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Abstract: Although remote ischemic preconditioning (RIPC) has been shown to have renoprotective
effects, few studies have assessed the effects of RIPC on renal function in living kidney donors.
This study investigated whether RIPC performed in living kidney donors could improve residual
renal function in donors and outcomes in recipients following kidney transplantation. The donors
were randomized into a control group (n = 85) and a RIPC group (n = 85). The recipients were included
according to the matched donors. Serum creatinine (sCr) concentrations and estimated glomerular
filtration rate (eGFR) were compared between control and RIPC groups in donors and recipients.
Delayed graft function, acute rejection, and graft failure within one year after transplantation were
evaluated in recipients. sCr was significantly increased in the control group (mean, 1.13; 95%
confidence interval (CI), 1.07-1.18) than the RIPC group (1.01; 95% CI, 0.95-1.07) (p = 0.003) at
discharge. Donors with serum creatinine >1.4 mg/dL at discharge had higher prevalence of chronic
kidney disease (1 = 6, 26.1%) than donors with a normal serum creatinine level (n = 8, 5.4%) (p = 0.003)
after one year. sCr concentrations and eGFR were similar in the RIPC and control groups of recipients
over the one-year follow-up period. Among recipients, no outcome variables differed significantly in
the RIPC and control groups. RIPC was effective in improving early renal function in kidney donors
but did not improve renal function in recipients.

Keywords: living donor kidney transplantation; remote ischemic preconditioning; residual renal
function; chronic kidney disease

1. Introduction

Kidney transplantation (KT) is the most effective treatment for many patients with kidney failure [1],
with living donor KT having a higher survival rate than deceased donor KT [2]. Kidney donors,
however, are at risk of reduced residual renal function [3-5], as the abrupt loss of renal mass and
resultant adaptive hyperfiltration and kidney injury lead to acute deterioration in residual kidney
function after donor nephrectomy [6,7]. Moreover, the concentration of uremic toxins, such as indoxyl
sulphate and p-cresylsulphate (which are thought to have proinflammatory effects [8,9] as well as
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being associated with chronic kidney disease progression [8,10], cardiovascular morbidity [11,12],
and mortality [13,14]) are increased in donor serum for up to two years following nephrectomy [15].

Remote ischemic preconditioning (RIPC) has been shown to protect against ischemic reperfusion
injury in various target organs, including the kidneys [16,17]. The mechanisms mediating the
protective effect of RIPC have been investigated in-depth but are yet to be fully elucidated [18]. RIPC is
known to exert protective effects using three different modes: a humoral, a neural, and a systemic
generalized response [18]. These protective effects have been attributed to several trigger factors, which
include autacoids released into the systemic circulation (nitric oxide or nitrite) [19] along with other
types of signaling molecules (endocannabinoids, stromal cell-derived factor-1c, microRNA-144) [20].
These molecules activate the signaling cascade that includes protein kinase and nuclear factor kB and
leads to the synthesis of protective proteins, such as manganese superoxide dismutase and inducible
nitric oxide synthase [21]. This results in attenuation of endothelial dysfunction, modulation of
reactive oxygen species and proinflammatory mediator release after reperfusion, and decreased cell
death [21,22].

Studies on the effects of RIPC on post-transplant function in renal transplant recipients have
yielded conflicting results [23,24]. Moreover, no well-designed clinical trial to date has assessed the
effects of RIPC on remaining kidney function in KT donors. The anti-inflammatory effects inflicted
by RIPC [25] suggest that it may prevent additional injury to the remaining kidney. In addition,
ischemic preconditioning of donor organs was found to reduce ischemic reperfusion injury and improve
outcomes after liver transplantation [26,27]. However, it is unclear whether RIPC can reduce ischemic
reperfusion injury in the renal graft. Therefore, we hypothesized that RIPC attenuates the decrease in
remnant kidney function in donors following living donor nephrectomy. Additionally, we assessed the
effects of RIPC on post-transplant renal function of recipients following living donor KT.

2. Methods

The study was approved by the Asan Medical Center institutional review board (No. 2015-1173).
All kidney donors provided informed consent. For recipients, the need for an informed consent form
was waived by our ethical committee due to observational design. The randomized controlled trial
registration number is KCT0002875.

All living kidney donors aged 20-60 years for elective KT were included. Donors with a history of
acute kidney injury, morbid obesity, liver cirrhosis, hypertension, diabetes mellitus, hypoalbuminemia
(<3.0 g/dL), hypoproteinemia (<6.0 g/dL), anemia (hemoglobin <10.6 g/dL, hematocrit <30%), or low
body weight (body mass index <18 kg/m?) were excluded. The recipients were included according to
the matched donors. Recipients were divided into the control or RIPC group according to their donor
group. Two recipients in the control group were excluded from the analysis of outcomes because they
were aged <8 years.

2.1. Donors

A total of 170 (106 related and 64 unrelated) donors were randomized 1:1 to the RIPC and control
groups using a randomization table generated using R (version 3.3.1, R Foundation for Statistical
Computing, Vienna, Austria) by a trial administrator who was independent of all other aspects of the
trial. The surgeon, donors, and investigators were blinded to randomization.

General anesthesia in all donors and recipients was routinely induced with 4-5 mg/kg thiopental
sodium and 0-50 ug fentanyl and maintained with desflurane and 50% oxygen in air with remifentanil
target-controlled infusion. Muscle relaxation was induced by injecting 0.6-1.2 mg/kg rocuronium
before intubation and maintained with a bolus of 10-20 mg rocuronium, as needed. All patients
underwent nephrectomy by laparoscopic or hand-assisted laparoscopic surgery. After intubation,
a catheter was inserted into the radial artery. When the vital signs of donors stabilized, after surgical
positioning and before incision, an independent anesthesiologist (i.e., not otherwise involved in this
study) performed RIPC. Briefly, a blood pressure cuff was placed on the upper arm, followed by three
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cycles of inflation of the cuff to 200 mmHg for 5 min and reperfusion with deflation of the cuff for
5 min. In the control group, the cuff was placed on the upper arm, but the cuff was not inflated.
The donor kidney was preserved using cold storage in histidine-tryptophan-ketoglutarate solution.
The renal function of donors was analyzed by measuring serum creatinine (sCr) concentration and
estimated glomerular filtration rate (eGFR), based on sCr [28] at 1 day, 3 days, and 7 days; and 1 month,
6 months, and 12 months after donor nephrectomy. Additionally, serum cystatin C was measured at
the end of surgery. The baseline eGFR in donors was measured the day before the operation.

