — 600 — (6°€0) 291 8.9 +(%) U ‘sarRqeIq
SaeqeI(q
650 900 ‘01'0 — 00— LT0 €00 TI'0— $0°0 — 6+1) 101 8.9 (%) U “YUSAD TE[NOSEAOIPIELD JO AI0ISTH
780 L0°0 ‘600 — 100 — Se0 $0°0‘11°0 — $0°0 — l6TT—ST1189'1 0L9 “J/[owu ‘SapLIddASLY,
¥°0 SO0°11'0— €0°0— LSO 01°0°S0°0 — 200 [0S €-0€T1 06T 699 “J/[owu ‘[oI21$d[0Yd AT
100°0> 01°0— ‘ST0— L10— 81°0 200 ‘€10 — S00— [09'T-01° 11 0€'T 699 “T/IoWW “[0ISA0YD JAH
10°0 00— ‘L1'0— 010— 96°0 L0°0 ‘800 — 7000 — T F IS 819 "1/I0WW “[011SA[OYD [LI0],
100°0> 1270 ‘90°0 ¥1°0 €0 11°0 ‘400 — $0°0 IT F €8 9.9 SHww ‘amssaxd o1j0IseI]
0€°0 10 ‘Y00 — 700 80°0 100 ‘10— LO0— LT F 9l 9.9 SHww ‘amssaxd orjo1skg
mhouoeema hﬁ:omm\ro_ﬁEU
1€°0 €1'0 ‘400 — 00 $9°0 900 ‘01°0 — 00— (renes aLm)
970 $0°0 ‘€1°0 — S00— 100 00— ‘610 — 10— (8°2) 06T xq
PN 7oy (#'6€) L9T JOAON]
6£9 (%) u “101ARYRQ SUnjowg
VN VN 100°0> 61°0 ‘S€°0 wo [€90¢—+'SLI]0'T€T 8.9 Y pg/[oum ‘HNgxon
100°0> €0 620 9¢°0 VN VN [LL6§-0TET] L'18C 819 Y pg/fowrt ‘HA XN
SI9¥IeWOIq ayejur Evuo‘a \Q.NEED
100°0 S0°0— ‘0T0— 10— 10 200 ‘10— 900 — [s11-8°11 €6 819 A ‘vonejue[dsuen 20uls W],
100°0> 0€'0°S1°0 70 7000 61°0 ‘400 710 8t F 99 8.9 ZW/8Y TING
100°0> 0S°0‘9¢°0 €0 100°0> LT001°0 LT°0 991 F $08 819 3Y ‘WSom
100°0> ¥$°0 ‘1¥°0 L0 100 L1°020°0 600 (S°LS) 06€ 819 (%) u a8 SR
100°0> 110— 970 — 81°0— 100°0> 01'0— ‘920 — 81°0— [629-8'¥¥] S¥S 8L9 & quoned jo 93y
SONSLIdORIBYD [BIUdN)
anfeA g 1D %S6 g18 anea d 1D %56 g18 (8L9 = u) ¥Ld u
:meos HINTXon

SID[TEWOIQ PAULIOJSULI)-CI0] [IIM UOTIRIDOSSY

| SOUSLIAIORIRYD [BISUDT OISEq (LM SIONIBWIOL] SYBIUL JBAW JO SUONRI0SSY [ A TAVL



1509

Meat intake and survival in kidney transplants

Downloaded from https://academic.oup.com/ajcn/article/114/4/1505/6294068 by Wageningen UR Library user on 08 November 2021

