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Abstract

Renal allograft rejection, represented by the wide spectrum of lesions with different pathogenesis, pathology
patterns, clinical course and prognosis, still remains the most often cause of late graft dysfunction. Moreover, a
combination of several factors, either of which may impact the post-transplant course, generally take place. We
aimed to analyze the incidence of late renal allograft rejection variants, and to determine clinical factors and
pathology features, influencing prognosis in the specific types of late renal allograft rejection.

The data obtained from 361 patients with acute (n=227) or chronic (n=134) late allograft rejection (mean time
after kidney transplantation 48.8 ± 46.1 months) were analyzed retrospectively. C4d expression was found in 34%
cases of acute rejection and in 58% cases of chronic rejection (64% in chronic transplant glomerulopathy and 52%
in transplant vasculopathy). 5-year graft survival comprised 48% and 24% for acute and chronic transplant rejection
respectively (Р<0.01). Combination of acute cell-mediated rejection with chronic transplant rejection did not
influence significantly the prognosis for the latter.

Diffuse C4d expression on peritubular capillaries turned to be an independent prognostic factor regardless the
pathology variant of renal allograft rejection. In contrast, focal C4d expression had no impact on the prognosis,
which did not differ significantly from C4d-negative type. On the other hand, in acute rejection prognosis for C4d-
positive forms was worse compared to C4d-negative (55% vs 25%; P <0.01), while in chronic rejection there was no
difference between C4d-positive and C4d-negative forms (26% vs 24%; P=NS). In multivariate Cox-model analysis,
the following factors appeared to influence the prognosis: presence of chronic transplant glomerulopathy, features of
vasculitis, severity of tubulitis, presence of thrombotic micrioangiopathy and prominence of interstitial fibrosis.

Keywords: Renal allograft rejection; Pathology; C4d expression;
Prognosis

Abbreviations:
AMR: Antibody-Mediated Rejection; С4d: C4d complement

component; DSA: Donor-Specific Antibodies; PTC: Peritubular
Capillaries; TCMR: T-Cell-Mediated Rejection; TG: Transplant
Glomerulopathy; TVas: Transplant Vasculopathy

Introduction
Since the advent of kidney transplantology as clinical discipline till

now days, graft rejection remains the major problem, hampering the
results of transplantation. Despite of invention of new potent
immunosuppressive agents, which substantially diminished the rate of
acute rejection (mostly early episodes), the problem is not solved so
far. Moreover, recent studies demonstrate that rejection remains the
leading cause of late renal allograft losses [1-3].

Depending on the dominant mechanism and the main site of injury,
acute transplant rejection is subdivided into different variants: T-cell-
mediated rejection (TCMR) interstitial (Banff 1), TCMR vascular

(intimal arteritis) (Banff 2), vascular antibody-mediated rejection
(AMR) with necrotizing arteritis (Banff 3) and acute AMR with
microvascular bed involvement and subsequent evolution to the
chronic AMR [4,5].

Despite all above mentioned variants are clearly defined according
to Banff-classification, quite often a combination of several
mechanisms with different types graft damage occur simultaneously or
consecutively, complicating Banff scoring and hampering the diagnosis
[6-8]. The sequence and interconnectivity of events through time in
mixed variants of rejection, as well as the prognostic value of each
particular mechanism while both cell-mediated and antibody-
mediated immunity become activated, are still under discussion.

Recent data demonstrated that even though pathology features of
TCMR prevail, the presence of AMR substantially worsens the
prognosis. It was shown that graft losses in TCMR do not exceed 4-7%,
while in the presence of antibody-mediated mechanism, defined by
complement component C4d positivity (С4d+), graft losses rate
expands to 30-50% [7,9-12] and vice versa, cell-mediated immunity
activation, in particular resulting in vascular rejection with intimal
arteritis, may worsen the prognosis for AMR [6,8,13]. The combination
of antibody-mediated and cell-mediated vascular rejection is not that
rare and some authors consider this variant as a distinct phenotype
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[14]. Moreover, molecular scores in patients with intimal arteritis may
correspond both to the cell-mediated and antibody-mediated
mechanisms [15].