2.2. Recipients

The 170 recipients were included and retrospectively evaluated by review of medical records.
Kidney transplantation was performed by the local standardized protocol. The graft function of
recipients was assessed after surgery by measuring sCr concentration and eGFR based on the Chronic
Kidney Disease Epidemiology Collaboration (CKD-EPI) equation at 1 day, 3 days, and 7 days;
and 1 month, 6 months, and 12 months after transplantation. The baseline eGFR was measured the
day before the operation after dialysis.

The main immunosuppressive protocol consisted of basiliximab as an induction agent,
and maintenance immunosuppressants consisted of a combination of a calcineurin inhibitor (tacrolimus
or cyclosporine), mycophenolic acid, and prednisolone. As another option, recipients (n = 21)
with immunologic risk factors (highly sensitized patients or re-transplant recipients) and those
with complications due to long-term use of steroids received rabbit anti-thyomocyte globulin
(Thymoglobulin®, Genzyme, Cambridge, MA, USA) as an induction regimen, and maintenance
immunosuppression included tacrolimus, mycophenolic acid, and early steroid withdrawal in a week.

2.3. Intraoperative Fluid and Hemodynamic Management

For donors, Ringers Lactate or Plasmalyte was primarily administered, concomitantly with
5% albumin and mannitol. For recipients, plasma solution with 20% albumin and mannitol were
used. For donors, hypotension was defined as mean blood pressure decreased below 65 mmHg
and hypertension as blood pressure exceeding > 20 mmHg of baseline. For recipients, a blood
pressure change of more than 20% from baseline level was diagnosed as hypotension and hypertension.
If hypotension occurred, both donors and recipients were treated with inotropics or vasopressors as
appropriate. In case of hypertension, nicardipine or labetalol was used. Transfusion was performed
when hemoglobin level was <8 g/dL.

2.4. Outcomes

The primary outcome measure was the remaining kidney function post-nephrectomy in living
kidney donors reflected by sCr levels and eGFR at day of discharge. Secondary outcome measurements
were: in donors, incidence of chronic kidney disease 1 year after surgery, according to the Kidney
Disease Improving Global Outcomes (KDIGO) criteria and in recipients, time required to a 50%
decrease in baseline sCr concentration; eGFR 12 months after KT; incidence of delayed graft function,
acute rejection and graft failure within the first 12 months post-transplantation. Delayed graft function
was defined as a failure to <10%/day reduction in sCr concentration on 3 consecutive days during
the first week after KT. Rejection was defined as any biopsy-proven rejection treated with pulsed
methylprednisolone. Biopsy-proven rejection was defined as any rejection grade according to the Banff
criteria [29], based on histopathological appearance of a needle core biopsy of the transplant kidney.
eGFR at discharge and 1 year postoperative was adjusted by donor age and donor eGFR.

2.5. Statistical Analysis

Data are reported as mean + standard deviation (SD), median (interquartile range, IQR), or mean
with 95% confidence interval (CI), as appropriate. Categorical variables were compared using Pearson’s
chi-square or Fisher’s exact test. Sample size was determined based on the results of a preceding study,
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from which the data were not shown in the final publication [30]. Briefly, we obtained the minimum
eGFR (calculated by the CKD-EPI equation) during the first post-nephrectomy week from 1647 donors
of KT through the preceding study. The mean + SD of minimal eGFR during post-nephrectomy week
1 was 55 + 11 mL/min/1.73 m?. The sample size was calculated based on the assumption that RIPC
would increase eGFR by 10%. Based on the formula for calculating the sample size [31], 75.9 people
per group would be required to detect this difference with a power of 80% and a statistical significance
level of & = 0.05. Assuming a dropout rate of 10%, the desired sample size per group was 85 persons.

The statistical significance of the changes in sCr and eGFR, which were measured repeatedly
according to time, was estimated using generalized mixed linear modelling to handle the dependencies
in repeated measurements within the same person. All of the dependent variables at each time point
after the surgery were estimated using the least square means and standard error (SE).

Risk factors for impaired kidney function in donors at discharge were investigated using
multivariate logistic regression analysis. Multivariate analysis was conducted for each variable
with p < 0.1 in the univariate analysis. All statistical analyses were performed using SPSS version 21.0
for Windows (SPSS Inc, Chicago, IL, USA), with p-values <0.05 defined as statistically significant.

3. Results

Between April 2016 and August 2017, 173 kidney donors consented to participate in this trial.
After excluding three donors, 170 donors were enrolled, with 85 each randomized to the RIPC and
control groups (Figure 1). Two recipients in the control group were excluded from the analysis of
outcomes because they were aged <8 years.

Assessed for eligibility
(donors, N=173) Excluded (V=3)
’ 1 Not meeting inclusion criteria
I 1 Failed arterial catheter
Randomized 1 Combined operation
(donors, N=170)

v v

Recipients | | Donors Donors Recipients
(N=285) (N=285) (N=285) ] (N=285)
| | | [
| Analyzed |
Excluded (N=2)
Age under 8 year i l l l
Recipients | | Donors Recipients | | Donors
(N=183) (N=285) (N=285) (N=285)

Figure 1. Consort diagram. Between April 2016 and August 2017, 173 donors and their recipients
consented to participate in the trial. After excluding three pairs, 170 pairs of donors and recipients
were enrolled, with 85 pairs randomized to each group. RIPC, remote ischemic preconditioning.