(ponunuo))
780 600 °L00— 100 L¥'0 S00°11'0— €00 — (XYAXA 729 (%) u ,‘uonoaur sNITAO[ESAWO0IL)
100 81°0 ‘€00 110 950 01°0 ‘S0°0 — 00 (TL 6t 8L9 (9) u ‘uonouny 1ye1s pakefq
LSO SO0 ‘100 — 00— S0°0 1000 ‘ST°0— 80°0 — (6'81) 8¢1 8L9 (%) u ‘WAL
1€0 1000 — 700 50 SE'0°81°0— €00 (1'92) LL1 8.9 (%) u “(surpaseq 03 dn) uonejueidsuen soye uondaloy
80°0 $1°0 ‘100 — LO0 €00 91°0 ‘10°0 80°0 (9°¢8) L9S 8L9 (%) U 4*a3esn J0IqIYUT UONEIJT[OI]
700 L1°0 ‘200 600 600 ¥1°0 ‘100 — LO0 (T99) 18¢ 8L9 (%) u 3esn IND
2000 61°0 ‘400 10 200 L1°0°20°0 600 [oor-s'21 001 8.9 Yu}z/3w “aFesop auo[osIupald
QuI[aseq je uonedIpawx oiwwOHQQ:moz:EEH
REN| EEN O LT 1410
0’0 S00°11'0— €00 — ¥6°0 80°0 ‘80°0 — €000 ((X0))4 qeuIXmry
060 1270810 — 100 w70 T€0°L00— 10 (6'61) 8¢€ gV [BUO[OUOW YT T[-HUY
IS0 900 ‘€10 — €00 — 18°0 80°0‘11°0— 100 — 091 »dV [euopouow ¢1 30
€8°0 10 Y10 — 100— 9L0 STOT10— 00 (8'8) 09 DIV
ST0 SI'0 400 — S0°0 120 SI'0°€0°0— 900 Tyl SNWI[OIdE],
ST0 L00 620 — 1o— LLO 120910 — €00 (6°'L0) 681 v utrodsopor)
70 900 ‘¥1°0 — $0°0 — €ro 61°0°T00 — 80°0 (8'¢)9T sundoryiezy
Nh@ mAe\bv u .Eoﬁﬁcﬂmmcmb je EOGw@uQ&SmOCSEEM COEOSUCH
S0°0 100°0— ‘S1°0 — 800 — S0°0 10°0 ‘S1°0— LO0— (L'6) 99 8L9 (%) u ‘suonejueidsuen <
100 €0°0— ‘810 — 010— 600 100 ‘P10 — LO0— [o1z-82l €6l 0L9 Y ‘o eruayost pjo)
€00 91°0 ‘10°0 80°0 00 91°0 ‘10°0 80°0 (Tre) TeT 8.9 (%) u ‘uoneyue[dsuen 1ouop SuIAI]
80°0 61°0°100— 01°0 81°0 €0°0 ‘810 — LO0— (9'8¢) 29T €<
S0 €1'0°L00— €00 LLO 600 °CI'0— 00— (€2 S91 T
S0 LO0TI'0— €00 — 81°0 €0°0°91'0— 900 — (STI) S8 I
7l 3y (81) Tzl 0
€9 (%) u ‘yojewsiu yIH
19°0 900 ‘01°0 — 00— LO0 100 °S1°0— LO0— [zs—o1l Lz 699 sypuow ‘dw SIsATeIp [elo,
woﬁmﬁouos.ﬁmﬁ_o ﬁuuﬁohunoﬁﬁcﬂamcm.ﬂﬁ
e 7y (LoD €11 ASNED UMOWNUN/IdYIO
L1°0 ¥1°0°C00 — 900 620 $0°0‘€1°0 — S00— ©°9) ¥¢ smyIj[ow sajRqelq
70 10 °S0°0 — €00 6L°0 LO0 ‘010— 100 — (9°9) 8¢ ASEISIP JE[NOSEAOUDY
70 TI'0°S0°0 — ¥0°0 €6°0 80°0 ‘600 — $00°0 — (Iv) 8¢ visepdodAy pue erserds£q
0L0 710800 — 00 780 [1°0 600 — 10°0 ($°00) 6€1 aseasIp [eual onsKok[og
91°0 91°0 ‘€00 — LO0 060 01°0 ‘600 — 100 — (Teo) €8 9sBaSIp [enNsIoMUI Te[nqny,
80°0 LT'0‘100— 80°0 1S°0 210900 — €00 (TL 6y snuydouonisworH
100 92'0 ‘S0°0 S1°0 9t°0 SI'0°L00— 700 (9'82) 761 ASBASIP IR[NIAWO[S ATeurtg
8.9 (9) u ‘aseasIp [eudl AIeWLIg
onea d 1D %S6 g1s onea d 1D %S6 g8 (8L9 = u) ML u
mzmxos :—\/:xos

SIOIRWOIQ PAULIOJSULI)-CIO0] )M UOTIBID0SSY

|SOBSLIANOLIRYD paje[aI-uonEIuR[dSULT) YIIM SIONIBWOIQ AYEIUL JBAUW JO SUOLBIONSSY T HTIVL



Said et al.

1510

Downloaded from https://academic.oup.com/ajcn/article/114/4/1505/6294068 by Wageningen UR Library user on 08 November 2021

"B[NUWLIOY D) UNBISAO-QUIUNEAId [H-AND 9y} A pare[nore)

[(%$°6) L = u] erep SuIssiu jo 3sneI3q 900 0) dn Wns Jou Op SALIOFANE) ¢

“UOTOAJUT SNITAO[ESoUI0)Ad A1epuodss 1o Arewtid,
‘[nejour aejoudydookw dqdurexs 104,
“SnWI[0198) ‘Q[dWeX J0] ¢

"€AD-qeUOWOINIA

"SPL019)$0013100 papnjout sj0d0j0xd uorssdxddnsounwwr uononput 1y "[(%6°0) 9 = #] e1ep SuIssiw Jo Isned3q %01 0} dn Wns Jou Op SALOIANEL)

[(9%6°9) $ = u] eyep Jurssiu Jo asnedaq %001 0) dn wns jou op mo:omowmom
"UOTIRIOXd QUIPNSIYIAYIOW-¢ ATBULIN ‘HA[EXAN UOTIAIOXD QUIPTISTY[AYIow- |
Areurn ‘HA [ XoN UAOYJR00 ¢ pazipiepue)s ‘¢ 1s ssmifour sajaqerp juejdsuemsod ‘NQLd Iuerdioar jueidsuen Asupny Y.L ‘usaSnue 9)4003N9[ uewny ‘yTH )Ll Uonen[y Je[NIdWo[S pajewinise
SLIDN LI0NQIUUI ULIN_UIdEd IND ‘uoneioqe[jo) ASojoruapidy aseasi Aouprs] oruoy) ‘Tdg-aSID d[qeliea juapuadopur oy ur Judwalour (S Jod (1oyIewolq) [qereA juapuadop oyl ur sa3ueyd (IS JO Joqunu

