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ABSTRACT

Background: To develop and validate predictive nomograms for 5-year graft survival in kidney transplant
recipients (KTRs) with easily-available laboratory data derived markers and clinical variables within the first
year post-transplant.

Methods: The clinical and routine laboratory data from within the first year post-transplant of 1289 KTRs was
collected to generate candidate predictors. Univariate and multivariate Cox analyses and LASSO were
conducted to select final predictors. X-tile analysis was applied to identify optimal cutoff values to transform
potential continuous factors into category variables and stratify patients. C-index, calibration curve, dynamic
time-dependent AUC, decision curve analysis, and Kaplan-Meier curves were used to evaluate models’
predictive accuracy and clinical utility.

Results: Two predictive nomograms were constructed by using 0-6- and 0-12- month laboratory data, and
showed good predictive performance with C-indexes of 0.78 and 0.85, respectively, in the training cohort.
Calibration curves showed that the prediction probabilities of 5-year graft survival were in concordance with
actual observations. Additionally, KTRs could be successfully stratified into three risk groups by nomograms.
Conclusions: These predictive nomograms combining demographic and 0-6- or 0-12- month markers derived
from post-transplant laboratory data could serve as useful tools for early identification of 5-year graft survival
probability in individual KTRs.

INTRODUCTION

Benefiting from novel immunosuppressive agents and
improved  post-transplant  management,  kidney
transplant recipients (KTRs) achieved excellent short-
term survival, with a 1-year graft survival rate
exceeding 95% [1]. Unfortunately, long-term graft
survival has not shown synchronous improvement and

remains a critical challenge for both patients and
clinicians [2]. Among a variety of factors that
contribute to such undesirable outcomes, the lack of a
robust prediction system for late renal allograft loss is
an important issue that needs to be addressed first.
Without reliable evidence of risk stratification,
clinicians cannot carry out efficient medical inter-
vention in advance (such as modifying follow-up
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strategies and adjusting immunosuppression regimens)
to prevent the upcoming deterioration of allograft
function. In addition, prospective clinical trials on
novel preventive or therapeutic agents might be
limited due to the absence of early surrogate endpoints
that can precisely estimate the risk of late graft failure
in KTRs. Therefore, accurately predicting and
identifying the probability of allograft loss pre-
emptively is essential to guiding individualized
clinical therapeutic decisions in KTRs.

Although a relatively large number of prognostic
models have been developed and validated to predict
graft failure in KTRs [3, 4], few have been widely
implemented in clinical settings due to certain
limitations. For example, some promising models were
developed and validated on the basis of populations
from Occident medical centers [5-7], where patients’
genetic backgrounds, transplant-related management
strategies, and health insurance are different from those
in Eastern countries. Such a gap may affect their general
applicability among transplant centers around the world.
Further rigorous validation is necessary or, as an
alternative, new prognostic models should be
constructed on the basis of local patients to facilitate
native clinical application. In addition, many models
only include static predictors measured at trans-
plantation, such as recipient and donor demographics
and transplant-related parameters [8, 9], or from later on
during follow-up, for instance, renal function markers
(serum creatinine and urine protein) at a single referring
post-transplant point [10-12]. However, limited studies
utilized omnibus longitudinal data as predictors [6]
despite the fact that this data is the main source of
clinical decision-making. Recently, some notable
findings demonstrated that routine laboratory index-
derived markers that reflect the overall state of a certain
period time could serve as valuable predictors for poor
outcomes in KTRs. Higher tacrolimus (TAC) trough
concentration  derived markers, TAC-intrapatient
variability (TAC-IPV or TAC-CV) [13, 14], and TAC-
time in therapeutic range (TAC-TTR) [15], were
extensively proven to be strongly linked with
subsequent composite poor outcomes in transplant
patients. Furthermore, estimated glomerular filtration
rate (eGFR) related novel markers including eGFR-
coefficient of variation (eGFR-CV) [16, 17], as well as
inflammatory markers calculated from complete blood
count (CBC) data, such as neutrophil-to-lymphocyte
ratio (NLR), platelet-to-lymphocyte ratio (PLR), and
monocyte-to lymphocyte ratio (MLR) [18-20], were
shown to be associated with adverse events in KTRs.
Therefore, we hypothesized that adding these relatively
new markers to prognostic models may provide
additional information to improve the risk assessment of
allograft loss in KTRs.

Taking into account the excellent 1-year graft survival
rate and the ubiquitous follow-up strategy where CBC,
urine routine test, renal function, and TAC trough
concentration were regularly monitored in a majority of
KTRs, we adopted the above easily obtained laboratory
test data from within the first 6 or 12 months post-
transplantation to generate new candidate predictors.
The objective of our study was to develop and validate
two prognostic nomogram models by combining
laboratory data-derived risk factors with demographic
and clinical variables for individually predicting the
probability of 5-year kidney allograft survival in KTRs.
In addition, to increase the practicability of these
models, web servers and risk stratification systems were
further established.

RESULTS
Characteristics of patients

Of the initial 1971 KTRs, 1289 patients were included
in the final study after multiple rounds of exclusion
according to the established criteria (Figure 1A).
Among the selected patients, 859 KTRs, with 53 KTRs
suffering from 5-year graft loss, were randomly
assigned to the training cohort, while the remaining 430
KTRs, with 19 KTRs having confirmed 5-year graft
loss, were included in the validation cohort. The
median follow-up date for censored KTRs was 1239
days in the training cohort and 1269 days in the
validation cohort. The time point distribution of
occurring graft loss in training and validation cohorts is
displayed in Supplementary Figure 2. Additionally, 116
KTRs in the training cohort and 52 KTRs in the
validation cohort lacked height data, so multiple
imputation methods incorporating gender, age, race,
and outcomes were applied to impute appropriate
values, and BMI was thereby generated for the
following analysis. Table 1 presents the statistical
comparison of patient demographics and laboratory
variables between training and validation cohorts. In
brief, the training cohort comprised a higher number of
minorities and showed higher average levels of anemia-
related indicators (RBC, HGB, and HCT) within the
first 6 or 12 months when compared to those in the
validation cohort. No differences were observed
regarding other variables.

Feature selection

The associations between candidate predictors
consisting of 13 demographic and clinical variables and
46 laboratory data-derived variables (23 calculated with
0-6m data and 23 with 0-12m data)] and outcomes
were preliminarily screened in univariate Cox
regression analysis (Table 2). Of the 59 variables, 31
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variables showed P value < 0.15 and were stratified
based on optimal cut-off values obtained from X-tile
analysis (Supplementary Figure 1). The stratified
demographic and clinical variables (n = 6) combined
with stratified 0-6m laboratory (n = 10) and 0-12m
laboratory variables (n = 15) were grouped into model 1
and model 2, respectively. After LASSO regression
analyses, 13 variables from model 1 and 12 variables
from model 2 were separately entered into the
multivariate Cox regression analysis (Figure 2A).
Finally, 6 predictors (sex, age, BMI, urine protein level
at month 6, eGFR-CV.1 to 6m, and neutrophil percent-
Mean.0to6m) were selected in the final model 1 and 7
predictors (sex, age, BMI, urine protein level at month
12, TAC-CV.0 to 12m, eGFR-CV.1 to 12m, and
lymphocyte absolute number-Mean.0 to 12m) were
included in the final model 2 (Figure 2B).

Nomogram construction, assessment and validation

The results of prognostic model 1 and model 2 were
visually mapped by nomograms to predict 3- and 5-year
graft survival of KTRs (Figure 3A and 3D). To make
these models easier to use, laboratory predictors can be
calculated by simply inputting original test results into a
web calculator available via https://docs.google.com/
spreadsheets/d/11JX9YZBTONIxwVINYp5PzcNpWQ1
CItGm-N_nDOKxbpk/edit?pli=1#gid=0. Web servers of
nomograms can be accessed through https://yameili.

shinyapps.io/modell1forSyeargraftsurvival/ for model 1
and https://yameili.shinyapps.io/model2forSyeragraft
survival/ for model 2. Calibration plots of two nomo-
grams for the probability of 3- and 5-year graft survival
showed good agreement between actual observations and
nomogram predictions (Figure 3B, 3C and 3E, 3F).

As summarized in Figure 4E, model 1 and model 2
nomograms achieved good performances in predicting
3- and 5-year graft survival as evidenced by C-indexes
higher than 0.75 in both training and validation
cohorts. In addition, model 2 showed better
discriminative power than model 1 in the training set,
but failed to be verified in the validation set. TD-AUC
curves were performed to dynamically present the
predictive abilities of nomograms at serial time points.
All AUC values of model 1 (Figure 4A) and model 2
(Figure 4C) were higher than 0.7 during the
observation period in both the training and validation
sets, showing good predictive power in predicting
graft loss. Moreover, model 2 outperformed model 1 in
the training cohort but showed similar predictive
capacity to model 1 in the validation cohort.
According to DCA plots (Figure 4B and 4D), when the
threshold probability for a patient was within 0.0 to
0.5, model 1 and model 2 nomograms showed more
net benefit than “treat all” or “treat none” strategies,
indicating that they were feasible to make valuable and
profitable clinical judgments.