The demographic and intraoperative characteristics of donors and recipients are summarized
in Tables 1 and 2. Age, body mass index, and American Society of Anesthesiologists physical
status classifications were similar in the two groups of donors, but gender distribution differed
significantly, with the proportion of men in the RIPC and control groups being 45.9% and 54.1%,
respectively (p = 0.003). Preoperative sCr concentration of donors was higher in the control than in
the RIPC group (0.8 (0.7-0.9) mg/dL vs. 0.7 (0.6-0.8) mg/dL, p = 0.005). Demographic characteristics
did not differ significantly between the two groups of recipients. Intraoperative variables also did
not differ significantly between the RIPC and the control group of donors and recipients, except that
warm ischemia time in recipients was significantly shorter in the RIPC group than in the control group
(25.0 (23.0-29.0) min vs. 28.0 (24.0-31.0) min, p < 0.01).
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Table 1. Perioperative characteristics of kidney donors.

Control Group (n = 85) RIPC Group (n = 85) p-Value
Preoperative characteristics
Age, year 42.0 (33.0-49.0) 44.0 (37.0-51.0) 0.33
Males, 1 (%) 46 (54.1) 26 (30.5) <0.01
Body mass index, kg/m2 240+28 23.7+29 0.45
sCr, mg/dL 0.8 (0.7-0.9) 0.7 (0.6-0.8) <0.01
eGFR, mL/min/1.73 m2 106.6 + 11.1 106.8 + 10.6 0.90
ASAPS1/2 60/25 59/26 1.00
Intraoperative characteristics
Operation time 212.0 (190.0-235.0) 205.0 (183.0-225.0) 0.09
HALS, n (%) 66 (77.7) 75 (88.2) 0.10
Kidney (right), n (%) 34 (40.0) 36 (42.4) 0.88
Plasmalyte, mL 1302.1 + 547.3 1205.9 + 534.1 0.25
Transfusion of RBC, n (%) 0 (0) 1(1.2) 1.00
20% Mannitol, mL 160.0 (140.0-190.0) 150.0 (14.0.0-175.0) 0.33
Urine output, mL 270.0 (220.0-420.0) 290.0 (190.0-400.0) 0.37
Mean blood pressure, mmHg
Before RIPC 76.0 (71.0-89.0) 78.0 (71.0-89.0) 0.63
After RIPC 842 +9.6 85.4 +12.8 0.51

Cystatin C, mg/L 09+0.1 09+0.2 0.39

RIPC, remote ischemic preconditioning; sCr, serum creatinine; ASA PS, American Society of Anesthesiologists
physical status; eGFR, estimated glomerular filtration rate based on the Chronic Kidney Disease Epidemiology
Collaboration (CKD-EPI) equation; HALS, hand-assisted laparoscopic surgery; RBC, red blood cells. Data are
expressed as mean + standard deviation (SD), median and interquartile range, or number (%), as appropriate.

The amounts of each fluid used in donors and recipients are summarized in Tables 1 and 2,
respectively. Twenty-two recipients were treated with continuous administration of dobutamine,
or norepinephrine as appropriate, because hypotension persisted despite bolus volume treatment.
There was no significant difference in the use of inotropic or vasopressors between the treatment and
control groups. None of the donors were treated with either inotropic or vasopressor agents.

Donor serum creatinine levels at discharge are depicted in Figure 2. Serum creatinine concentration
was significantly increased in the control group (mean, 1.13; 95% confidence interval (CI), 1.07-1.18)
compared to the RIPC group (1.01; 95% CI, 0.95-1.07) (p = 0.003). The proportion of donors with
serum creatinine >1.4 mg/dL at discharge was higher in the control group (n = 17, 20.0%.) than
in the RIPC group (n = 6, 7.1%) (p < 0.05). Donors with serum creatinine >1.4 mg/dL at discharge
had a higher prevalence of chronic kidney disease (1 = 6, 26.1%) than donors with normal serum
creatinine level (n =8,5.4%) (p = 0.003) after one year. Moreover, the increase in sCr between
preoperative levels and levels at discharge was greater in the control (0.35 (0.26-0.47)) than in the RIPC
group (0.30 (0.22-0.42)) (p = 0.03).
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Figure 2. Mean serum creatinine concentration at discharge. Closed circles indicate the patients who
showed high serum creatinine concentration at discharge. The black horizontal line shows the upper
normal limit of serum creatinine concentration (1.4 mg/dL). Mean serum creatinine concentrations with
95% confidence interval at discharge in control (1.13 (1.07-1.18)) and RIPC (1.01 (0.95-1.07)) groups are
depicted in each column (blue: control, red: RIPC). *, p = 0.003.
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Table 2. Perioperative characteristics of kidney recipients.
Control Group (1 = 83) RIPC Group (n = 85) p-Value
Preoperative characteristics
Age 459 +134 47.6 £10.0 0.34
Males, 1 (%) 43 (50.6) 46 (54.1) 0.65
Body mass index, kg/m2 22.6 +3.6 228+33 0.68
sCr, mg/dL 7.9 (5.7-9.2) 7.5 (6.0-9.1) 0.53
eGFR, mL/min/1.73 m? 7.0 (5.0-9.0) 7.0 (5.0-9.0) 0.41
Duration of chronic renal failure, 720 + 841 70.8 + 58.4 0.22
months
Dialysis, 1 (%) 67 (78.8) 64 (75.30) 0.58
Second transplantation, n (%) 9 (10.8) 6(7.1) 0.39
ABO incompatibility, 1 (%) 28 (33.7) 25 (29.4) 0.55
Hypertension, 1 (%) 76 (89.4) 70 (82.4) 0.19
Cerebrovascular accident, 1 (%) 2 (2.4) 0(0) 0.50
Diabetes mellitus, 1 (%) 18 (21.2) 22 (25.9) 047
Ischemic heart disease, 1 (%) 4(4.7) 2(24) 0.68
Intraoperative characteristics
Duration of operation, min 267.0 (252.0-302.5) 267.0 (230.0-310.0) 0.51
Plasmalyte, mL 950 (700-1300) 1000 (700-1260) 0.83
Transfusion of RBC, 1 (%) 5 (6.0) 3(3.5) 0.69
20% Mannitol, mL 150 (125-170) 150 (125-175) 0.85
Cold ischemic time, min 41.0 (26.5-56.0) 37.0 (22.0-55.0) 0.23
Warm ischemic time, min 28.0 (24.0-31.0) 25.0 (23.0-29.0) <0.01
Lowest mean blood pressure, mmHg
Before reperfusion 78.0 (70.0-83.0) 79.3 (71.0-87.3) 0.30
After reperfusion 84.8 +11.4 87.0+11.1 0.20
Intraoperative inotropic use, 1 (%) 12 10 0.77
Dobutamine 6 9 -
Norepinephrine 6 1 -
Urine output, mL 430 (260-745) 440 (300-680) 0.80

RIPC, remote ischemic preconditioning; sCr, serum creatinine; eGFR, estimated glomerular filtration rate based on the
Chronic Kidney Disease Epidemiology Collaboration (CKD-EPI) equation; ABO incompatibility, ABO incompatibility
between recipients and donors; RBC, red blood cells. Data are expressed as mean + standard deviation (SD),
median and interquartile range, or number (%), as appropriate.