3y 0) SULLIDJAI “UAAIS aIe ¢ 1S YOIYM JO SISA[BUE UOISSAISAI S[qRLIBAIUN BIA PAJSA) JI9M SIQELIBA I SIDLIBWOI] JO SUOHRIOOSSY (%) I9quInu 3)n[osqe 1o [YOI] uripaw ‘qS F uesw st pajuasaid e ejed,

50 SO0 110~ €00~ 99°0 90°0 ‘60°0 — 00— (o) st 8L9 (%) u (4 $¢/3 §'0<) eLNUIROI]
[L£'0~20°0]
L8°0 600 ‘L0°0 — 100 70 SO0 110~ €00 — 020 8L9 Y $7/3 ‘uone1oxa urojoid
10°0 81°0 ‘€00 010 L0 €10 'T00 — S0°0 881 F 'S €99 6 WEL T/uIwy/ T YD
870 TI0 €00 — Y00 $8°0 80°0 ‘L00 — 100 [091-66] +21 9L9 7/[our QuIUNEaId wnieg
S1°0 200 €10~ 900 — 70 €00 °CI'0— S00— leer-TLlt6 9L9 7J/[ouww ‘BaIn wniog
uonouny ﬁmhwozﬁw Teusy
790 900 ‘01°0 — 00— ¥20 €00 CI'0— S00— €0c 000°01<
0€0 o %00 — 700 760 LO0 80°0 — €000 — o1 000°01-000$
650 01°0 900 — 200 90°0 SI°0 ‘€000 — 80°0 0 LT 000$>
ol FEX| (1°06) 119 a[quIoajepuq)
1+9 uy/sardod peoy [eaA Mg
onfeA J 1D %S6 g1s on[eA 1D %S6 918 (8L9 = u) AL u
HINgXen HIATXon

SIN[IRWOIQ PAULIOJSULI)-CIO0] [IIM UOTIRIIOSSY

(ponuyuo)) T ATAVL



1511

Meat intake and survival in kidney transplants

Downloaded from https://academic.oup.com/ajcn/article/114/4/1505/6294068 by Wageningen UR Library user on 08 November 2021

‘[(9%9°8) 86 = u] eyep Surssiw jo asneaaq 90| 03 dn wns Jou op ered,
*p/3 ur uonaIX? urjoad Areutin + 3y ur JySom Apoq x 6170 + Y $7/[0WW Ul uona1oxa eain Kreuwn * §1°(Q = (p/3) uonenba oy,
"UONRIOXR AUIPNSIY[AYIAW-¢

Areunn ‘HAEXoN {UOTIOIOXd QUIPNSIY[AYIowW-| ATeurIn “‘HIA [ Xon SJUaIoyjood g paziprepue)s ‘g 1s ‘oouarojar ‘Joy ‘ojqeoridde jou ‘yN ‘yuardioar jueidsuen Aoupry YL YD pue TN ‘OeIul OLIOed [810) ‘Xas ‘0Fe 10
Juausnipe + | [9pOW ;g [OPOW $[2pOU 9PNID ] [SPOIA “d[qeLIeA Judpuadapul ay) ur Juswaloul (IS 12d (1oxrewolq) sjqetiea juapuadap ay) ut a3uryd (S JO Joquinu 9y} 0] SULLIDJAI ‘USAIS Ik (g 1S) SIUSIOYJ0I ¢ pazIpIepue)s
YOIy JO SaSK[euE UOISSAISaI (7 [9POW) d[qELIBAD[NW PUE (| [OPOW) S[ELIBAIUN BIA P3)SI) DIOM SI[QELIEA 1M SISYIBLWIOL] JO SUONRIO0SSY *(%) Joquunu Anjosqe 10 [YOI] uerpow ‘(S F uedw st pajudsaid are ee(

96'0 [£0'0*L0'0—] 2000 ¥0°0 [co0'0—‘91°0—] 800— L8O [80°0°L00—1 100 0€°0 voo'zcro—1  v00—  leec—99l €zt 119 P/3 g
16°0 [£0°0*90'0—]  +00°0 vI°0 [co0°v10-1  900— 80 [80°0°80°0—] €00 ¥9°0 [o00°010-1 00—  [6¥1-691 901 T19 P/3 ‘s91qeIdgoA
S0 [s00'600—] 00— 690 loro900—-1 200 970 [800°800—1 S00— €0 voozcro—1  +00— lezvl 11 T19 P/ ‘sinu pue soumnsa
S€0 [80°0°500—] €00 YT [€ro‘co0—1  $00 1L0 [600°L00—1 200— 990 [900‘0ro—1 zo0o—  [9p=silog 129 983942 YoM JO
600 [too'vro-1  900— 910 [coo'v10-1  900—  S¥'0O [soozro—-1 €00—  ¥I0 [coo'vro—1 900— [08y—soclece €19 p/3 ke
€00 [vro‘rool  Lo0 020 [€r0'co0—1  $00 1000>  [€C0°800] 910 100°0 lrco‘orol  €ro [81-¥] 11 219 RIUT ST
€L'0 [so0'800—]1 100— LSO lorooro—1  zo00— 1000>  [8T0'cT0l  0TO 1000>  [8T0TIol  0T0 [o1-0] 11 €19 oW YA
1000>  [9z0°crol 610  1000> [8¢0€z0l 0£°0 [490] [(110°900—1 €00 €1°0 r1oco0—-1 900 [901-65] 28 219 Jeaw pay
1000>  [sT0o'TT°0] 810  1000> [oc0 ‘17°0] 670 100 ler0°zo0] 110 2000 [1zo'sool €10 [L11-2L] v6 719 s1onpoid jeaur pue yedw oL,