A Enrollment flowchart

KTRs between Jun. 2009
and Dec. 2016 (N=1971)

Exclusion criteria
. Age <18
. Kidneys were from DCD
donors before January
2015
. Lack complete one-year
follow-up data

Clinical information

. Used cyclosporine A or
sirolimus within 12m
after KT

. Graft loss or patient dead
during first 12m after KT

.M-‘lu 1 a +

[ 1289 KTRs were included ]

l I l lab test results :

Training dataset Validation dataset
+ Renal function

(N=859) (N=430)

| o | [ h" || e
(N=53) (N=806) (N=19)

] + CBC tests

* Urine routine test

trough level

B Data acquisition

Routine monitoring

+ Immunosuppressant

C Clinical and lab

’ . D Nomograms and
variable selection

webservers construction
Univariate Cox analysis

=i

X-tile analysis to determine
optimal cutoff values

Lasso regression

Multivariate Cox analysis

Figure 1. Flow diagram of developing predictive nomograms for 5-year graft survival in KTRs. (A) Patients enroliment flowchart.
(B) Candidate predictor and outcome data acquisition. (C) Predictor selection process. (D) Nomogram and web server construction.
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Table 1. Baseline clinical characteristics and laboratory indexes of patients in training and validation cohorts.

Variables Training set (N = 859) Validation set (N = 430) P value
Clinical variables
Sex (M/F) 636/223 316/114 0.840
Age (years) 32 (26-39) 31 (26-41) 0.472
Race (Han/Tibetan/Others) 757/54/48 389 /33/8 0.006
BMI (kg/m?) 20.76 (18.90-23.08) 20.41 (18.73-22.49) 0.091
Pre-transplant Urine output (<100/100-400/400-
1000/>1000 ml) 327/255/184/93 160/129/93/48 0.992
Dialysis type (None/Hemodialysis/Peritoneal
dialysis) 62/734/63 32/370/28 0.858
Dialysis duration (months) 11 (6-21) 11 (6-21) 0.577
Donor type (Living-related/Living-
unrelated/Deceased) 700/65/94 353/30/47 0.929
HLA mismatch (A, B, DR, DQ)
(0-2/3-5/6-8) 126/602/131 52/310/68 0.450
Hospitalization time (days) 25 (22-30) 24 (22-31) 0.883
DGF (Y/N) 827/32 409/21 0.372
Acute rejection (0 to 6m) (Y/N) 11/848 10/420 0.168
Acute rejection (0 to 12m) (Y/N) 21/838 12/418 0.711
Hospitalization number due to infection (0 to 6m)
(YIN) 95/764 35/395 0.116
Hospitalization number due to infection (0 to 12m)
(YIN) 115/744 44/386 0.107
Laboratory indexes within 6 months
Urine protein at month 6 0.226
- 390 217
—I+ 286 144
+ 153 57

++ 22 9

+++ 8 3
TAC-Mean (0 to 6m) (ng/mL) 6.27 (5.32-6.93) 6.19 (5.25-6.87) 0.551
TAC-CV (0 to 6m) (%) 31.99 (26.54-39.75) 33.73 (27.53-41.30) 0.060
TAC-IoLL (0 to 6m) (%) 23.08 (11.76-39.45) 23.31 (12.50-41.18) 0.328
TAC-TTR (0 to 6m) (%) 66.67 (53.33-78.57) 64.71 (50.00-76.92) 0.162
TAC-hiUL (0 to 6m) (%) 6.25 (0.00-13.33) 5.88 (0.00-13.33) 0.923
eGFR-Mean (1 to 6m) (mL/min/1.73m?) 75.57 (64.26-86.56) 73.91 (63.65-86.44) 0.429
eGFR-CV (1 to 6m) (%) 10.30 (8.17-13.53) 10.50 (8.30-13.68) 0.346
Uric acid-Mean (0 to 6m) (umol/L) 327.67 (288.66-364.45) 326.77 (286.14-375.83) 0.647
RBC-Mean (0 to 6m) (10"12/L) 4.48 (4.09-4.89) 4.38 (4.06-4.80) 0.030
HGB-Mean (0 to 6m) (g/L) 131.35 (120.00-142.75) 128.50 (119.50-140.40) 0.037
HCT-Mean (0 to 6m) (L/L) 0.41 (0.38-0.44) 0.40 (0.38-0.44) 0.036
PLT-Mean (0 to 6m) (10"9/L) 179.18 (137.00-225.22) 178.82 (143.38-216.00) 0.868
WBC-Mean (0 to 6m) (1079/L) 6.99 (5.98-8.14) 6.98 (5.85-8.33) 0.932
Neutrophil-Mean (0 to 6m) (%) 64.52 (59.41-69.08) 64.48 (59.83-69.00) 0.976
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Lymphocyte-Mean (0 to 6m) (%) 25.36 (21.37-30.68) 25.53 (21.35-30.75) 0.788
Monocyte-Mean (0 to 6m) (%) 7.33 (6.33-8.46) 7.21(6.37-8.33) 0.461
Neutrophil-Mean (0 to 6m) (1079/L) 4.52 (3.65-5.37) 4.39 (3.67-5.43) 0.545
Lymphocyte-Mean (0 to 6m) (1079/L) 1.77 (1.37-2.19) 1.81 (1.38-2.19) 0.795
Monocyte-Mean (0 to 6m) (1079/L) 0.50 (0.41-0.59) 0.50 (0.41-0.59) 0.625
NLR-Mean (0 to 6m) 2.75 (2.09-3.64) 2.75 (2.05-3.71) 0.967
PLR-Mean (0 to 6m) 107.77 (79.12-148.30) 109.11 (79.56-147.51) 0.962
MLR-Mean (0 to 6m) (%) 30.17 (23.64-38.77) 30.08 (22.98-40.20) 0.940
Laboratory indexes within 12 months
Urine protein at month 12 0.647
- 355 185
—I+ 279 149
+ 157 68
++ 51 22
+++ 17 6
TAC-Mean (0 to 12m) (ng/mL) 6.10 (5.34-6.67) 6.07 (5.24-6.70) 0.569
TAC-CV (0to 12m) (%) 32.89 (27.98-39.70) 33.68 (27.92-40.23) 0.431
TAC-IoLL (0 to 12m) (%) 20.69 (12.06-35.00) 21.98 (11.54-36.84) 0.513
TAC-TTR (0 to 12m) (%) 68.75 (57.14-78.26) 67.76 (54.84-77.42) 0.227
TAC-hiUL (0 to 12m) (%) 6.67 (0.00-13.04) 6.90 (2.50-13.33) 0.908
eGFR-Mean (1 to 12m) (mL/min/1.73m?) 75.57 (64.88-86.85) 74.07 (63.74-86.29) 0.337
eGFR-CV (1 to 12m) (%) 11.09 (9.03-14.05) 11.26 (9.18-14.21) 0.564
Uric acid-Mean (0 to 12m) (umol/L) 340.96 (300.35-380.86) 340.96 (296.21-387.85) 0.834
RBC-Mean (0 to 12m) (10712/L) 4.62 (4.22-5.07) 4.50 (4.17-4.96) 0.021
HGB-Mean (0 to 12m) (g/L) 135.06 (124.60-147.13) 132.26 (122.59-144.75) 0.022
HCT-Mean (0 to 12m) (L/L) 0.42 (0.39-0.46) 0.42 (0.39-0.45) 0.015
PLT-Mean (0 to 12m) (10"9/L) 175.95 (136.58-221.60) 179.14 (141.91-215.00)  0.921
WBC-Mean (0 to 12m) (10"9/L) 7.07 (6.01-8.16) 7.03 (6.03-8.17) 0.958
Neutrophil-Mean (0 to 12m) (%) 65.02 (60.07-69.17) 64.63 (60.17-69.14) 0.740
Lymphocyte-Mean (0 to 12m) (%) 25.31 (21.28-30.38) 25.57 (21.35-30.29) 0.538
Monocyte-Mean (0 to 12m) (%) 7.37 (6.43-8.40) 7.26 (6.38-8.30) 0.468
Neutrophil-Mean (0 to 12m) (1079/L) 4.59 (3.72-5.39) 4.46 (3.76-5.36) 0.547
Lymphocyte-Mean (0 to 12m) (10"9/L) 1.76 (1.39-2.18) 1.80 (1.39-2.15) 0.762
Monocyte-Mean (0 to 12m) (1079/L) 0.50 (0.42-0.60) 0.50 (0.43-0.59) 0.551
NLR-Mean (0 to 12m) 2.79 (2.17-3.71) 2.79 (2.16-3.70) 0.950
PLR-Mean (0 to 12m) 106.71 (80.86-147.48) 107.53 (80.20-144.02) 0.906
MLR-Mean (0 to 12m) (%) 30.42 (24.48-39.08) 30.68 (23.51-40.12) 0.897