Outcomes in donors and recipients after KT are summarized in Table 3.

Table 3. Outcomes in kidney transplant donors and recipients.

Donors Control Group (n = 85) RIPC Group (1 = 85) p-Value
Progression to chronic kidney disease, 1 (%) 6(7.1) 8(9.4) 0.78
Proportion with sCr > 1.4 mg/dL at discharge, 1 (%) 17 (20.0) 6(7.1) <0.05
Recipients Control Group (1 =83)  Treated Group (n = 85) p-Value
Time to 50% decrease in sCr, days 1.1+06 14+£32 0.58
Delayed graft function, n (%) 0(0.0) 2(24) 0.49
Acute rejection, n (%) 5(6.0) 5(5.9) 1.00
Graft failure, n (%) 1(1.2) 0(0.0) 0.99
eGEFR at discharge, mL/min/1.73 m? 879 +17.7 83.9+19.4 0.18
Mean difference ! —3.23 (-8.62-2.16) 0.14
eGFR at postoperative 1 year, mL/min/1.73 m? 770+ 245 79.5+18.2 0.49
Mean difference ! 3.45 (-3.11-10.01) 0.29

RIPC, remote ischemic preconditioning; sCr, serum creatinine; eGFR, estimated glomerular filtration rate. eGFR
was calculated using the Chronic Kidney Disease Epidemiology Collaboration (CKD-EPI) equation. ! Difference
in means (95% CI) adjusted for warm ischemic time and preoperative serum creatinine, age and baseline eGFR

of donor.

RIPC, eGFR, and serum cystatin C concentrations measured 30 min after donor nephrectomy

were associated with sCr level >1.4 mg/dL at discharge in donors (Table 4).
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Table 4. Predictors of sCr >1.4 mg/dL at the time of discharge.

Univariate Multivariate
Odds Ratio 95% CI p-Value  Odds Ratio 95% CI  p-Value

RIPC 0.30 0.1-0.78 0.02 0.31 0.1-0.88 0.04
Age 0.95 0.91-0.99 0.02
ASA PS 0.80 0.27-2.07 0.66
Body mass index 1.17 1.00-1.37 0.05
Operation time 1.01 1.00-1.03 0.02
Operation site 1.10 0.45-2.80 0.83
Systolic blood pressure 1.03 1.00-1.07 0.07
Albumin 2.56 0.52-13.04 0.25

eGFR 0.95 0.91-0.99 0.01 0.94 0.90-0.99  <0.01

Cys C, mg/L 191 1.39-2.75 <0.01 2.17 144-344  <0.01

RIPC, remote ischemic preconditioning; ASA PS, American Society of Anesthesiologists physical status classification;
eGFR, estimated glomerular filtration rate; CysC, cystatin C within 24 h after surgery.

Serial changes in eGFR and sCr from donors and recipients are depicted in Figure 3. Among the
donors, sCr concentrations were significantly lower in the RIPC group than in the control group on
postoperative day two (p < 0.01), discharge day (p < 0.01), one month postoperatively (p = 0.04), and one
year postoperatively (p = 0.02). eGFR showed a rapid increasing trend in the RIPC group in donors from
postoperative day two until one month, although the between-group difference was not statistically
significant. However, the linear mixed-effect modeling demonstrated a significant group-by-time
interaction in terms of serial changes of eGFR (p < 0.01) among the donors. However, the differences
in sCr between preoperative and the point where sCr was maximally increased, preoperative and
discharge, or preoperative and postoperative one-year were not significant.

The male and female donors did not show any significant differences in perioperative
characteristics according to treatment (Supplementary Table S1). No significant differences in serial
changes of sCr or eGFR according to treatment were found between the male and female donors
(Supplementary Figure S1).

Among recipients, no significant differences were found in the serial changes of sCr and eGFR,
and group-by-time interaction up to one year. In addition, there were no significant between-group
differences in time to 50% reduction in baseline sCr concentration, or in the proportions with delayed
graft function, acute rejection, and graft failure, even after adjustment for donor age and eGFR.
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Figure 3. Serial changes in sCr concentration and estimated glomerular filtration rate in kidney
transplant donors and recipients one year after transplantation. (a) Among donors, postoperative sCr
concentrations were significantly higher in the control than in the RIPC group on postoperative days
(PODs) zero (0.9 mg/dL, 95% CI: 0.86-0.95 mg/dL vs. 0.83 mg/dL, 95% CI: 0.79-0.87 mg/dL, p = 0.024),
two (1.18, 95% CI: 1.12-1.24 mg/dL vs. 1.06, 95% CI: 1.00-1.12, p = 0.005), discharge day (1.13, 95%
CI: 1.07-1.18 mg/dL vs. 1.01, 95% CI: 0.97-1.07, p = 0.003), one month (1.08, 95% CI: 1.03-1.13 mg/dL
vs. 1.01, 95% CI: 0.96-1.06, p = 0.043), and 12 months (1.06, 95% CI: 1.01-1.11 mg/dL vs. 0.97, 95% CI:
0.92-1.02, p = 0.015). (b) Among donors, estimated glomerular filtration rate (eGFR) was calculated
using the CKD-EPI equation. eGFR was not significantly different in the control and the RIPC groups.
(c) Among recipients, sCr concentration did not differ in the RIPC and control groups at any time
point. (d) Estimated glomerular filtration rate (e€GFR) was calculated using the Chronic Kidney Disease
Epidemiology Collaboration (CKD-EPI) equation. Among recipients, eGFR was not different between
in the RIPC and control groups at any time point.