029 p/3 ‘syonpoid 1ea]
1000>  [yz0'800] 910  1000> [Lzorrol 61°0 100 [€co'co0l €10 €0°0 [91°0 ‘1001 600 SIFIS 029 urjoid [euriuy
¥000  [S00—'8T0—1 LI'0— 1000 (1270 *s0'0] €10 4] [800°610—1 S00—  S¥O (rro'so0o—1 €00 01 FI¢ 029 urajod Jued

100 [sy0—‘cco—1 910  1000> l6c0 €1 ol 170 200 lreo‘cool  L1°0 S0'0 [91°0 10001 800 0T F T8 029 urjoid fejor,
029 P/3 “eur uroid
100 [S00—‘¢c0—]1 6I'0— 1000> [szoor0] LT'0 €70 loro‘vzo—1 00—  S€0 [crov00—1 ¥00 lo6c—ve1l €T 029 P/3 ‘ejut S1eIpAyoqied 1oy,
81°0 [co0o'Lr0—1  L00— T1000> (€20 '80°0] 91°0 170 [L00°LT0-] SO0— €S0 [010°500—-1 €00 lec—€11 L1 029 1oy pajeanjesun[og
00'T yro'vro-1 1000> 1000> (820 €10 170 8L'0 [81°0°v10—1 200 01°0 rro100—-1  L00 [se-12l 8¢ 029 12§ PAIRINESUNOUOIN
§T0 [oz0's00—]1 o0  1000> [Lz0 10 07’0 91'0 [600°L00—] 110— 650 [01°0°900—1 200 [sc—€z] o€ 029 18] pojeInIeg
16°0 [oro'sro—1 100  T1000> l6z0 €10 170 6£°0 loro‘zzo—-1 800—  LTO [cro'vo0o—1  +00 [so1-+9] ¥8 029 /3 e
VN VN €0°0 [81°0°10°0] o VN VN 170 [910°€00—-1  £00 9Y9 F 89€T 0S¢ uaN
YN YN vLO [LroTro-1 200 VN YN LY'0 oro'cco—1 #00—  SLYTF LI6T 0LT USWOM
VN YN  1000> 10910 vT0 VN VN v1°0 r10°c00—-1 900 619 F TLIT 029 p/1eoY *A31oug
§9Jen)S9 9yejur %HSOMQ
81°0 [1rozo0—1  so00 100 [L1°0z0'0] 01°0 0€°0 [cro‘co0—1  ¥00 170 lero'c00—-1  $00 (I'v) 8¢ U ve/30e<
80°0 [cro'100-1 900  1000> [€2°0 *80°0] LT'0 8€°0 (110 v0'0—1  ¥00 61°0 [€10°z00—-1  S00 (+'00) 8€1 U v2/3 0€-01
EEX ER Y ERX (0L9) vS¥ qZ/301-0
029 ¢(%) U *yeIuL [OYOOIY
MR
1000>  [6S0°Ly'0] €50  1000> leL0°z90] L9°0 1000>  [1v'0°v20l  €€0 1000>  [6£0°sT0] €0 TCF 98 8L9 ‘aypiut urejod e[NUWIO)-TUOIE
1000>  [9s0°sy’0l 150 1000> (120090 $9'0 1000>  [oro'ccol  1€0 1000>  [6€0°vT0l  1€0 [8s—60€]188€ 8.9 U $Z/[0WW ‘UONAIOXD BaI()
onfe g 1D %S6 AN d 1D %S6 gis  onpayg 1D %S6 AN d 1D %56 415 (8LY=w ALY u
TIPPON T 19PON TIPPON I 19PON
HIAgXon HINTXon

SID[IBWOI] PAULIOJSULT)-LTO] Y)IM UOTRIOOSSY

|SSIqeLIBA J[A)SAJI] PUB [BUONLINU YIIM SUOBIOOSSE JISY) PUB SIONIBWOLG eIl JBON € A TIVL



1512

5 for alcohol intake, in model 6 for potential cardiovascular
risk factors and parameters [C-reactive protein (CRP), HDL
cholesterol, diastolic blood pressure, smoking behavior, diabetes
mellitus, posttransplantation diabetes mellitus (PTDM, i.e., new-
onset diabetes mellitus after transplantation), and SQUASH
score], in model 7 for metabolic acidosis (venous pH and
HCO;7), in model 8 for serum iron, and finally, in model
9 for 24-h urinary taurine excretion. Potential interactions for
age, sex, BMI, eGFR, and alcohol intake, were investigated
by assessing interaction terms. We performed linear spline
analyses to demonstrate linearity of the prospective associations
of uexMH and uex3MH with mortality and graft failure. All
data for the spline analyses were fit by a Cox proportional hazard
model adjusted for age, sex, BMI, eGFR, proteinuria, time from
transplantation to baseline visit to the outpatient clinic, and FFQ-
estimated energy intake.