Abbreviations: BMI: body mass index; DGF: delayed graft function; HLA: human leukocyte antigen; TAC: tacrolimus; CV:
coefficient of variation; loLL: lower than lower limit; TTR: time in therapeutic range; hiUL: higher than upper limit; RBC: red
blood cell; HGB: hemoglobin; HCT: hematocrit; PLT: platelet; WBC: white blood cell; NLR; neutrophil to lymphocyte ratio; PLR:
platelet to lymphocyte ratio; MLR: monocyte to lymphocyte ratio.
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A 5-fold cross-validation LASSO B Multivariate Cox analysis

. " " . . iz i Ferward TR iy
2 — = - T, .
2 [ Variables H T T — o0
P —— Sex -0.5680814 Ago (years) s e .
§ ] ~ Age -0.7151138 W e ey ——8— wo0z2 ™
| Hospitalization time ! ey [T VA— .
3 BMI 0.6656819 2253 2am2 - asos ]
N=55) (1487 - 5.560) o
o L Acute rejection (0to 6m) | 0.9731030 —— . i
Clinical T T y Urine protein levels at month 6 | 02992367 - - -
I A . 3 M | Urine protein levels. at month 6 | 0.2092367_} TN — asors
variables - . - TAC-TTR (0-6m) 04712111 - L T TR
+ R R R ) ©GFR-Mean (0 to 6m) ~0.3602059 L == Lo
. * ©GFR-CV (0 to 6m) 0.6275908 ez qrssioToase — 20042 ™
Lab-derived 1 Uric acid-Mean (0 to 6m) | 0.1636004 R P —_— 0w~
variables } H I WBC-Mean (0 to 6m) 0.3334383 oGFR.CV.t1oEm (%) N2ty e =
(D-Em) § 14 Neutrophil (%)-Mean (0 to 6m) | 0.6668438 Wy s S e apozz |
3. L [%)-Maan (0 to 6m) ! Neutrophil percent Mean,ogm (%105, eterere -
H Neutrophil (abs)-Mean (0 to 6m)| 0.1413008 Wby 0 [ 00029
) NLR-Mean (0 to 6m 0.1880359 ¥ Evais: 55 Glabot ol Log-Ran]. 2 356 1e-10

3 AIG: 610.54: Concontancs I 0,78

lambda.min=0.008517602
M - M . s Variables C - -
Hazand cato (Ferward LR moor)
Sex -0.30508739
2 Age -0.48412322 F= e P —— .
- time L b L i T B e—— — 0033
§3: _ - N BMI 0.80042751 go (years) s rolerance L]
i — e - Acute rejection (0to12m| oy i ey  ———— aorare
= —— 7 Urine protein at month 12| 0.38699364 am (kg/m?) ko e .
: TAC-CV (0 to 12m) 0.52753650 2 (209t "% 26y —_—— <6001 ™
. TAC-oLL (0 to 12m) i larincs. .
Clinical - - - - - TAGTTR (0 to 12m) 7 L T -
variables ‘ LogLamsan - eGFR-Mean (1 to 12m) -0.46269349 | 7™y e 2106
+ b n m o m s w0 w T ©GFR-CV (1 to 12m) 117731504 | 1008 558 570y S
" H Uric acid-Mean (0 to 12m) | 0.06337521 | (1498 Vheon L — T
Lab-Qenved | REC-Mean (0 to 12m) L rac.cy.etam (%) eterence .
variables 2 H It HCT-Mean (0 to 12m} i o TP 1L P —— aomre
(0-12m) WBC-Mean (0 to 12m} L soFR0V.notEm (%) ety hesnce .
§ g It fo 12m)| 0.24566576 IR o P —_—— <0001 1
5‘ phocyte to 12m)| -0.38642938 Lymphncyte abs Meandtotzm 715 rlererce [}
° NLR-Mean (0 o 12m) i 0o Al s oess e acar -
= [ Evenis: 53 Giobol -value (Log-Rank): 8481417
H LMt e L i 87682 Concordance ndex: .55
= M 5 M M MLR:Mean (0 to 12m] | 0.03697381 |
)

Figure 2. Predictive variable selection results in model 1 (clinical variables + months 0-6 lab-derived variables) and model 2
(clinical variables + months 0-12 lab-derived variables) by LASSO regression and multivariate Cox regression analyses. (A)

Preliminary selected variables in model 1 and model 2 by 5-fold cross-validation LASSO analysis. (B) Hazard ratio forest plots of final
predictors in model 1 and model 2.
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Figure 3. Nomograms and calibration curves of model 1 (clinical variables + months 0-6 lab-derived variables) and model 2
(clinical variables + months 0-12 lab-derived variables) for predicting 3- and 5-year graft survival in the training cohort. (A)
Nomogram for model 1. (B—C). Calibration curves of the model 1 nomogram for 3- and 5-year graft survival. (D) Nomogram for model 2. (E-F)
Calibration curves of the model 2 nomogram for 3- and 5-year graft survival.
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Table 2. Univariate Cox hazards analysis of the training cohort.

Variables HR (95%Cl) P value
Clinical variables
Female 0.336 (0.144-0.786) 0.012
Age (years) 0.964 (0.932-0.998) 0.037
Race
Han 1.000
Tibetan 0.961 (0.299-3.09) 0.947
Others 1.159 (0.360-3.729) 0.804
BMI (kg/m?) 1.115 (1.031-1.206) 0.006
Pre-transplant Urine output
<100 mi 1.000
100-400 ml 1.205 (0.652-2.225) 0.552
400-1000 ml 0.450 (0.181-1.123) 0.087
>1000 ml 0.733(0.293-1.833) 0.506
Dialysis type
None 1.000
Hemodialysis 1.781 (0.552-5.743) 0.334
Peritoneal dialysis 1.952 (0.436-8.742) 0.382
Dialysis duration (months) 0.993 (0.975-1.011) 0.431
Donor type
Living-related 1.000
Living-unrelated (spouse) 1.105 (0.438-2.784) 0.833
Deceased 1.116 (0.337-3.698) 0.857
HLA mismatch (A, B, DR, DQ)
0-2 1.000
3-5 1.519 (0.647-3.569) 0.337
6-8 0.789 (0.222-2.798) 0.713
Hospitalization time (days) 1.026 (0.992-1.060) 0.134
DGF 1.243 (0.302-5.114) 0.763
Acute rejection (0 to 6m) 9.012 (2.763-29.396) <0.001
Acute rejection (0 to 12m) 9.012 (2.763-29.396) <0.001
:}'}‘f’esgt'itg:]'z(gt'tg”gr‘rﬁ‘)mber due to 1149 (0.491-2.689) 0.748
Hospitalization number due to 1.652 (0.830-3.289) 0.153

infection (0 to 12m)

Laboratory indexes within 6 months

Laboratory indexes within 12 months

Variables
HR (95%CI) P value HR (95%CI) P value
Urine protein at month 6/12
- 1.000 1.000
—I+ 1.080 (0.537-2.172) 0.829 0.953 (0.402-2.263) 0.914
+ 1.947 (0.954-3.974) 0.067 2.703 (1.250-5.844) 0.012
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TAC-Mean (ng/mL)
TAC-CV (%)
TAC-loLL (%)
TAC-TTR (%)
TAC-hiUL (%)
eGFR-Mean” (mL/min/1.73m?)
eGFR-CV" (%)
Uric acid-Mean (umol/L)
RBC-Mean (10712/L)
HGB-Mean (g/L)
HCT-Mean (L/L)
PLT-Mean (1079/L)
WBC-Mean (1079/L)
Neutrophil-Mean (%)
Lymphocyte-Mean (%)
Monocyte-Mean (%)
Neutrophil-Mean (10"9/L)
Lymphocyte-Mean (1079/L)
Monocyte-Mean (10"9/L)
NLR-Mean
PLR-Mean
MLR-Mean (%)

7.287 (2.888-18.390)
8.967 (2.072-38.812)
0.975 (0.777-1.224)
1.011 (0.992-1.030)
1.006 (0.994-1.019)
0.988 (0.975-1.002)
1.017 (0.991-1.044)
0.978 (0.961-0.995)
1.043 (1.013-1.073)
1.004 (1.000-1.008)
1.059 (0.674-1.662)
1.005 (0.989-1.022)

1.490 (0.006-361.852)
1.002 (0.998-1.006)
1.128 (0.974-1.306)
1.034 (0.998-1.071)
0.965 (0.930-1.001)
0.867 (0.713-1.054)
1.216 (1.018-1.451)
0.904 (0.632-1.292)
1.791 (0.255-12.583)
1.083 (0.978-1.198)
1.002 (0.999-1.005)
1.007 (0.998-1.027)