Differential diagnostics of the renal allograft rejection is rather
challenging and beyond the diversity of pathology features might be
complicated by the particularities of the endothelial damage
pathogenesis in AMR, which may occur in the absence of complement
activation and accordingly, not accompanied by C4d expression.
Indeed, the data from several studies not only confirm the existence of
C4d-negative AMR, but also demonstrate its relatively high rate
[16-18].

Therefore, late rejection of renal allograft is represented by the wide
spectrum of different pathology patterns and their combinations,
whereas the role of particular pathological and immunohistochemical
characteristics for prognosis evaluation is not yet completely
elucidated.

We aimed to analyze the incidence of the particular variants of late
renal allograft rejection, evaluate their clinical presentation and course,
and identify pathology and clinical prognostic factors for different
types of late rejection.

Materials and methods
We analyzed clinical laboratory and pathology data obtained during

9-year period (2006-2014) from for 361 patients with the late (>3
months after transplantation) acute or chronic renal allograft rejection.
The diagnosis was based on transplant biopsy findings. Mean time
after transplantation constituted 48.8 ± 46.1 month, mean patient’s age
was 38.1 ± 11.9 y.o. In 348 (96.3%) patients the indication for kidney
allograft biopsy was graft dysfunction (mean serum creatinine level
260 ± 160 µmol/L), isolated or in combination with proteinuria (means
protein excretion 1.26 ± 1.63 g/day). In 13 (3.6%) cases the indication
for graft biopsy was isolated proteinuria > 1 g/day. Vast majority of
renal transplant recipients received 3-drug immunosuppression
regimens: cyclosporine-based (228) or tacrolimus-based (73) in
combination with steroids, mycophenolates (177) or azathioprine (28),
36 patients received 2-drug regimens with cyclosporine and steroids
and 24 patients at the time of biopsy were treated with the regimens
using proliferative signal inhibitors.

Renal graft rejection diagnostics was performed according to Banff-
classification [4]. Acute rejection variants were distinguished as
follows: TCMR interstitial, TCMR vascular, AMR vascular and AMR
microvascular. Chronic rejection variants were discriminated as
transplant glomerulopathy (TG), transplant vasculopathy (TVas) and
mixed CTR. Combinations of different chronic rejection variants with
mild tubulitis, as well as with acute transplant glomerulopathy, were
regarded as variants of chronic rejection.
Diagnosis of AMR (acute or chronic) was based on pathology features
(microvascular inflammation or TG) along with at least one of the
following symptoms: C4d positivity on peritubular capillaries (PTC)
and/or presence of donor-specific antibodies (DSA). C4d staining was
performed on cryo-sections by indirect immunofluorescence with
FITC-conjugated anti-C4d monoclonal antibodies (Quidel
Corporation, San Diego, CA). According to Banff-classification C4d
staining was considered as focal if seen in < 50% of PTC or diffuse if
found in > 50% of PTC.

Statistical analysis was performed using SPSS 11.5 program package.
Normally distributed variables presented as the mean ± standard

deviation. Comparison between mean data performed using Student
criteria. Differences significance for categorical variables was evaluated
by Fisher’s exact test and χ2 test. For abnormally distributed variables
median value and interquartile range were calculated, Mann–Whitney
test and Kruskall-Wallis test were used for comparison of these
variables. P-value <0.05 was defined for statistical significance.