Analyses were performed with IBM SPSS statistics version 23
(2015, IBM Corp.) and the statistical software R version 3.5.1
(2018, R Foundation for Statistical Computing). P values < 0.05
were considered statistically significant.

Results

General baseline characteristics, transplantation-related
baseline characteristics, and urinary excretion of
biomarkers

Out of 817 adult KTR, 706 signed written informed consent
and 678 of these had frozen urine samples available for analyses.
These 678 KTRs were included in this study. Assessments for
establishing the baseline of the prospective cohort study were
performed at a median time of 5.3 (IQR: 1.8-11.5) y after
transplantation. Median age was 55 (IQR: 45-63) y and 58%
were male. The associations of urinary excretion biomarkers with
general baseline characteristics are depicted in Table 1. Median
urinary excretion of 1-methylhistidine was 282 (IQR: 132-598)
umol/24 h and of 3-methylhistidine was 231 (IQR: 175-306)
pumol/24 h. Uex1MH and uex3MH shared positive associations
with male sex, BMI, body weight, SQUASH score, and urinary
taurine excretion, and they shared inverse associations with age.
Uex1MH was inversely associated with past smoking behavior,
medical history of diabetes mellitus, antidiabetic medication use,
and CRP concentrations. Uex3MH was positively associated with
diastolic blood pressure. Furthermore, uex3MH was inversely
associated with time since transplantation, total cholesterol, and
HDL cholesterol (Table 1).

From the transplantation-related characteristics described in
Table 2, uex]IMH and uex3MH shared positive associations
with living donor transplantation and high prednisolone dosage.
UexIMH was positively associated with proliferator inhibitor
usage. Uex3MH was positively associated with calcineurin
inhibitor usage, eGFR, and delayed graft function and was
inversely associated with cold ischemia time.

Of note, 17 KTR (2.6%) had a baseline eGFR <15
mL/min/1.73 m?. Kidney biopsies were performed in 19 (2.8%)
subjects and were mainly performed because of unexpected
renal function decline. From these biopsies, 4 (21%) showed
signs of cellular rejection, 2 (11%) showed signs of humoral
rejection, 2 (11%) had extensive arteriolar hyalinosis suggestive
of calcineurin inhibitor toxicity, 1 (5%) had signs of BK
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virus infection, and 1 (5%) showed signs of focal segmental
sclerosis. Some biopsies showed >2 of these abnormalities at
the same time, while there were 9 (47%) biopsies in which no
abnormalities were found.

Dietary intakes

Information on the association of protein intake biomarkers
with dietary intake patterns is shown in Table 3. Of 678 KTR,
58 (8.6%) had missing FFQ data. Maroni-calculated protein
intake was 86 &£ 22 g/24 h, which was close to the FFQ-derived
total protein intake, 82 + 20 g/24 h, yet significantly different
(P < 0.001). Maroni-calculated protein intake and FFQ-derived
total protein intake were significantly associated (st : 0.35; 95%
CI: 0.28,0.43; P < 0.001).

In the univariable model (Table 3: model 1), both uexIMH
and uex3MH were significantly associated with urinary urea
excretion, Maroni-calculated protein intake, FFQ-derived total
protein intake, animal protein intake, and total meat intake.
Uex1MH was also associated with white meat (st 8: 0.20; 95%
CI: 0.12, 0.28; P < 0.001) and fish intake, while uex3MH was
associated with red meat intake (st 8: 0.30; 95% CI: 0.23, 0.38;
P < 0.001), plant protein intake, total fat intake, energy intake
in men, alcohol intake, and total carbohydrate intake (Table 3:
model 1). Additionally, uex3MH was inversely associated with
fruit intake.

In the multivariable models (Table 3: model 2), adjustments
for age, sex, energy intake, BMI, and eGFR strengthened
the association of uexMH with the Maroni-calculated protein
intake, FFQ-derived total protein intake, animal protein intake,
and fish intake, but weakened the association of uex] MH with
total meat intake (st 8: 0.13; 95% CI: 0.05, 0.21; P = 0.002
compared with st 8: 0.11; 95% CI: 0.02, 0.19; P = 0.01). For
uex3MH, the adjustments of model 2 weakened the associations
with urea excretion, Maroni calculated protein intake, FFQ-
derived total protein and animal protein intake, total meat intake,
and red meat intake. Interestingly, the multivariable model
unveiled a positive association of uex3MH with fish intake (st
B:0.07;95% CI: 0.01, 0.14; P = 0.03), while the associations of
uex3MH with plant protein intake and total carbohydrate intake
became inverse (st : —0.17; 95% CI: —0.28, —0.05; P = 0.004
and st B: —0.19; 95% CI: —0.33, —0.05; P = 0.01, respectively).
The associations of uex3MH with fruit, total fat, and alcohol
intakes were no longer significant after the adjustments in the
multivariable analysis (Table 3: model 2).