<0.001 8.577 (3.912-18.805) <0.001
0.003 9.496 (3.337-27.019) <0.001
0.831 0.893 (0.687-1.160) 0.395
0.244 1.023 (1.005-1.040) 0.012
0.335 1.014 (0.999-1.028) 0.064
0.089 0.982 (0.967-0.998) 0.025
0.208 1.006 (0.977-1.036) 0.701
0.013 0.957 (0.939-0.975) <0.001
0.004 1.078 (1.057-1.100) <0.001
0.073 1.006 (1.002-1.011) 0.007
0.804 0.697 (0.447-1.084) 0.109
0.508 0.990 (0.975-1.005) 0.197
0.887 0.007 (0.000-1.238) 0.060
0.309 1.002 (0.998-1.007) 0.252
0.107 1.171 (1.008-1.361) 0.038
0.067 1.000 (0.999-1.001) 0.677
0.059 1.000 (0.999-1.001) 0.685
0.152 1.000 (0.999-1.001) 0.755
0.031 1.338 (1.127-1.588) 0.001
0.579 0.732 (0.479-1.118) 0.149
0.558 1.883 (0.259-13.693) 0.532
0.126 1.192 (1.103-1.289) <0.001
0.295 1.004 (1.001-1.008) 0.017
0.448 1.020 (1.001-1.039) 0.035

Note: "eGFR-Mean and —CV values were calculated based on month 1 to 6 eGFR data, other variables were based on month 0

to 6 data.

Performance of the nomogram in stratifying risk of

KTRs

In the training cohort, patients were classified into three
risk groups based on total risk scores calculated by
model 1 (low-risk, <137.4; moderate-risk, 137.4~175.8;
high-risk, >175.8) and model 2 (low-risk, <159.9;
moderate-risk,  159.9~241.6;  high-risk, >241.6)
nomograms following the determination of cutoff
values by X-tile analyses (Figure 5A, 5B; 5D, 5E).
Compared to low-risk populations stratified by the
model 1 system, HRs (95% CI) for moderate- and high-
risk KTRs were 5.90 (3.25-10.70) and 16.94 (7.00—
41.01) in the training cohort (Figure 5C), and 6.18
(2.15-17.77) and 17.36 (5.07-59.41) in the validation
cohort (Figure 5G). When stratified by the model 2
system, HRs (95%CI) for moderate- and high-risk
KTRs were 8.10 (4.14-15.87) and 27.25 (10.23-72.63)
in the training cohort (Figure 5F), and 5.16 (1.80-14.80)
and 13.68 (1.75-106.72) in the validation cohort (Figure

5H). The Kaplan-Meier curves indicated that both
nomograms achieved successful risk stratification in
KTRs with statistical significance (P < 0.0001).

DISCUSSION

In this study, we successfully developed and validated
two novel nomogram-based prognostic models that were
capable of individually predicting 5-year allograft loss in
KTRs. These nomograms combined early, routinely
accessible, yet significant laboratory test-derived
indicators (calculated based on 0-6m and 0-12m
laboratory results) and demographic variables to generate
accurate prognostic predictions of individual patients.
Such predictions presented a good ability to discriminate
KTRs with low-, moderate-, and high-risk of developing
forthcoming graft loss within 1 to 5 years post-transplant.

In the last decade, a growing body of prognostic
scoring systems have been reported for the early
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prediction of long-term renal allograft survival on the
basis of various predictors, the majority of which were
“static” demographical and clinical variables at certain
time points before or after transplantation. Such static
Cox or Logistic models incorporating variables
measured at time O to predict the events occurred
throughout the full evaluation period, which might be
less effective than using longitudinal data in predicting
future risk [21]. More recently, an internationally
derived and robustly validated (in Europe and North
America centers) prediction system for estimating the
risk of graft loss in KTRs was constructed by
combining 8 functional, histological and immuno-
logical prognostic factors. Strong predictive ability has
been shown with C-indexes exceeding 0.8 in different
clinical scenarios and subpopulations [7]. However,
considering distinct patients’ characteristics, clinical
management practices, and the unavailability of
histological data for the majority of KTRs in most
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Chinese transplant centers, it may not be feasible for
the implementation in our routine clinical settings.
Taking these issues into account, we turned our
attention to “dynamic” risk factors which were derived
from serial routinely monitored laboratory examination
results. We applied multiple calculation forms
including average, CV, and proportions of time within
or out of therapeutic range to process original
laboratory data during early periods post-
transplantation. By combining demographic and
clinical risk factors with 0-6m and 0-12m processed
laboratory predictors, we built up model 1 and model 2
prognostic nomograms, respectively. Both models
showed moderate to strong predictive efficacy for early
identification of 5-year graft loss, and model 2 was
superior to model 1 (C-index for model 1 was 0.78
(0.72-0.85) and for model 2 was 0.85 (0.79-0.90)). We
did not conduct direct comparisons between the present
study and previously described risk scoring systems
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Figure 4. Dynamic time-dependent AUC (TD-AUC) curves, decision curve analysis (DCA) and summary of C-indexes of two
models in training and validation sets. (A). TD-AUC curves in the training set. (B) DCA curves in the training set. (C). TD-AUC curves in the
validation set. (D) DCA curves in the validation set. (E) C-indexes summary of model 1 and model 2 for predicting 3- and 5-year graft survival

in training and validation sets.
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due to the lack of some predictor information, such as
blood pressure data in DuBay DA’s study [6].
However, when only considering data from a C-index
and TD-AUC perspective, our models showed higher
values. Taken together, these results indicated that
comprehensively integrating laboratory variables was a
novel strategy to find risk predictors.

In our two prognostic nomograms, recipient charac-
teristics including female gender, older age, and lower
BMI levels were independent protective factors of
long-term graft survival. However, there were some
controversies regarding the associations between those

A

D

B
»
¥
E
»
|

individual predictors and renal allograft outcomes. The
findings on being female were consistent with some of
previous studies [6, 22, 23], but differed from Yohann
Foucher [5] and H.Y.Tiong’s studies [24], in which
being female was closely associated with poor
allograft outcomes in KTRs. Such inconsistency also
exists in recipient age and BMI variables among this
and other different KTR cohorts [5, 22]. These
discordant  results  suggest that constructing
personalized nomograms that host “one size fits all”
properties is not an easy task, which may be hampered
by the heterogeneity of patient backgrounds and post-
transplant management strategies.
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Figure 5. X-tile analysis of total risk score and survival curves stratified by the score calculated from nomogram scoring
systems in training and validation sets. In training set: (A-B) X-tile plot and total points histogram showing the optimal cut-points of
model 1. (C) Kaplan-Meier (KM) survival curve of different risk groups based on cut-points obtained from model 1 X-tile analysis. (D-E) X-tile
plot and total points histogram showing the optimal cut-points of model 2. (F) KM survival curve of different risk groups based on cut-points
obtained from model 2 X-tile analysis. In validation set: (G—H). KM survival curves of KTRs stratified by optimal cut-points from model 1 (G)

and model 2 (H).
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In addition to those fixed baseline variables, some
potentially amendable post-transplant risk factors were
identified in this study. eGFR variability, no matter
calculated from 1-6 months eGFR values or 1-12
months eGFR values, was a significant risk factor for
graft loss and independent of average eGFR levels. In
accordance with Nicole A. Pilch’s [16] and Hoon
Young Choi et al’s. [17] studies, our results suggested
that converting serial longitudinal eGFR data into
eGFR-CV provided more prognostic information than
just simply averaging them. Several possible factors
may explain its superior ability in early presentations of
signs of graft loss. eGFR variability is a rational marker
of renal allograft homeostasis. Intrinsic renal factors
(such as acute allograft rejection, subclinical rejection,
and other damages that directly target the kidney) and
extrinsic factors (such as infection, extra-renal organ
system injury, and comorbid complications that
indirectly affect renal function) may disturb the steady
state of the kidney [25, 26]. Even though some
deteriorative renal function may revert to its prior
“normal” level after appropriate intervention, eGFR
variability can still provide comprehensive information
on both unmeasured and measurable detrimental events
that may have side effects on subsequent graft survival.
TAC intra-patient variability (TAC-IPV or TAC-CV)
was another important risk factor for graft loss in our
study. Accumulating studies have demonstrated that
high TAC-CV was associated with poor allograft
outcomes such as graft failure and chronic antibody-
mediated  rejection in  various solid  organ
transplantations [13, 27-29]. Unlike previously
published studies, and since we wanted to use TAC-CV
to reflect the overall combined impact of medication
non-adherence, food and drug interaction, genetic
factors, and dose modification due to concurrent
diseases or TAC-related toxicity throughout the entire
interested post-transplant period [14], TAC-CV was
calculated by adopting all TAC trough concentration
data from within 0-6 or 0-12 months, rather than
eliminating early-phase data that was thought to be
unstable because of the frequent dose adjustment to
achieve target levels during hospitalization. Final
inclusion of TAC-CV in model 2, not in model 1,
indicated that replenishing early TAC-CV with
relatively late TAC concentration data would be
conducive to improve its predictive ability for 5-year
graft loss. Interestingly, we found a high average
percentage of 0-6 months neutrophil and low 0-12
months lymphocyte mean count emerged as
independent risk indicators for subsequent graft loss in
different prediction models. Such abnormality of average
peripheral leukocyte count may reflect the sustained
excessive immunosuppression during certain time
periods, which increases the risk of various infections and
then threatens the long-term survival [30-32].