4. Discussion

This study demonstrated that RIPC attenuated the decrease in remnant kidney function in donors
after donor nephrectomy. The postoperative sCr level after donor nephrectomy was statistically lower
in the RIPC group, and the low sCr was maintained until one year after the operation. The increase
in sCr between preoperative levels and levels at discharge was significantly greater in control group.
Moreover, the proportion of kidney donors with sCr concentration >1.4 mg/dL at discharge was lower
in the RIPC group. Donors with serum creatinine within normal range at discharge had a lower
prevalence of chronic kidney disease (1 = 8, 5.4%) than donors with sCr concentration >1.4 mg/dL
(n = 6,26.1%) after one year. Moreover, the recovery of eGFR was more rapid in the RIPC group than
in the control group among donors during the first postoperative month. However, preconditioning of
donor kidney grafts did not improve graft function in the recipients over one year.

RIPC was derived from ischemic preconditioning techniques and has been shown to reduce
ischemic reperfusion injury, characterized by a brief period of nonlethal ischemia and reperfusion



J. Clin. Med. 2019, 8, 713 9of12

at a distant site [32]. RIPC may be a renoprotective strategy [33], reducing the incidence of contrast
medium-induced acute kidney injury [34].

Donor nephrectomy may induce intrarenal structural changes and hemodynamic derangements
for several days due to hyperfiltration, accompanying increases in sCr concentrations [6]. Although this
is regarded as a physiological response, followed by an increase in glomerular filtration, we recently
reported that a continuous increase in sCr after donor nephrectomy can lead to chronic kidney
disease [30]. Similarly, kidney donors have been reported to be at greater risk of end-stage renal disease
than matched healthy non-donors [4,5]. End-stage renal disease may be the long-term consequence
of ongoing structural damage [35] or of the inflammatory effects of increased uremic toxins after
nephrectomy [15].

We hypothesized that RIPC could reduce renal injury, followed by compensatory hyperfiltration
in the remnant kidney. Our results show that RIPC was significantly effective in lowering creatinine
level in donors compared to the control group not only during the acute postoperative phase, but at
later times for up to one year. Although preoperative sCr was low in the RIPC group, the difference was
not big and mean sCr concentrations of both groups were within normal level. In addition, eGFR level
increased more rapidly during postoperative month one in the donor RIPC group, although there
was no statistical significance between groups. Though we do not know the exact reason for the
discrepancy between creatinine and eGFR, the small sample size might be one reason for the failure
to identify statistically significant differences in the changes of eGFR between groups. Although we
estimated the sample size based on a 10% increase in GFR in donors, the power of this study might not
be sufficient to validate the hypothesis that RIPC can improve eGFR to a statistically significant degree
in donors. The relatively short follow-up time might be another reason for the discrepancy between
sCr and eGFR. Previous studies demonstrated that GFR returned to 70% of baseline by six months
and continued to increase over the next three years [36]. Therefore, a longer follow-up period may be
required to assess the effect of RIPC on residual renal function in living kidney donors.

Although serum cystatin C level, a marker of renal injury, was measured immediately following
donor nephrectomy, no significant differences between the RIPC and control groups were found.
However, a higher level of cystatin C was associated with sCr level >1.4 mg/dL, consistent with our
previous finding that serum cystatin C concentration could detect partial recovery of kidney function
and progression to chronic kidney disease in kidney donors [30]. Because the production of cystatin
C remains constant, independent of gender, age, or muscle mass, and is sensitive only to changes in
GEFR [37], changes in serum cystatin C concentration allow for the early detection of deterioration in
renal function. However, further studies are required to confirm that cystatin C concentration is a
long-term marker of residual renal function.

In contrast to findings in KT donors, ischemic preconditioning did not improve kidney function
in recipients [23,38], a finding confirmed in the present study. In our results, the RIPC group had a
shorter warm ischemic time because of the higher proportion of hand-assisted laparoscopic surgeries
performed in this group. After adjustment for the difference in warm ischemic time, the outcome
variable did not show any significant difference. The inability of preconditioned donor kidneys to
improve renal function in recipients may be due, at least in part, to the lower ability of RIPC to
protect against ischemic reperfusion injury in patients at risk of lesser than higher extent of ischemic
reperfusion injury [39]. Grafts from living kidney donors are exposed to shorter ischemic times than
grafts from deceased donors.

Moreover, ischemic preconditioning of marginal liver grafts resulted in better transplant outcomes
than ischemic preconditioning of better grafts [26], suggesting that RIPC may yield benefits for poorly
conditioned kidney grafts. In addition, many studies suggest that several comorbidities and medications
can interfere with the efficacy of RIPC-induced protection [32]. Preclinical studies have reported that
older age and comorbid diseases, including hyperlipidemia, diabetes, and hypertension, all of which
are common in KT recipients, raise the threshold for protection, requiring more robust conditioning
signals [32]. In addition, sulfonylureas, which are used to treat patients with type-2 diabetes
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mellitus, can attenuate the conditioning effect [32]. Conversely, insulin, metformin, some statins,
angiotensin-converting-enzyme inhibitors, antiplatelet agents, and opioids raise the threshold for
additional benefits [32].

This study had several limitations. First, because the sample size calculation was based on a 10%
increase in GFR in donors, the power of this study is not sufficient to validate the hypothesis that
preconditioned grafts can improve transplantation outcomes in recipients. The statistically negative
result cannot exclude the possibility of type I errors. A second limitation is that the gender distribution
differed significantly between the RIPC group and the control group. The proportion of male donors
was higher in the control group than in the RIPC group. Male donors have larger kidneys and greater
renal reserve, which would drive findings towards null. However, there was no gender difference in
the effect of RIPC, as shown in the Supplementary Material. Lastly, this study used a relatively short
follow-up time, preventing the determination of long-term effects of RIPC on renal function in donors
and recipients.