Association of meat intake biomarkers with mortality and
graft failure

During median follow-up of 5.4 (IQR: 4.9-6.1) y, 145 (21%)
KTR died. Of these, 60 (41%) died of cardiovascular disease,
40 (28%) of infectious causes, 23 (16%) of malignancy, 20
(14%) of miscellaneous causes, and 2 (1%) of unknown causes.
Prospective analyses of the associations of log,-transformed
uexIMH and log,-transformed uex3MH with mortality and
death-censored graft failure are described in Table 4. The
proportionality of hazards assumption was checked with the
Schoenfeld residual test and was not violated for the associations
(P > 0.05).
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TABLE 4 Cox regression analyses for the associations of logy-transformed urinary excretions of 1-methylhistidine and 3-methylhistidine with mortality

and graft failure in KTR!

1-Methylhistidine

3-Methylhistidine

HR (95% CI)? P value HR (95% CI)? P value
All-cause mortality
Crude 0.82 (0.74,0.91) <0.001 0.55(0.42,0.72) <0.001
Model 1 0.90 (0.80, 1.01) 0.07 0.59 (0.41, 0.83) 0.003
Model 2 0.91 (0.81, 1.03) 0.13 0.55 (0.38,0.78) 0.001
Model 3 0.91 (0.81, 1.03) 0.14 0.59 (0.41, 0.86) 0.01
Model 4 0.89 (0.79, 1.00) 0.06 0.58 (0.41, 0.82) 0.002
Model 5 0.91 (0.80, 1.02) 0.10 0.60 (0.42, 0.87) 0.01
Model 6 0.91 (0.81, 1.04) 0.16 0.62 (0.41,0.93) 0.02
Model 7 0.92 (0.82, 1.04) 0.19 0.65 (0.45,0.93) 0.02
Model 8 0.90 (0.80, 1.02) 0.09 0.59 (0.41, 0.84) 0.003
Model 9 0.90 (0.80, 1.01) 0.08 0.53 (0.36,0.79) 0.002
Graft failure
Crude 0.84 (0.73, 0.96) 0.01 0.59 (0.41, 0.85) 0.004
Model 1 0.82 (0.69, 0.97) 0.02 0.54 (0.33, 0.88) 0.01
Model 2 0.82 (0.69, 0.99) 0.04 0.55(0.33,0.94) 0.03
Model 3 0.77 (0.64, 0.92) 0.01 0.50 (0.30, 0.83) 0.01
Model 4 0.81 (0.68, 0.96) 0.02 0.55 (0.34, 0.90) 0.02
Model 5 0.84 (0.70, 0.99) 0.04 0.55(0.33,0.91) 0.02
Model 6 0.82 (0.68, 0.99) 0.04 0.54 (0.31, 0.92) 0.02
Model 7 0.84 (0.70, 1.01) 0.06 0.58 (0.35,0.97) 0.04
Model 8 0.81 (0.69, 0.97) 0.02 0.55 (0.33, 0.90) 0.02
Model 9 0.82 (0.69, 0.98) 0.03 0.59 (0.35, 1.00) 0.05
Crude Log,-transformed variable.
Model 1 Crude + adjustments for age, sex, BMI, eGFR, proteinuria, time from transplantation to baseline, and
FFQ-estimated energy intake.
Model 2 Model 1 + adjustments for postmortal donation, cold ischemia time, total dialysis time, total number of
transplantations, primary renal disease pretransplantation.
Model 3 Model 1 + delayed graft function, rejection up to baseline, and posttransplantation CMV infection.
Model 4 Model 1 + adjustments for prednisolone dosage, CNI usage, and proliferation inhibitor usage.
Model 5 Model 1 + adjustments for alcohol intake.
Model 6 Model 1 + adjustments for CRP, HDL cholesterol, diastolic blood pressure, smoking behavior, diabetes, PTDM, and
SQUASH score.
Model 7 Model 1 + adjustment for metabolic acidosis (venous pH and venous HCO3).
Model 8 Model 1 + adjustment for serum iron.
Model 9 Model 1 + adjustment for 24-h urinary taurine excretion.

Iy = 678.CMV, cytomegalovirus; CNI, calcineurin inhibitors; CRP, C-reactive protein; eGFR, estimated glomerular filtration rate; KTR, kidney
transplant recipient; SQUASH, Short Questionnaire to Assess Health-enhancing physical activity.
2Per log, increment = per doubling of urinary 1-methylhistidine or 3-methylhistidine excretion.

In univariable Cox regression analyses, uex |MH and uex3MH
were both associated with significantly lower risk of mortality
(HR per doubling, uex1MH: 0.82;95% CI: 0.74,0.91; P < 0.001;
and uex3MH: 0.55; 95% CI: 0.42, 0.72; P < 0.001). The inverse
association of uex1MH with mortality was lost after adjustment
for potential confounders. The inverse association of uex3MH
with mortality remained independent of further adjustments
(models 1-9).