Several strengths could be found in the current study.
First, our study took full advantage of easily accessible
laboratory data during 6 or 12 months post-
transplantation to generate novel and cost-effective
potential predictors, some of which have been revealed
to significantly correlate with poor long-term allograft
survival in  distinct  population-based  studies.
Nomograms incorporating an early shorter or relatively
longer period of laboratory indicators with demographic
variables both demonstrated good discrimination and
calibration  power, which enabled the early
identification of individual graft-loss risks without
additional cost. Second, we set up the risk thresholds
that can classify KTRs into low-, moderate-, and high-
risk groups as early as 6 or 12 months after
transplantation. This would be helpful to promote
personalized health evaluations and carry out precise
prevention by adjusting follow-up frequencies, adding
protocol biopsies, or modifying immunosuppression
regimens. In addition, it would also be favorable in
conducting prospective clinical trials by allowing
targeted recruitment of moderate- to high-risk patients.
Third, considering the clinical practice, nomograms
were further converted into web-based apps and
predictor calculators were designed to facilitate clinical
application.

However, several limitations should be addressed in this
study. First, due to the nature of retrospective design,
the small number of events, and the single center
analysis, the results may be somewhat heterogeneous.
Although we have validated these results in a random
split-sample cohort, external validation studies from
other institutions, or at least from other Chinese
institutions, are definitely warranted to confirm these
findings. Second, some features would potentially
improve the predictive performance of models, such as
warm and cold ischemia time and donor specific
antibody levels, which were not included in this study
due to the incomplete records in our database. Third,
these models were only applicable for adult KTRs who
maintained their graft function within the first year.
However, for those who lost the grafts during the first
year, pre- and peri-transplant, as well as early post-
transplant parameters, would be feasible to achieve
good predictive performance for this patient population.

In summary, we constructed and validated two novel
nomograms by incorporating clinical variables and
relatively new risk factors that derived from a serial of
easily-available laboratory examination data from
within the first half- or one-year post-transplant to
identify the risk of 5-year graft loss in KTRs early. In
addition, the nomogram-based classifiers could provide
supportive information on stratifying individual patients
into different risk groups, which may assist clinicians

www.aging-us.com 9937

AGING



and patients in clinical decision-making and adjustment
of post-transplant management strategies. Further
external validation and prospective application of these
models will be performed in our future studies.

MATERIALS AND METHODS
Participants

Patients who underwent kidney transplant surgery in
West China Hospital between June 2009 and December
2016 were retrospectively included in this study. We
chose this period because we could extract accurate
electronic health record (EHR) data. KTRs who met any
of the following criteria were excluded: (1) age at
transplantation was less than 18 years old, (2) received
kidneys from deceased donors before January 2015
since organ donation from voluntary civilian organ
donors has become the only lawful source of organ
transplantations, (3) had less than one-year follow-up or
were without complete one-year laboratory test results,
(4) cyclosporine A or sirolimus were used within the
first 12 months after transplantation, (5) graft loss or
patient death occurred in the first 12 months after
transplantation. Eligible patients were then randomly
split into training and validation datasets at a ratio of
2:1. All KTRs were treated with standard triple
regimens (TAC + mycophenolate mofetil + steroid) as
maintenance immunosuppression. Preventive anti-
infective drugs were preoperatively and postoperatively
administered, as previously described [33]. This study
was approved by the institutional review board of West
China Hospital [no0.2017(397)]. Because of the
retrospective nature of this study, informed consent
from patients was waived.

Endpoints and definitions

The primary outcome of this study was that allograft
loss occurred between 1 year and 5 years post-
transplantation. Outcome data was retrospectively
retrieved from the hospital information system (HIS)
on February 28, 2019. Graft loss events were defined as
a return to maintenance dialysis, re-transplantation,
uremia (eGFR<15 mL/min/1.73 m2 without recovery),
or all-cause death. Time to event was recorded at the
date of censoring (date of whichever graft loss event
happened first or of the last follow-up date) or 1825
days (5 years) after transplantation. A clinical
transplant nephrologist was invited to assess
ambiguous outcomes.

Candidate predictor acquisition and preprocessing

Patients’ demographic and clinical characteristics were
collected: gender, age, race, body mass index (BMI),

pre-transplant urine output, dialysis type, time on
dialysis, donor type, human leukocyte antigen (HLA)
mismatch, hospitalization duration after KT surgery,
delayed graft function (DGF), acute rejection episode,
and number of hospitalizations due to infection within
the first 6 or 12 months post-transplantation.

One-year post-transplant original laboratory data
including CBC test, renal function indicators, routine
urine test, and immunosuppressant trough levels were
extracted from the laboratory information system
(LIS). This data was then processed to generate new
candidate predictors based on data collected in the first
6 or 12 months post-transplantation, separately.
Specifically, eGFR was calculated using the CKD-EPI
equation, which is based on serum creatinine (Scr,
umol/L), gender, and age [34]. NLR, PLR, and MLR
were generated via the divisions of neutrophil count,
platelet count, and monocyte count by lymphocyte
count, respectively. Average values of red blood cell
count (RBC), hemoglobin (HGB), hematocrit (HCT),
platelet count (PLT), white blood cell count (WBC),
neutrophil  percentage and absolute  number,
lymphocyte percentage and absolute  number,
monocyte percentage and absolute number, NLR,
PLR, MLR, uric acid level and TAC concentration
were calculated using all data measured within 0-6 or
0-12 months post-transplant. The coefficient of
variations (CV) of TAC and eGFR were generated to
reflect the relative variability of TAC and eGFR levels
within a certain period of time [CV (%) = (Standard
Deviation/Mean) * 100]. In addition, we calculated the
number of times the TAC trough concentration fell
within, below, or beyond the target range of 5-10
ng/ml in the first 3 months and 4-8 ng/ml during
months 4-12. The percentage of each condition
relative to total TAC test times were recorded as TAC-
TTR, TAC-loLL and TAC-hiUL. Considering the
rapid recovery of renal function after KT surgery and
the large fluctuation that inherently exists in all KTRs
during the first month, we calculated eGFR-Mean and
eGFR-CV by using data from 1 to 6 or 12 months
post-transplantation to maximally reflect their actual
predictive potential. For routine urine tests, we
retrieved semi-quantitative results of urine protein at
months 6 and 12 post-transplant.

The CBC tests were completed with Sysmex XN9100
automated hematology system (Sysmex Corporation,
Japan). Urine proteins were semi-quantified with fully
automated urine chemistry analyzer UF5000 plus
UC3500 (Sysmex Corporation, Japan). Scr and uric acid
levels were determined with cobas 8000 modular
analyzer (Roche Company, Switzerland). TAC trough
concentration was assessed with V-TWIN analyzer
system (Siemens, Germany).
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Patients with missing one-year follow-up laboratory data
were excluded at the enrollment stage. A multiple
imputation method was utilized to impute suitable values
for missing data in demographic and clinical variables.

Predictor selection, model development, and validation

In the training cohort, predictors were selected into final
models through three steps (Figure 1). First, we
conducted univariate Cox proportional hazards regression
analysis to determine associations between candidate
predictors and 5-year graft loss. Then we picked out
factors with P < 0.15 and stratified them as binary
variables based on optimal cut-off values obtained from
X-tile analysis [35] (Supplementary Figure 1). Two
model feature selections were implemented in parallel
(model 1: demographics and 0-6m laboratory variables;
model 2: demographics and 0-12m laboratory variables).
Least absolute shrinkage and selection operator (LASSO)
regression analysis was further performed to select
valuable predictors among the above-stratified variables.
LASSO performs L1 regulation, which adds a penalty to
the absolute value of the magnitude of coefficients. As a
tuning parameter, A controls the strength of the L1
penalty. We kept variables with non-zero coefficients for
the following analysis by setting A equal to the minimum
value, for which the cross-validation error was the
smallest. Finally, multiple Cox hazards regression
analysis (forward LR) was added to determine final
predictors in individual models and forest plots were
drawn to demonstrate the estimated hazard ratio (HR) of
each variable.

Models that incorporated the selected independent
predictors were visually presented as nomograms.
Harrell’s concordance index (C-index) and the dynamic
time-dependent area under the receiver operating
characteristic curves (TD-AUC) were used to evaluate
the discrimination power of nomograms in training and
validation cohorts. The higher the C-index and TD-AUC
values, the better the predictive accuracy. Calibration
ability was assessed by graphically plotting the actual
probabilities and nomogram-predicted probabilities via a
bootstrapping method with 1000-iteration resampling. In
addition, decision curve analysis (DCA) was utilized to
evaluate the clinical utility of nomograms by calculating
the net benefit of a range of threshold probabilities in
training and validation cohorts [36].