Results
Almost half of cases of renal allograft rejection (n=159; 44%)

presented with episodes of acute interstitial TCMR (including
borderline changes, found in 48 patients). Vascular TCMR (n=29; 8%),
as well as vascular AMR with necrotizing arteritis (n=8, 2%) were
found rarely. AMR with microvascular lesions (without cell-mediated
component) was diagnosed in 31 patients (8.5%). Chronic rejection
was revealed more than in one third of cases (n=134; 37%), 80 patients
out of them with chronic TG, 25 - with TVas, and 29 - with
combination of chronic TG and TVas (Table 1). The combination of
chronic rejection with acute interstitial (n=24) or vascular (n=14)
TCMR was seen totally in 38 cases.

n (%) Median time
after

transplantatio
n (months)

Median
serum

creatinine
(µmol/L)

Median
proteinuria

(g/day)

Chronic transplant
rejection

134
(37%)

81.8 (52.2;
126.7)**

220 (170;
280)

1.2 (0.43;
3.3)**

Chronic transplant

glomerulopathy

80
(22%)

74.6 (40.3;
112.2)

210 (170;
270)

1.2 (0.65;
3.3)

Transplant

vasculopathy

25 (7%) 45.5 (13.9;
91.8)

250 (180;
390)

0.32 (0.2;
1.4)

Mixed 29 (8%) 105.8 (79.5;
162.5)

220 (180;
300)

2.0 (1.4;
3.5)

Acute transplant
rejection

227
(63%)

16.8 (6.1; 45.9) 250 (180;
310)

0.4 (0.1;
1.0)

Borderline changes 48
(13%)

10 (4.5; 25.2)* 170 (150;
250)

0.45 (0.1;
1.0)

Banff 1 111
(31%)

22.3 (8.3; 55.3) 230 (180;
300)

0.32 (0.12;
0.72)

Banff 2 29 (8%) 17.5 (6.6; 58.7) 260 (180;
370)

0.53 (0.17;
1.9)

Banff 3 8 (2%) 17.7 (9.0; 59.4) 580 (420;
700)*

0.35 (0.1;
0.9)

Antibody-mediated

microvascular

31 (9%) 41.1 (15.3;
81.5)

210 (170;
310)

0.55 (0.17;
1.4)

Table 1: Clinical and laboratory characteristics of different variants of
late renal allograft rejection.

Time after transplantation and clinical presentation significantly
differ between the variants of graft rejection: thus chronic rejection
occurred substantially later comparing to acute (81.8 vs 16.8 months)
and presented with markedly higher proteinuria (1.2 vs 0.4 g/day).
However serum creatinine level did not differ between these two
groups (220 vs 250 µmol/L). Alongside that renal allograft dysfunction
varied significantly in different types of acute rejection and was most
severe in vascular AMR, while time after transplantation and level of
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proteinuria did not show significant differences between acute
rejection variants (Table 1).

Renal allograft survival (Table 2) was associated with pathology
variant of rejection, being significantly higher in patients with acute
compared to chronic rejection: 5-year graft survival was 48% and 24%
respectively (P<0.001). With this the presence of acute rejection
features on top of chronic changes did not significantly influence the
prognosis, 5-year survival turned to be 24% and 13% for “pure”
chronic rejection and the combination of chronic and acute rejection
respectively (Figure 1A). Within the acute rejection itself the prognosis
depended on the pathology pattern and was most favorable in TCMR
interstitial variant, and the worst in AMR vascular variant (Figure 1B).
Among patients with chronic rejection graft survival was the highest in
isolated TV as compared to TG, isolated or in combination with TV as
(Р<0.05) (Figure 1C).

1-year 2-years 5-years

Borderline changes 96% 94% 76%

Banff 1 a-b 79% 69% 43%

Banff 2 a-b 65% 53% 36%

Banff 3 25% 13% 13%

Micro-vascular 83% 67% 42%

Chronic transplant glomerolopathy 70% 40% 12%

Chronic transplant vasculopathy 73% 68% 51%

Chronic transplant glomerulopathy + vasculopathy 50% 22% 18%

Table 2: Renal allograft survival depending on the variant of rejection.

Figure 1A: Renal allograft survival depending on acute or chronic
rejection.

Figure 1B: Renal allograft survival depending on acute rejection
variant.

Figure 1C: Renal allograft survival depending on chronic rejection
variant.