Of 678 KTR, 83 (12%) subjects developed graft failure. Most
of these patients developed chronic rejection (n = 61, 74%).
Other causes include vascular problems, infections, and other
miscellaneous causes of graft failure. Univariable Cox regression
analyses revealed an inverse association of uex1MH and uex3MH
with graft failure (HR per doubling: uexIMH: 0.84; 95% CI:
0.73, 0.96; P = 0.01; and uex3MH: 0.59; 95% CI: 0.41, 0.85;
P = 0.004). The association of uex] MH with lower risk of graft
failure was independent of adjustments for potential confounders
(models 1-6). However, when adjusted for metabolic acidosis

markers, the association became borderline significant, with HR
per doubling: uexIMH: 0.84; 95% CI: 0.70,1.01; P = 0.06
(model 7). The association of uex3MH with lower risk of graft
failure was independent of adjustments for potential confounders
including transplantation complications (models 1-7).

We additionally adjusted for other elements that are also
abundantly found in meat. Adjusting for iron did not change the
associations of uex]1 MH and uex3MH with outcomes (Table 4:
model 8). Adjusting for urinary taurine did not materially
change the association of uex] MH and uex3MH with mortality
(Table 4: model 9). Also, after adjustment for taurine the
association of uex]IMH with graft failure did not materially
change (HR per doubling: 0.82; 95% CI: 0.69, 0.98; P = 0.03),
but did slightly weaken the association of uex3MH with graft
failure [HR per doubling: 0.59; 95% CI: 0.35, 1.00; P = 0.05
(model 9)].

No significant interactions with age, sex, BMI, eGFR, or
alcohol intake were found for the associations of uexIMH and
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uex3MH with outcomes (P > 0.05). Spline analyses in Figure 1
depict the associations of log, transformed uex1 MH and uex3MH
with mortality (A, B) and graft failure (C, D).

When excluding KTRs with a baseline eGFR <15
mL/min/1.73 m?> (n = 17), the associations of uex]MH and
uex3MH with graft failure did not materially change (model
1; HR per doubling of uexIMH: 0.82; 95% CI: 0.69, 0.99;
P = 0.03, and per doubling of uex3MH: 0.54; 95% CI: 0.32,
0.93; P =0.03).

Discussion

In the current study in KTR, we found that uex]IMH is
independently and significantly associated with white meat
intake, while uex3MH is independently and significantly
associated with red meat intake, supporting their roles as
biomarkers for white and red meat, respectively. We found
that uex3MH is inversely associated with mortality, and
that both uexIMH and uex3MH are inversely associated
with graft failure, independently of adjustments for potential
confounders.

Several human studies have shown a dose-dependent increase
in uex1MH and uex3MH after meat intake (11, 12, 30, 31).
We observed in the current study that uex]IMH is associated
with specifically white meat and fish intake, and that uex3MH is
associated with red meat intake, corroborating previous findings
(12, 14).

When looking at the meat supply in the Western world, the
red meat supply (53.9 kg/y/capita) in the Netherlands was lower,
whereas the white meat supply (22.5/kg/y/capita) supply was
higher than that in Germany. The supply of both kinds of meat
was higher in the United States than in the Netherlands at the
time of study inclusion (32).

A major finding of this study is the inverse association of
uexIMH with graft failure. This finding suggests that high
intake of white meat is protective for allograft outcome in KTR.
This outcome may in part be explained by an improvement
of nutritional status (33). Earlier, we found that high protein
intake is associated with improved patient and graft survival in
KTR (3, 4). KTR may be at risk of protein energy wasting,
partially because of the constant low-grade inflammation reaction
against the allograft and partially because of corticosteroid-
related protein catabolism (34, 35). High intake of protein,
especially white meat, may in part compensate for protein energy
wasting in KTR, resulting in favorable graft outcomes (4).
Second, the inverse association of uex IMH with graft failure may
be explained in part by its origin. Uex]1MH largely originates
from the metabolism of dietary anserine through poultry intake.
Anserine is endowed with a broad spectrum of biological
properties, including antioxidant and quenching effects (36, 37).
Studies suggest that short-term treatment with anserine improved
vascular permeability and proteinuria in diabetic mice (37).
Anserine and other histidine-containing peptides are mobile
cytoplasmic buffers that facilitate the exchange of ions such as
HT, acting as biological pumps, in circumstances of acidobasic
imbalances (38, 39). Thus, it is plausible that these mechanisms
might indirectly mediate the protective association of uex1 MH
with graft failure.

Said et al.

Another major finding of this study is the inverse and
independent association of uex3MH with mortality and graft
failure. Also, we found that specific transplantation-related
determinants of graft loss (40), such as HLA mismatches and
immunosuppression, had minimal influence on the prospective
association of uex]IMH and uex3MH with graft failure. Our
results suggest that red meat intake is protective against graft
failure in this population. Meat is an important nutritional
source of functional amino acids and dipeptides (41), and the
renoprotective properties derived from these (42, 43) might be
of high relevance considering the inflammatory milieu that might
take place in the kidney of KTR. Furthermore, because histidine-
containing peptides and taurine also promote skeletal muscle
health (44, 45), it is likely that they also contribute in preventing
protein energy wasting in KTR.

Of note, adjustment for urinary taurine excretion did slightly
weaken the association of uex3MH with graft failure. This does
not necessarily mitigate the suggestion that the association of
uex3MH is fueled by dietary meat intake, as taurine excretion
also reflects meat intake and was shown to be inversely associated
with graft failure in the past (28).