Risk classification of KTRs

In the training cohort, total risk points of individual
patients were calculated based on linear predictor values
and the point per unit of linear predictor, which were
directly available in the nomogram scoring system. We
applied X-tile software (version 3.6.1, Yale University,

New Haven, CT, USA) to determine optimal cut-off
values of the risk point, with which patients were
categorized into low-, moderate-, and high-risk groups.
The Kaplan-Meier curves were performed to present the
5-year graft survival of different risk groups.
Differences between groups were statistically compared
with the aid of the log-rank test.

Statistical analysis

Data was demonstrated as absolute number, mean *
standard deviation, or median (interquartile range)
according to type. Chi-square or Fisher’s exact tests were
utilized to compare categorical variables between groups.
The student's t-test and Mann-Whitney U test were
applied to compare continuous variables with normal
distribution and skewed distribution, respectively. All
statistical analyses were completed with SPSS software
(version 23.0, SPSS Inc., Chicago, IL, USA) and R
software (version 3.6.3, https://cran.r-project.org). R

LEINNNT3

packages “glmnet”, “rms”, “survivalROC”, “ggplot2”,
“stdca.R”, “survminer”, “DynNom” and “shiny” were
used in this study. A two-tailed P < 0.05 was considered
statistically significant. All analyses were reported
according to the Transparent Reporting of a multivariate
prediction model for Individual Prognosis Or Diagnosis

(TRIPOD) statement [37].

AUTHOR CONTRIBUTIONS

Yamei Li: study design, search strategy and systematic
review, data interpretation, statistical analysis and writing
the manuscript. Lin Yan: study design, data acquisition
and interpretation, as well as editing the manuscript. Yi
Li: study design, statistical analysis and revising
manuscript. Zhengli Wan: data acquisition. Yangjuan Bai:
data interpretation. Xianding Wang: study design and data
interpretation. Shumeng Hu: data cleaning. Xiaojuan Wu:
data cleaning. Cuili Yang: data acquisition; Jiwen Fan:
data acquisition. Huan Xu: data cleaning; Lanlan Wang:
study design, data interpretation and supervision; Yunying
Shi: study design, data interpretation, supervision and
critically revise of the manuscript. All authors read and
approved the final manuscript.

ACKNOWLEDGMENTS
We would like to thank Guan Jian Liu, who is from
Department of Evidence-Based Medicine and Clinical

Epidemiology, West China Hospital, Sichuan
University, China, for the help of statistical analysis.

CONFLICTS OF INTEREST

All authors have no competing interests to report.

www.aging-us.com 9939

AGING


https://cran.r-project.org/

FUNDING

This work was supported by National Natural Science
Foundation of China (81771714 and 81871713), 1¢3¢5
Project for Disciplines of Excellence, West China
Hospital, Sichuan University (ZYJC18004), Key
Research and Development Project of Department of
Science and Technology of Sichuan Province
(2020YFS0228 and 2019YF0287). Part of the work was
also funded by the Fundamental Research Funds for the
Central Universities (2017SCU11022) and 1.3.5 Project
for Disciplines of Excellence-Clinical Research
Incubation Project, West China Hospital, Sichuan
University (2018HXFH049).

REFERENCES

1. Loupy A, Lefaucheur C, Vernerey D, Prugger C, Duong
van Huyen JP, Mooney N, Suberbielle C, Frémeaux-
Bacchi V, Méjean A, Desgrandchamps F, Anglicheau
D, Nochy D, Charron D, et al. Complement-binding
anti-HLA antibodies and kidney-allograft survival. N
Engl J Med. 2013; 369:1215-26.
https://doi.org/10.1056/NEJM0al1302506
PMID:24066742

2. Thongprayoon C, Hansrivijit P, Leeaphorn N, Acharya
P, Torres-Ortiz A, Kaewput W, Kovvuru K, Kanduri SR,
Bathini T, Cheungpasitporn W. Recent Advances and
Clinical Outcomes of Kidney Transplantation. J Clin
Med. 2020; 9:1193.
https://doi.org/10.3390/jcm9041193
PMID:32331309

3. Kaboré R, Haller MC, Harambat J, Heinze G, Leffondré
K. Risk prediction models for graft failure in kidney
transplantation: a systematic review. Nephrol Dial
Transplant. 2017; 32:ii68—ii76.
https://doi.org/10.1093/ndt/gfw405
PMID:28206633

4. Senanayake S, White N, Graves N, Healy H, Baboolal
K, Kularatna S. Machine learning in predicting graft
failure following kidney transplantation: A systematic
review of published predictive models. Int J Med
Inform. 2019; 130:103957.
https://doi.org/10.1016/j.ijmedinf.2019.103957
PMID:31472443

5. Foucher Y, Daguin P, Akl A, Kessler M, Ladriere M,
Legendre C, Kreis H, Rostaing L, Kamar N, Mourad G,
Garrigue V, Bayle F, de Lingy BH, et al. A clinical
scoring system highly predictive of long-term kidney
graft survival. Kidney Int. 2010; 78:1288-94.
https://doi.org/10.1038/ki.2010.232
PMID:20861817

6. DuBay DA, Su Z, Morinelli TA, Baliga P, Rohan V, Bian J,
Northrup D, Pilch N, Rao V, Srinivas TR, Mauldin PD,

10.

11.

12.

13.

Taber DJ. Development and future deployment of a 5
years allograft survival model for kidney transplantation.
Nephrology (Carlton). 2019; 24:855-862.
https://doi.org/10.1111/nep.13488

PMID:30198104

Loupy A, Aubert O, Orandi BJ, Naesens M, Bouatou Y,
Raynaud M, Divard G, Jackson AM, Viglietti D, Giral
M, Kamar N, Thaunat O, Morelon E, et al. Prediction
system for risk of allograft loss in patients receiving
kidney transplants: international derivation and
validation study. BMJ. 2019; 366:14923.
https://doi.org/10.1136/bmj.l14923

PMID:31530561

Kiki¢ Z, Herkner H, Sengdlge G, Kozakowski N, Bartel
G, Plischke M. Pretransplant risk stratification for
early survival of renal allograft recipients. Eur J Clin
Invest. 2014; 44:168-75.
https://doi.org/10.1111/eci.12203

PMID:24224947

Rao PS, Schaubel DE, Guidinger MK, Andreoni KA,
Wolfe RA, Merion RM, Port FK, Sung RS. A
comprehensive risk quantification score for deceased
donor kidneys: the kidney donor risk index.
Transplantation. 2009; 88:231-36.
https://doi.org/10.1097/TP.0b013e3181ac620b
PMID:19623019

Moore J, He X, Shabir S, Hanvesakul R, Benavente D,
Cockwell P, Little MA, Ball S, Inston N, Johnston A,
Borrows R. Development and evaluation of a
composite risk score to predict kidney transplant
failure. Am J Kidney Dis. 2011; 57:744-51.
https://doi.org/10.1053/j.ajkd.2010.12.017
PMID:21349620

Schnitzler MA, Lentine KL, Axelrod D, Gheorghian A,
You M, Kalsekar A, LUltalien G. Use of 12-month
renal function and baseline clinical factors to predict
long-term graft survival: application to BENEFIT and
BENEFIT-EXT trials. Transplantation. 2012; 93:172-
81.

https://doi.org/10.1097/TP.0b013e31823ec02a
PMID:22198496

Kasiske BL, Israni AK, Snyder JJ, Skeans MA, Peng Y,
Weinhandl ED. A simple tool to predict outcomes
after kidney transplant. Am J Kidney Dis. 2010;
56:947-60.
https://doi.org/10.1053/j.ajkd.2010.06.020
PMID:20801565

Kuypers DRJ. Intrapatient Variability of Tacrolimus
Exposure in Solid Organ Transplantation: A Novel
Marker for Clinical Outcome. Clin Pharmacol Ther.
2020; 107:347-358.
https://doi.org/10.1002/cpt.1618

PMID:31449663

www.aging-us.com 9940

AGING


https://doi.org/10.1056/NEJMoa1302506
https://pubmed.ncbi.nlm.nih.gov/24066742
https://doi.org/10.3390/jcm9041193
https://pubmed.ncbi.nlm.nih.gov/32331309
https://doi.org/10.1093/ndt/gfw405
https://pubmed.ncbi.nlm.nih.gov/28206633
https://doi.org/10.1016/j.ijmedinf.2019.103957
https://pubmed.ncbi.nlm.nih.gov/31472443
https://doi.org/10.1038/ki.2010.232
https://pubmed.ncbi.nlm.nih.gov/20861817
https://doi.org/10.1111/nep.13488
https://pubmed.ncbi.nlm.nih.gov/30198104
https://doi.org/10.1136/bmj.l4923
https://pubmed.ncbi.nlm.nih.gov/31530561
https://doi.org/10.1111/eci.12203
https://pubmed.ncbi.nlm.nih.gov/24224947
https://doi.org/10.1097/TP.0b013e3181ac620b
https://pubmed.ncbi.nlm.nih.gov/19623019
https://doi.org/10.1053/j.ajkd.2010.12.017
https://pubmed.ncbi.nlm.nih.gov/21349620
https://doi.org/10.1097/TP.0b013e31823ec02a
https://pubmed.ncbi.nlm.nih.gov/22198496
https://doi.org/10.1053/j.ajkd.2010.06.020
https://pubmed.ncbi.nlm.nih.gov/20801565
https://doi.org/10.1002/cpt.1618
https://pubmed.ncbi.nlm.nih.gov/31449663

14.