Activation of antibody-mediated immunity was found to some
extent in all variants of rejection (excluding borderline changes - the
latter in presence of С4d expression were always combined with the
features of microvascular lesions and were considered as one or
another variant of AMR) - its proportion comprised 34% of cases in
acute rejection and 58% in chronic rejection, whereupon the rate of
occurrence and type of expression (diffuse or focal) differed depending
on pathology pattern (Figure 2).

Figure 2: С4d-positivity rate in different rejection variants.
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Therefore, acute rejection developed predominantly as TCMR in
63% of cases, mixed (TCMR + AMR) variant took place in 20% of
patients and in 17% of cases AMR without cell-mediated component
(microvascular in 14% and vascular/Banff 3 - in 3%) was diagnosed.
C4d staining on PTC was found in 60% of CTR cases.

PTC C4d-positivity had independent prognostic value, influencing
the course of renal graft rejection regardless of its pathology variant
(Figure 3). With that unfavorable impact of C4d-positivity was noticed
only for diffuse expression, while in cases with focal expression
prognosis did not differ from C4d-negative patients.

P-value OR 95.0% CI for OR

Banff score Lower Upper

T .000 1.431 1.188 1.395

V .000 1.572 1.242 1.989

G .267 1.132 .909 1.411

CG .000 1.846 1.434 2.376

CV .419 .946 .827 1.082

CI .000 1.021 1.012 1.031

GS .137 1.006 .998 1.013

AH .773 .978 .839 1.139

PTC .833 .977 .791 1.209

TMA .014 1.954 1.147 3.327

С4d .065 1.175 0.990 1.395

Table 3: Multivariate Cox-regression model for the renal allogtraft
losses.

Figure 3: Renal allograft survival depending on С4d expression.

However, performing more detailed analysis we found, that
worsening of prognosis in C4d-positive rejection was characteristic
only for acute variants with 5-year graft survival 25% and 55% for C4d-
positive and C4d-negative respectively P <0.001 (Figure 4A), while in
chronic rejection 5-year graft survival did not differ between C4d-
positive and C4d-negative cases (26% vs 24%; P - NS) (Figure 4B).

Figure 4A: Renal allograft survival in acute rejection depending on
PTC C4d* expression (* Diffuse expression only).

Figure 4B: Renal allograft survival in chronic rejection depending
on PTC C4d* expression (* Diffuse expression only).

In multivariate Cox-model analysis (Table 3) the negative
prognostic factors turned to be chronic TG, which enhanced the
probability of the graft loss up to 70%, signs of vasculitis and its
severity, severity of tubulitis, presence of thrombotic microangiopathy,
and also the extent of interstitial fibrosis (relative risk for the graft loss
increased at 20% with increase of interstitial fibrosis at each 10%).

Discussion
Renal allograft damage associated with immune response activation

includes broad variety of lesions with different pathogenesis,
pathology, clinical course and prognosis. In addition, combinations of
several factors, either of which may independently impact the course
of renal allograft damage in fact take place, particularly late after
transplantation. The role of these factors is still under discussion.

The most important graft rejection feature, reflecting its mechanism
and defining the course and long-term prognosis, is C4d expression on
PTC. The prognostic value of this hallmark is confirmed for early
rejection episodes [10,11] however it is not generally accepted as a
negative prognostic factor in the late acute and chronic transplant
rejection. Even though several studies showed that renal graft survival
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in C4d-positive late AMR was significantly lower compared to C4d-
negative cases [19-22], other authors did not confirm this association
[23-25]. Keiran et al., who studied the renal graft biopsies performed
late (>10 years) after transplantation, demonstrated prognostic value of
C4d expression only in its association with TG, while in the absence of
the latter C4d-positivity did not influence the prognosis [26]. Possible
explanation for this controversy might be assumption of the diversity
of late AMR variants, including growing number of its C4d-negative
forms.