5. Conclusions

In conclusion, RIPC attenuated the decrease in remnant kidney function in donors after donor
nephrectomy but did not improve overall renal function in kidney transplant recipients. In addition,
donors with serum creatinine within normal range at discharge had lower prevalence of chronic
kidney disease than donors with sCr concentration >1.4 mg/dL after one year. However, there was no
improvement of overall renal function in kidney transplant recipients. While the protective mechanism
of RIPC has been elucidated profoundly, clinical validation of RIPC in reducing ischemic reperfusion
injury remains to be tested through a better-designed and larger study. It seems especially imperative
in future studies to find the most effective intensity and timing of RIPC, and to investigate whether the
effects of RIPC would be continued.

Supplementary Materials: The following are available online at http://www.mdpi.com/2077-0383/8/5/713/s1.
Figure S1: Serial changes in serum creatinine concentration and estimated glomerular filtration rate in male and
female kidney transplant donors for 1 year after transplantation: (a) Among male donors, postoperative serum
creatinine (sCr) concentrations were not significantly different in the control and the RIPC group during the
postoperative period. (b) Among female donors, sCr concentration did not differ in the RIPC and control groups
at any time point. (¢) Among male donors, estimated glomerular filtration rate (¢GFR) was calculated using the
CKD-EPI equation. Among male donors, eGFR did not differ between RIPC and control groups at any time point.
(d) Among female donors, estimated glomerular filtration rate (e€GFR) was calculated using the CKD-EPI equation.
eGFR did not differ between RIPC and control groups at any time point, Table S1: Comparison of perioperative
characteristics of kidney donors and recipients according to gender.

Author Contributions: Conceptualization, J.-Y.B. and J.-G.S.; methodology, S.-G.K. and ]J.O.; software, S.-O.K.
and Y.-].G,; formal analysis, 5.-O.K,; investigation, S.-G.K.; data curation, S.-G.K. and Y.-].G.; writing (original
draft preparation), J.-Y.B.; writing (review and editing), J.-G.S.; visualization, J.-Y.B.; supervision, G.-S.H.;
project administration, S.-G.K.; funding acquisition, J.-Y.B.

Funding: This study was supported by a grant from the Asan Institute for Life Science, Asan Medical Center,
Seoul, Korea (2015-638).

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design of the
study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or in the decision to
publish the results.

References

1. Suthanthiran, M.; Strom, T.B. Renal transplantation. N. Engl. ]. Med. 1994, 331, 365-376. [CrossRef]
Cohen, D.J.; St Martin, L.; Christensen, L.L.; Bloom, R.D.; Sung, R.S. Kidney and pancreas transplantation in
the United States, 1995-2004. Am. |. Transplant. 2006, 6, 1153-1169. [CrossRef] [PubMed]

3. Wolfe, R.A.; Roys, E.C.; Merion, R M. Trends in organ donation and transplantation in the United States,
1999-2008. Am. |. Transplant. 2010, 10, 961-972. [CrossRef]

4. Mjoen, G.; Hallan, S.; Hartmann, A.; Foss, A.; Midtvedt, K.; Oyen, O.; Reisaeter, A.; Pfeffer, P.; Jenssen, T.;
Leivestad, T.; et al. Long-term risks for kidney donors. Kidney Int. 2014, 86, 162-167. [CrossRef] [PubMed]


http://www.mdpi.com/2077-0383/8/5/713/s1
http://dx.doi.org/10.1056/NEJM199408113310606
http://dx.doi.org/10.1111/j.1600-6143.2006.01272.x
http://www.ncbi.nlm.nih.gov/pubmed/16613593
http://dx.doi.org/10.1111/j.1600-6143.2010.03021.x
http://dx.doi.org/10.1038/ki.2013.460
http://www.ncbi.nlm.nih.gov/pubmed/24284516

J. Clin. Med. 2019, 8, 713 11 0f12

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

Muzaale, A.D.; Massie, A.B.; Wang, M.C.; Montgomery, R.A.; McBride, M. A.; Wainright, J.L.; Segev, D.L.
Risk of end-stage renal disease following live kidney donation. JAMA 2014, 311, 579-586. [CrossRef]
Hostetter, T.H.; Olson, ].L.; Rennke, H.G.; Venkatachalam, M. A.; Brenner, B.M. Hyperfiltration in remnant
nephrons: A potentially adverse response to renal ablation. J. Am. Soc. Nephrol. 2001, 12, 1315-1325.
[CrossRef] [PubMed]

Saxena, A.B.; Myers, B.D.; Derby, G.; Blouch, K.L.; Yan, J.; Ho, B.; Tan, J.C. Adaptive hyperfiltration in the
aging kidney after contralateral nephrectomy. Am. J. Physiol. Renal Physiol. 2006, 291, F629-F634. [CrossRef]
[PubMed]

Wu, LW.; Hsu, KH.; Lee, C.C; Sun, C.Y; Hsu, HJ,; Tsai, CJ.; Tzen, C.Y,; Wang, Y.C.; Lin, CY,;
Wu, M.S. p-Cresyl sulphate and indoxyl sulphate predict progression of chronic kidney disease.
Nephrol. Dial. Transplant. 2011, 26, 938-947. [CrossRef] [PubMed]

Watanabe, H.; Miyamoto, Y.; Otagiri, M.; Maruyama, T. Update on the pharmacokinetics and redox properties
of protein-bound uremic toxins. J. Pharm. Sci. 2011, 100, 3682-3695. [CrossRef]

Lin, CJ,; Liu, H.L.; Pan, C.F; Chuang, C.K.; Jayakumar, T.; Wang, T.].; Chen, H.H.; Wu, C.J. Indoxyl sulfate
predicts cardiovascular disease and renal function deterioration in advanced chronic kidney disease.
Arch. Med. Res. 2012, 43, 451-456. [CrossRef]

Barreto, F.C.; Barreto, D.V.; Liabeuf, S.; Meert, N.; Glorieux, G.; Temmar, M.; Choukroun, G.; Vanholder, R.;
Massy, Z.A.; European Uremic Toxin Work Group. Serum indoxyl sulfate is associated with vascular disease
and mortality in chronic kidney disease patients. Clin. . Am. Soc. Nephrol. 2009, 4, 1551-1558. [CrossRef]
Meijers, B.K.; Bammens, B.; De Moor, B.; Verbeke, K.; Vanrenterghem, Y.; Evenepoel, P. Free p-cresol is
associated with cardiovascular disease in hemodialysis patients. Kidney Int. 2008, 73, 1174-1180. [CrossRef]
Bammens, B.; Evenepoel, P.; Keuleers, H.; Verbeke, K.; Vanrenterghem, Y. Free serum concentrations of
the protein-bound retention solute p-cresol predict mortality in hemodialysis patients. Kidney Int. 2006,
69,1081-1087. [CrossRef]