15.

16.

17.

18.

19.

20.

21.

Gonzales HM, McGillicuddy JW, Rohan V, Chandler
JL, Nadig SN, Dubay DA, Taber DJ. A comprehensive
review of the impact of tacrolimus intrapatient
variability on clinical outcomes in kidney
transplantation. Am J Transplant. 2020; 20:1969-
83.

https://doi.org/10.1111/ajt.16002

PMID:32406604

Song T, Yin S, Jiang Y, Huang Z, Liu J, Wang Z, Li L,
Zeng J, Fan Y, Wang X, Li X, Lin T. Increasing Time in
Therapeutic Range of Tacrolimus in the First Year
Predicts Better Outcomes in Living-Donor Kidney
Transplantation. Front Immunol. 2019; 10:2912.
https://doi.org/10.3389/fimmu.2019.02912
PMID:31921171

Pilch NA, Rohan V, Rao V, Mauldin PD, Su Z, Dubay
DA, Morinelli TA, Taber DJ. Renal Function Variability:
An Independent Risk Factor for Graft Loss and Death
following Kidney Transplantation. Am J Nephrol.
2018; 47:191-99.
https://doi.org/10.1159/000487714

PMID:29539601

Choi HY, Huh KH, Lee JG, Song MK, Kim MS, Kim YS,
Kim BS. Variability of the Estimated Glomerular
Filtration Rate in the First Year after Kidney
Transplantation Is an Independent Risk Factor for
Poor Renal Allograft Outcomes: A Retrospective
Cohort Study. PLoS One. 2016; 11:e0168337.
https://doi.org/10.1371/journal.pone.0168337
PMID:27973553

Ergin G, Deger M, Képrii B, Derici U, Arinsoy T. High
neutrophil to lymphocyte ratio predicts acute allograft
rejection in kidney transplantation; a retrospective
study. Turk J Med Sci. 2019; 49:525-30.
https://doi.org/10.3906/sag-1811-41
PMID:30834734

Halazun KJ, Marangoni G, Hakeem A, Fraser SM, Farid

SG, Ahmad N. Elevated preoperative recipient
neutrophil-lymphocyte ratio is associated with
delayed graft function following kidney

transplantation. Transplant Proc. 2013; 45:3254-57.
https://doi.org/10.1016/j.transproceed.2013.07.065
PMID:24182795

Naranjo M, Agrawal A, Goyal A, Rangaswami J.
Neutrophil-to-Lymphocyte  Ratio and  Platelet-to-
Lymphocyte Ratio Predict Acute Cellular Rejection in the
Kidney Allograft. Ann Transplant. 2018; 23:467-74.
https://doi.org/10.12659/A0T.909251
PMID:29987271

Greene T, Li L. From Static to Dynamic Risk Prediction:
Time Is Everything. Am J Kidney Dis. 2017; 69:492-94.
https://doi.org/10.1053/j.ajkd.2017.01.004
PMID:28340850

22.

23.

24.

25.

26.

27.

28.

29.

Shabir S, Halimi JM, Cherukuri A, Ball S, Ferro C, Lipkin
G, Benavente D, Gatault P, Baker R, Kiberd B, Borrows
R. Predicting 5-year risk of kidney transplant failure: a
prediction instrument using data available at 1 year
posttransplantation. Am J Kidney Dis. 2014; 63:643-51.
https://doi.org/10.1053/j.ajkd.2013.10.059
PMID:24387794

Yoo KD, Noh J, Lee H, Kim DK, Lim CS, Kim YH, Lee JP,
Kim G, Kim YS. A Machine Learning Approach Using
Survival Statistics to Predict Graft Survival in Kidney
Transplant Recipients: A Multicenter Cohort Study.
Sci Rep. 2017; 7:8904.
https://doi.org/10.1038/s41598-017-08008-8
PMID:28827646

Tiong HY, Goldfarb DA, Kattan MW, Alster JM, Thuita
L, Yu C, Wee A, Poggio ED. Nomograms for predicting
graft function and survival in living donor kidney
transplantation based on the UNOS Registry. J Urol.
2009; 181:1248-55.
https://doi.org/10.1016/j.juro.2008.10.164
PMID:19167732

Al-Aly Z, Balasubramanian S, McDonald JR, Scherrer
JF, O’Hare AM. Greater variability in kidney function is
associated with an increased risk of death. Kidney Int.
2012; 82:1208-14.
https://doi.org/10.1038/ki.2012.276

PMID:22854642

Perkins RM, Tang X, Bengier AC, Kirchner HL, Bucaloiu
ID. Variability in estimated glomerular filtration rate is
an independent risk factor for death among patients
with stage 3 chronic kidney disease. Kidney Int. 2012;
82:1332-38.

https://doi.org/10.1038/ki.2012.281

PMID:22874841

Borra LCP, Roodnat JI, Kal JA, Mathot RAA, Weimar
W, van Gelder T. High within-patient variability in the
clearance of tacrolimus is a risk factor for poor long-
term outcome after kidney transplantation. Nephrol
Dial Transplant. 2010; 25:2757-63.
https://doi.org/10.1093/ndt/gfa096

PMID:20190242

Rodrigo E, Segundo DS, Fernadndez-Fresnedo G,
Lépez-Hoyos M, Benito A, Ruiz JC, de Cos MA, Arias
M. Within-Patient Variability in Tacrolimus Blood
Levels Predicts Kidney Graft Loss and Donor-Specific
Antibody Development. Transplantation. 2016;
100:2479-85.
https://doi.org/10.1097/TP.0000000000001040
PMID:26703349

Del Bello A, Congy-Jolivet N, Danjoux M, Muscari F,
Lavayssiere L, Esposito L, Hebral AL, Belliere J, Kamar
N. High tacrolimus intra-patient variability is
associated with graft rejection, and de novo donor-

www.aging-us.com

9941

AGING


https://doi.org/10.1111/ajt.16002
https://pubmed.ncbi.nlm.nih.gov/32406604
https://doi.org/10.3389/fimmu.2019.02912
https://pubmed.ncbi.nlm.nih.gov/31921171
https://doi.org/10.1159/000487714
https://pubmed.ncbi.nlm.nih.gov/29539601
https://doi.org/10.1371/journal.pone.0168337
https://pubmed.ncbi.nlm.nih.gov/27973553
https://doi.org/10.3906/sag-1811-41
https://pubmed.ncbi.nlm.nih.gov/30834734
https://doi.org/10.1016/j.transproceed.2013.07.065
https://pubmed.ncbi.nlm.nih.gov/24182795
https://doi.org/10.12659/AOT.909251
https://pubmed.ncbi.nlm.nih.gov/29987271
https://doi.org/10.1053/j.ajkd.2017.01.004
https://pubmed.ncbi.nlm.nih.gov/28340850
https://doi.org/10.1053/j.ajkd.2013.10.059
https://pubmed.ncbi.nlm.nih.gov/24387794
https://doi.org/10.1038/s41598-017-08008-8
https://pubmed.ncbi.nlm.nih.gov/28827646
https://doi.org/10.1016/j.juro.2008.10.164
https://pubmed.ncbi.nlm.nih.gov/19167732
https://doi.org/10.1038/ki.2012.276
https://pubmed.ncbi.nlm.nih.gov/22854642
https://doi.org/10.1038/ki.2012.281
https://pubmed.ncbi.nlm.nih.gov/22874841
https://doi.org/10.1093/ndt/gfq096
https://pubmed.ncbi.nlm.nih.gov/20190242
https://doi.org/10.1097/TP.0000000000001040
https://pubmed.ncbi.nlm.nih.gov/26703349

30.

31

32.