Thereby findings concerning focal C4d expression become
increasingly important. Given that Banff-classification consider only
diffuse expression as diagnostic criteria, the data from several studies,
indicating that focal C4d expression was associated with worsening of
graft survival, cannot be neglected, although decrease of survival was
less prominent compared to such in cases of diffuse C4d-positivity.
That is in particular characteristic for the late rejection episodes in
which focal C4d expression is seen more often, probably reflecting
lower activity of AMR, but correlating, however, with the presence of
DSA, features of microvascular inflammation and TG [27-29].

Our data also favor the independent influence of C4d expression on
PTC on the late ATR prognosis. Despite the fact that in the vast
majority of C4d-positive rejection cases the mechanism of the lesions
was combined (TCMR + AMR), diffuse C4d expression on PTC
however affected the prognosis regardless of pathology pattern, while
the prognostic value of focal C4d+ was quite limited.

Along with C4d expression, another important criteria for AMR is
capillaritis with neutrophil and monocyte fixation within glomerular
and peritubular capillaries. These pathology features mainly correlate
with the presence of DSA and C4d-positive staining on PTC and
further lead to the evolution towards chronic TG and decrease of the
graft function. On the other hand, in some cases such changes may be
revealed isolated or preclude the appearance of other signs of AMR,
nevertheless influencing the course and prognosis of the graft
nephropathy [16,30]. Notably, the study performed by Loupy et al.
showed the 4-times increased risk of CTR in presence of microvascular
inflammation and DSA-positivity, independently from C4d expression
on PTC [28]. Similar findings come from the study of Miura et al. [30]
all patients, who, according to the protocol biopsies, demonstrated the
features of sub-clinical microvascular inflammation after the
desensitization, later developed chronic TG. Importantly, DSA were
found only in 60% and C4d expression - just in 20% of cases [31]. In
the study performed by Sis et al. possible existence of C4d-negative
AMR was confirmed by the expression of 12 endothelium-associated
genes in DSA-positive patients with microvascular inflammation,
which was not always accompanied by C4d expression on PTC [32].

The role of complement activation in chronic rejection is widely
discussed over last years. Despite obvious involvement of antibody-
mediated immunity in chronic rejection, the data concerning
prevalence of C4d expression in chronic TG vary in the wide range
from 25% [33] to 66% [34], comprising 53% as a mean [35].
Interestingly, even in the cases of C4d-negative TG, the role of DSA in
its pathogenesis is clearly defined: thus in the study performed by
Gloor et al. DSA were found in 82% of patients with TG, while C4d
expression – only in 25% of cases [33]. That might be explained by the
different sensitivity of C4d detection methods and also by the dynamic
nature of the rejection, in which course C4d expression may appear
and disappear over the time depending on the activity of the process.
Beyond that, there are some findings confirming the enhancing role of
other mechanisms of DSA-driven endothelial damage in late chronic

rejection, which are not directly associated with complement
activation [36,37]. However in general the literature data concerning
this issue are controversial - while some authors describe important
influence of C4d-positivity on chronic rejection prognosis [26,38], the
others indicate that prognosis for C4d-posistive chronic rejection does
not differ from such for C4d-negative or even is better [17,39].

Our data, demonstrating lack of prognostic value of C4d expression
for chronic rejection, most probably bear evidence that C4d-expression
in chronic rejection reflects just the phase of the dynamic process at
the time of biopsy (which in fact is a snap-shot rather that a movie). In
the other words we do not regard C4d-positive chronic rejection as a
specific form. Of note, the rate of C4d-positive forms did not differ
between the variants of chronic rejection, which favors the hypothesis
of the role of antibody-mediated immunity also in the TV as
pathogenesis.

Pathology pattern of TG is also regarded as independent prognostic
factor, which is not associated with concomitant features of rejection.
That was confirmed by the data from the protocol [40], as well as
indicated biopsies [33]. Our study also confirms negative influence of
this factor on the rejection prognosis - in Cox-regression model TG
demonstrated the highest negative prognostic value compared to other
pathology characteristics. In contrast, the presence of acute TCMR on
the top of already existing chronic rejection did not show additional
negative impact for the prognosis in general.
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