Liabeuf, S.; Barreto, D.V.; Barreto, F.C.; Meert, N.; Glorieux, G.; Schepers, E.; Temmar, M.; Choukroun, G.;
Vanholder, R.; Massy, Z.A.; et al. Free p-cresylsulphate is a predictor of mortality in patients at different
stages of chronic kidney disease. Nephrol. Dial. Transplant. 2010, 25, 1183-1191. [CrossRef]

Rossi, M.; Campbell, K.L.; Johnson, D.W.; Stanton, T.; Haluska, B.A.; Hawley, CM.; Dimeski, G.;
McWhinney, B.C.; Ungerer, ].P.; Kaisar, O.M.; et al. Uremic toxin development in living kidney donors:
A longitudinal study. Transplantation 2014, 97, 548-554. [CrossRef]

Lazaris, A.M.; Maheras, A.N.; Vasdekis, S.N.; Karkaletsis, K.G.; Charalambopoulos, A.; Kakisis, ].D.;
Martikos, G.; Patapis, P.; Giamarellos-Bourboulis, E.J.; Karatzas, G.M.; et al. Protective effect of remote
ischemic preconditioning in renal ischemia/reperfusion injury, in a model of thoracoabdominal aorta
approach. J. Surg. Res. 2009, 154, 267-273. [CrossRef]

Ali, Z.A.; Callaghan, C.J.; Lim, E; Ali, A A ; Nouraei, S.A.; Akthar, A.M.; Boyle, ].R.; Varty, K.; Kharbanda, RK.;
Dutka, D.P; et al. Remote ischemic preconditioning reduces myocardial and renal injury after elective
abdominal aortic aneurysm repair: A randomized controlled trial. Circulation 2007, 116, 198-1105. [CrossRef]
Kierulf-Lassen, C.; Nieuwenhuijs-Moeke, G.J.; Krogstrup, N.V,; Oltean, M.; Jespersen, B.; Dor, EJ.
Molecular Mechanisms of Renal Ischemic Conditioning Strategies. Eur. Surg. Res. 2015, 55, 151-183.
[CrossRef]

Rassaf, T.; Totzeck, M.; Hendgen-Cotta, U.B.; Shiva, S.; Heusch, G.; Kelm, M. Circulating nitrite contributes
to cardioprotection by remote ischemic preconditioning. Circ. Res. 2014, 114, 1601-1610. [CrossRef]
Pickard, ].M.; Botker, H.E.; Crimi, G.; Davidson, B.; Davidson, S.M.; Dutka, D.; Ferdinandy, P.; Ganske, R.;
Garcia-Dorado, D.; Giricz, Z.; et al. Remote ischemic conditioning: From experimental observation to clinical
application: Report from the 8th Biennial Hatter Cardiovascular Institute Workshop. Basic Res. Cardiol. 2015,
110, 453. [CrossRef]

Carini, R.; Albano, E. Recent insights on the mechanisms of liver preconditioning. Gastroenterology 2003, 125,
1480-1491. [CrossRef]

Jaeschke, H. Molecular mechanisms of hepatic ischemia-reperfusion injury and preconditioning. Am. J.
Physiol. Gastrointest. Liver Physiol. 2003, 284, G15-G26. [CrossRef]

Wu, J; Feng, X.; Huang, H.; Shou, Z.; Zhang, X.; Wang, R.; Chen, Y.; Chen, J. Remote ischemic conditioning
enhanced the early recovery of renal function in recipients after kidney transplantation: A randomized
controlled trial. J. Surg. Res. 2014, 188, 303-308. [CrossRef] [PubMed]


http://dx.doi.org/10.1001/jama.2013.285141
http://dx.doi.org/10.1152/ajprenal.1981.241.1.F85
http://www.ncbi.nlm.nih.gov/pubmed/11373357
http://dx.doi.org/10.1152/ajprenal.00329.2005
http://www.ncbi.nlm.nih.gov/pubmed/16525160
http://dx.doi.org/10.1093/ndt/gfq580
http://www.ncbi.nlm.nih.gov/pubmed/20884620
http://dx.doi.org/10.1002/jps.22592
http://dx.doi.org/10.1016/j.arcmed.2012.08.002
http://dx.doi.org/10.2215/CJN.03980609
http://dx.doi.org/10.1038/ki.2008.31
http://dx.doi.org/10.1038/sj.ki.5000115
http://dx.doi.org/10.1093/ndt/gfp592
http://dx.doi.org/10.1097/01.tp.0000436906.48802.c4
http://dx.doi.org/10.1016/j.jss.2008.06.037
http://dx.doi.org/10.1161/circulationaha.106.679167
http://dx.doi.org/10.1159/000437352
http://dx.doi.org/10.1161/CIRCRESAHA.114.303822
http://dx.doi.org/10.1007/s00395-014-0453-6
http://dx.doi.org/10.1016/j.gastro.2003.05.005
http://dx.doi.org/10.1152/ajpgi.00342.2002
http://dx.doi.org/10.1016/j.jss.2013.06.058
http://www.ncbi.nlm.nih.gov/pubmed/24556231

J. Clin. Med. 2019, 8, 713 12 0of 12

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

Nicholson, M.L.; Pattenden, C.J.; Barlow, A.D.; Hunter, ].P,; Lee, G.; Hosgood, S.A. A double blind randomized
clinical trial of remote ischemic conditioning in live donor renal transplantation. Medicine (Baltimore) 2015,
94, e1316. [CrossRef]

Souza Filho, M.V,; Loiola, R.T.; Rocha, E.L.; Simao, A.F.; Gomes, A.S.; Souza, M.H.; Ribeiro, R.A. Hind limb
ischemic preconditioning induces an anti-inflammatory response by remote organs in rats. Braz. J. Med.
Biol. Res. 2009, 42, 921-929. [CrossRef] [PubMed]