33.

after liver
2018;

antibodies occurrence
World J Gastroenterol.

specific
transplantation.
24:1795-802.
https://doi.org/10.3748/wig.v24.i16.1795
PMID:29713132

Jasiak NM, Park JM. Immunosuppression in Solid-
Organ Transplantation: Essentials and Practical Tips.
Crit Care Nurs Q. 2016; 39:227-40.
https://doi.org/10.1097/CNQ.0000000000000117
PMID:27254639

Fernandez-Ruiz M, Lopez-Medrano F, Allende LM,
Andrés A, Garcia-Reyne A, Lumbreras C, San-Juan R,
Morales JM, Paz-Artal E, Aguado JM. Kinetics of
peripheral blood lymphocyte subpopulations predicts
the occurrence of opportunistic infection after kidney
transplantation. Transpl Int. 2014; 27:674—85.
https://doi.org/10.1111/tri.12321

PMID:24650360

Martin-Gandul C, Mueller NJ, Pascual M, Manuel O.
The Impact of Infection on Chronic Allograft
Dysfunction and Allograft Survival After Solid Organ
Transplantation. Am J Transplant. 2015; 15:3024-40.

https://doi.org/10.1111/ajt.13486

PMID:26474168

Li YM, Li Y, Yan L, Tang JT, Wu XJ, Bai YJ, An YF, Dai B,
Yang CL, Wang LL, Shi YY. Assessment of serum Tim-3
and Gal-9 levels in predicting the risk of infection
after kidney transplantation. Int Immunopharmacol.
2019; 75:105803.
https://doi.org/10.1016/j.intimp.2019.105803
PMID:31401383

34.

35.

36.

37.

Fuéek M, Dika Z, Karanovi¢ S, Vukovi¢ Brinar I,
Premuzi¢ V, Kos J, Cvitkovi¢ A, Misi¢ M, Samardzic¢ J,
Rogi¢ D, Jelakovi¢ B. Reliability of CKD-EPI predictive
equation in estimating chronic kidney disease
prevalence in the Croatian endemic nephropathy
area. Biochem Med (Zagreb). 2018; 28:010701.
https://doi.org/10.11613/bm.2018.010701
PMID:29187794

Camp RL, Dolled-Filhart M, Rimm DL. X-tile: a new
bio-informatics tool for biomarker assessment and
outcome-based cut-point optimization. Clin Cancer
Res. 2004; 10:7252-59.
https://doi.org/10.1158/1078-0432.CCR-04-0713
PMID:15534099

Van Calster B, Wynants L, Verbeek JF, Verbakel JY,
Christodoulou E, Vickers AJ, Roobol MJ, Steyerberg
EW. Reporting and Interpreting Decision Curve
Analysis: A Guide for Investigators. Eur Urol. 2018;
74:796-804.
https://doi.org/10.1016/j.eururo.2018.08.038
PMID:30241973

Collins GS, Reitsma JB, Altman DG, Moons KG.
Transparent reporting of a multivariable prediction
model for individual prognosis or diagnosis (TRIPOD):
the TRIPOD statement. BMJ. 2015; 350:g7594.
https://doi.org/10.1136/bmj.g7594

PMID:25569120

www.aging-us.com

9942

AGING


https://doi.org/10.3748/wjg.v24.i16.1795
https://pubmed.ncbi.nlm.nih.gov/29713132
https://doi.org/10.1097/CNQ.0000000000000117
https://pubmed.ncbi.nlm.nih.gov/27254639
https://doi.org/10.1111/tri.12321
https://pubmed.ncbi.nlm.nih.gov/24650360
https://doi.org/10.1111/ajt.13486
https://pubmed.ncbi.nlm.nih.gov/26474168
https://doi.org/10.1016/j.intimp.2019.105803
https://pubmed.ncbi.nlm.nih.gov/31401383
https://doi.org/10.11613/bm.2018.010701
https://pubmed.ncbi.nlm.nih.gov/29187794
https://doi.org/10.1158/1078-0432.CCR-04-0713
https://pubmed.ncbi.nlm.nih.gov/15534099
https://doi.org/10.1016/j.eururo.2018.08.038
https://pubmed.ncbi.nlm.nih.gov/30241973
https://doi.org/10.1136/bmj.g7594
https://pubmed.ncbi.nlm.nih.gov/25569120

SUPPLEMENTARY MATERIALS

Supplementary Figures

1. Clinical variables

A Age (years)

Optimal cutoff value = 35

HR (< 35)=2.27

B Hospitalization time (days)

Optimal cutoff value = 34

HR (>34)=1.47

— - -

Optimal cutoff value = 25.3
2. Laboratory indexes within 6 months after KT

HR (>25.3)=2.63

A TAC-TTR (%)
Optimal cutoff value = 58.3
HR (<58.3)=1.98

B eGFR-Mean (mL/min/1.73m?
Optimal cutoff value = 58.4
HR (<58.4)=2.58

C eGFR-CV (%)
Optimal cutoff value = 13.7
HR (>13.7)=2.45

D Uric acid-Mean (umol/L)
Optimal cutoff value =357.8
HR (>357.8)=1.8

E WBC-Mean (109/L)
Optimal cutoff value = 5.9
HR (>5.9)=3.09
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F Lymphocyte-Mean (%)
Optimal cutoff value =29.7
HR (<29.7)=2.77

G Neutrophil-Mean (%)
Optimal cutoff value = 60.8
HR (>60.8)=3.48

e —

H Neutrophil-Mean (1029/L)
Optimal cutoff value = 4.7
HR (>4.7)=2.64

| NLR-Mean
Optimal cutoff value = 2.7
HR (>2.7)=2.4

3. Laboratory indexes within 12 months after KT

A TAC-CV (%)
Optimal cutoff value = 49.8
HR (>49.8)=2.53

B TAC-TTR (%)
Optimal cutoff value = 59.6
HR (<59.6)=1.98

C TAC-loLL (%)
Optimal cutoff value = 48.5
HR (>48.5)=2.24

D eGFR-Mean (mL/min/1.73m?)
Optimal cutoff value = 59.1
HR (<59.1)=4.68

v

E eGFR-CV (%)
Optimal cutoff value = 16.6
HR (>16.6)=5.03

7 i
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F Uric acid-Mean (umol/L)
Optimal cutoff value = 380.1
HR (>380.1)=1.93

G RBC-Mean (10712/L)
Optimal cutoff value = 4.3
HR (<4.3)=1.72

H HCT-Mean
Optimal cutoff value = 0.41
HR (<0.41)=1.95

| WBC-Mean (1079/L)
Optimal cutoff value = 8.1
HR (>8.1)=1.87

J Lymphocyte-Mean (1079/L)
Optimal cutoff value = 1.6
HR (<1.6)=1.75

K Neutrophil-Mean (1049/L)
Optimal cutoff value = 6.2
HR (>6.2)=3.07

L NLR-Mean
Optimal cutoff value = 4.8
HR (>4.8)=2.79

M PLR-Mean
Optimal cutoff value = 115.6
HR (>115.6)=1.88

N MLR-Mean (%)
Optimal cutoff value = 27.3
HR (>27.3)=1.77

NNSSNNAAN
i a5

Supplementary Figure 1. Determination of optimal cut-off values for clinical and laboratory variables whose P values less than 0.15 in

univariate Cox analysis.
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A Training cohort

- Baal

366-730 731-1095 1096-1460 1461-1825

Patients number
o

Days after kidney transplantation

B Validation set

Halls

366-730 731-1095 1096-1460 1461-1825

Patients number
SN A O

Days after kidney transplantation

Supplementary Figure 2. Time point distribution of occurring graft loss in training (A) and validation (B) cohorts.
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Laboratory indexes calculators for predicting 5-year graft survival in kidney transplant recipients (Results region)

BMI TAC-CV eGFR-CV Neutrophil (%)-Mean Lymphocyte absolute numer (1029/L)-Mean
BMI (kg/m2) TAC-CV (%) eGFR-CV (%) Neutrophil (%)-Mean Lymphocyte (abs)-Mean
19.53125 20.24440825 11.86930454 68.06666667 0.8666666667
TAC-Mean (ng/mL) eGFR-Mean (mL/min/1.73m2) Neutrophil (%)-times Lymphocyte (abs)-times
6.1 108.3908428 3 3
TAC-SD eGFR-SD
1.234908904 12.86523923
TAC-times eGFR-times
5 5
Height (cm) TAC CO values (ng/mL) Gender (M/F) Age (years) Neutrophil (%) values Lymphocyte (abs) values (10%9/L)
160 5.7 M 30 73.6 0.64
Weight (kg) | 4.6 Scr values (umol/L) |eGFR levels (mL/min/1 63.1 0.81
50 59 78 117.8579954 67.5 1.15
6.3 79 117.2425342
8 100 89.05857488
80 116.6379685
90 101.1571412
#NUM!
#NUM!
#NUM!
#NUM!
#NUM!
#NUM!
#NUM!
#NUM!
#NUM!

Supplementary Figure 3. Interface example of laboratory indexes calculator for the calculation of predictors for predicting 5-year graft survival
in KTRs. Please visit website https://docs.google.com/spreadsheets/d/11JX9YZBTONIxwVrNYp5PzcNpWQ1CItGm-N nDOKxbpk/edit?pli=1#gid=0.
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