Some studies in the general population suggest that high
red meat intake is associated with adverse outcomes, including
kidney disease and kidney failure (5-7, 46—48), while studies in
patients with a higher likelihood of underlying CKD, particularly
patients with type 2 diabetes, are more suggestive of a protective
effect. As such, in the ONTARGET (Ongoing Telmisartan
Alone and in combination with Ramipril Global Endpoint Trial)
study, animal protein intake was prospectively associated with
lower risk of development or progression of CKD among these
patients (49). In line with these findings, the American Diabetes
Association does not recommend restricting protein intake in
patients with diabetes or diabetic kidney disease (50), given the
higher risk of malnutrition that protein restriction might pose
in these patients (51). Our study results are also in line with
these findings by suggesting that intake of meat, including red
meat, is beneficial for long-term kidney survival in KTR. A
possible explanation is that high red meat intake may partially
compensate for the previously mentioned risk of protein energy
wasting in KTR (3, 4). Another possible explanation is that
meat intake, as a part of animal protein intake, can have specific
advantages. As such, meat intake is generally of high protein
quality and digestibility and has superior bioavailability of
important physiological elements (41, 52, 53). Altogether, these
properties in meat might indirectly explain the beneficial effects
of meat on graft survival in KTR.

In the Lifelines Cohort Study of the general population in
the Netherlands, animal protein intake, in particular meat, fish,
and egg intake, was positively associated with muscle mass, but
plant protein intake was not (54). Interestingly, this association
was strongest in elderly women (age >65 y), which supports
the growing belief that older individuals should increase their
protein intake, possibly through increased meat intake, above
the recommended daily allowance to prevent wasting (55). This
may also apply for the current study, given the median age of 55
(range: 45-63) y, implying that 25% of the study population is
older than 63 y. It should be noted that high red meat intake is
associated with other adverse outcomes (e.g., colon carcinoma
and hypertension) (56, 57). Future intervention studies should
also take these outcomes into account.
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FIGURE 1 Linear splines of the associations of logy-transformed 24-h urinary 1-methylhistidine and 3-methylhistidine excretions with mortality and
graft failure. Data were fit by a Cox proportional hazard model and were adjusted for age, sex, BMI, eGFR rate, proteinuria, time from transplantation to
baseline visit, and FFQ-estimated energy intake, n = 678. The black line represents the HR, while the gray area represents the 95% CI. The HRs were plotted
relative to a value of 1.0 for the mean value of either uex]IMH or uex3MH as a reference, respectively. A histogram of each distribution is plotted in the
background. Association of urinary 1-methylhistidine excretion with mortality (A), association of urinary 3-methylhistidine excretion with mortality (B),
association of urinary 1-methylhistidine excretion with graft failure (C), and association of urinary 3-methylhistidine excretion with graft failure (D). eGFR,
estimated glomerular filtration rate; uex 1MH, urinary 1-methylhistidine excretion; uex3MH, urinary 3-methylhistidine excretion.

Strengths of this study are its large sample size, no loss to
follow-up, minimal missing data, the ability to measure uex MH
and uex3MH in 24-h urine samples to account for daily dietary
changes, and the comparison of these meat intake biomarkers
with well-established total protein intake biomarkers, i.e., urea
excretion and with data derived from the FFQ. It must be
noted, however, that FFQ data is often biased by underreporting,
especially for total protein intake (58). A limitation of the study
design is the use of a single collection moment for 24-h urine,
which can result in bias through day-to-day variation of specific
protein intake. Another limitation is that adjustment for other
trace elements, including, e.g., zinc, was not possible because
these data were not available.

Of note, the mean eGFR of ~45 mL/min/1.73 m? in the
KTR from our cohort is lower than the mean eGFR of 50-
55 mL/min/1.73 m? at 1 y after transplantation reported for
the United States (59). For this difference, it may be relevant

to consider the context of maintenance immunosuppression. In
the US report, the majority (67-93%) of KTR were receiving
tacrolimus-based maintenance immunosuppression, while a mi-
nority (3—27%) were receiving cyclosporine-based maintenance
immunosuppression. In our cohort, 39% of patients were
on cyclosporine-based maintenance immunosuppression, while
18% were on tacrolimus-based maintenance immunosuppression
(60). In a cohort based on the FAVORIT (Folic Acid for
Vascular Outcome Reduction in Transplantation) trial (61), also
with higher use of cyclosporine-based than tacrolimus-based
maintenance immunosuppression (51% compared with 38%),
mean eGFR was ~49 mL/min/1.73 m2. So, it may be considered
a limitation of our study that mean eGFR value and use of
tacrolimus-based immunosuppression were relatively low. It
would be relevant to replicate our findings in more contemporary
cohorts with a higher mean eGFR value and higher use of
tacrolimus-based immunosuppression.
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In conclusion, we found that high excretions of uexIMH as
a biomarker of white meat intake and uex3MH as a biomarker
of red meat intake are associated with lower risk of graft failure
in KTR. These associations may be explained through potential
benefits of white and red meat intake and through potential
compensation of protein energy wasting in KTR, although further
studies are required to confirm this. Future intervention studies
using these biomarkers are warranted to study the effect of high
meat intake on graft failure in KTR.
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