Franchello, A.; Gilbo, N.; David, E.; Ricchiuti, A.; Romagnoli, R.; Cerutti, E.; Salizzoni, M.
Ischemic preconditioning (IP) of the liver as a safe and protective technique against ischemia/reperfusion
injury (IRI). Am. J. Transplant. 2009, 9, 1629-1639. [CrossRef]

Jassem, W.; Fuggle, S.V.; Cerundolo, L.; Heaton, N.D.; Rela, M. Ischemic preconditioning of cadaver donor
livers protects allografts following transplantation. Transplantation 2006, 81, 169-174. [CrossRef] [PubMed]
Levin, A.; Stevens, PE.; Bilous, RW.; Coresh, J.; De Francisco, A.L; De Jong, PE.; Griffith, KE;
Hemmelgarn, B.R,; Iseki, K.; Lamb, E.J. Kidney disease: Improving global outcomes (KDIGO) CKD
work group. KDIGO 2012 clinical practice guideline for the evaluation and management of chronic kidney
disease. Kidney Int. Suppl. (2011) 2013, 3, 1-150.

Solez, K.; Axelsen, R.A.; Benediktsson, H.; Burdick, J.F.; Cohen, A.H.; Colvin, R.B.; Croker, B.P,; Droz, D.;
Dunnill, M.S.; Halloran, P.F,; et al. International standardization of criteria for the histologic diagnosis of
renal allograft rejection: The Banff working classification of kidney transplant pathology. Kidney Int. 1993,
44,411-422. [CrossRef] [PubMed]

Bang, ].Y.;; Kim, S.0.; Kim, S.G.; Song, ].G.; Hwang, G.S. Cystatin-C is associated with partial recovery of
kidney function and progression to chronic kidney disease in living kidney donors: Observational study.
Medicine (Baltimore) 2017, 96, e6037. [CrossRef]

Sakpal, T.V. Sample size estimation in clinical trial. Perspect. Clin. Res. 2010, 1, 67—69. [PubMed]

Heusch, G.; Botker, H.E.; Przyklenk, K.; Redington, A.; Yellon, D. Remote ischemic conditioning. J. Am.
Coll. Cardiol. 2015, 65, 177-195. [CrossRef]

Gassanov, N.; Nia, A.M.; Caglayan, E.; Er, F. Remote ischemic preconditioning and renoprotection: From myth
to a novel therapeutic option? |. Am. Soc. Nephrol. 2014, 25, 216-224. [CrossRef]

Er, F; Nia, AM.; Dopp, H.; Hellmich, M.; Dahlem, K.M.; Caglayan, E.; Kubacki, T.; Benzing, T.; Erdmann, E.;
Burst, V.; et al. Ischemic preconditioning for prevention of contrast medium-induced nephropathy:
Randomized pilot RenPro Trial (Renal Protection Trial). Circulation 2012, 126, 296-303. [CrossRef] [PubMed]
Hoogendijk-van den Akker, ].M.; Warle, M.C.; van Zuilen, A.D.; Kloke, H.].; Wever, K.E.; d’Ancona, F.C.;
zdemir, D.M.; Wetzels, ].F.; Hoitsma, A.J. Urinary biomarkers after donor nephrectomy. Transpl. Int. 2015, 28,
544-552. [CrossRef]

Kasiske, B.L.; Anderson-Haag, T.; Israni, A.K,; Kalil, R.S.; Kimmel, P.L.; Kraus, E.S.; Kumar, R.; Posselt, A.A;
Pesavento, T.E.; Rabb, H.; et al. A prospective controlled study of living kidney donors: Three-year follow-up.
Am. |. Kidney Dis. 2015, 66, 114-124. [CrossRef]

Filler, G.; Bokenkamp, A.; Hofmann, W.; Le Bricon, T.; Martinez-Bru, C.; Grubb, A. Cystatin C as a marker of
GFR—History, indications, and future research. Clin. Biochem. 2005, 38, 1-8. [CrossRef]

Chen, Y.; Zheng, H.; Wang, X.; Zhou, Z.; Luo, A.; Tian, Y. Remote ischemic preconditioning fails to improve
early renal function of patients undergoing living-donor renal transplantation: A randomized controlled
trial. Transplantation 2013, 95, ed—e6. [CrossRef]

Botker, H.E.; Kharbanda, R.; Schmidt, M.R.; Bottcher, M.; Kaltoft, A.K.; Terkelsen, C.J.; Munk, K
Andersen, N.H.; Hansen, T.M.; Trautner, S.; et al. Remote ischaemic conditioning before hospital admission,
as a complement to angioplasty, and effect on myocardial salvage in patients with acute myocardial infarction:
A randomised trial. Lancet 2010, 375, 727-734. [CrossRef]

® © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1097/MD.0000000000001316
http://dx.doi.org/10.1590/S0100-879X2009005000025
http://www.ncbi.nlm.nih.gov/pubmed/19738981
http://dx.doi.org/10.1111/j.1600-6143.2009.02680.x
http://dx.doi.org/10.1097/01.tp.0000188640.05459.37
http://www.ncbi.nlm.nih.gov/pubmed/16436958
http://dx.doi.org/10.1038/ki.1993.259
http://www.ncbi.nlm.nih.gov/pubmed/8377384
http://dx.doi.org/10.1097/MD.0000000000006037
http://www.ncbi.nlm.nih.gov/pubmed/21829786
http://dx.doi.org/10.1016/j.jacc.2014.10.031
http://dx.doi.org/10.1681/ASN.2013070708
http://dx.doi.org/10.1161/CIRCULATIONAHA.112.096370
http://www.ncbi.nlm.nih.gov/pubmed/22735306
http://dx.doi.org/10.1111/tri.12523
http://dx.doi.org/10.1053/j.ajkd.2015.01.019
http://dx.doi.org/10.1016/j.clinbiochem.2004.09.025
http://dx.doi.org/10.1097/TP.0b013e3182782f3a
http://dx.doi.org/10.1016/S0140-6736(09)62001-8
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Methods 
	Donors 
	Recipients 
	Intraoperative Fluid and Hemodynamic Management 
	Outcomes 
	Statistical Analysis 

	Results 
	Discussion 
	Conclusions 
	References

