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Abstract

The presented study had its aim in establishing the prevalence and etiological structure of post-transplant viral
complications and the kinetics of infection development. Two groups of recipients were examined: Group 1
comprised patients without any clinical signs of infection (n=84) monitored for a year, Group 2 included recipients
with a clinical presentation of infection (n=92). 591 blood samples and 446 urine samples from 196 patients (20
donors and 176 renal transplant recipients) were analyzed. All donor-recipient pairs were tested for CMV, EBV, and
HSV-1, 2. Latent viral infection reactivation was detected by the presence of viraemia (DNAemia) induced by CMV,
EBV, HSV-1, 2, HHV-6, VZV, PVB19, or viruria (DNAuria) induced by BKV.

The percentage of Group 1 patients with viral DNA detected amounted to 41.9% for CMV, 30.4% for EBV, 17.4%
for BKV, 5.6% for HHV-6, 1.9% for AdV, and 1.7% for PVB19. HSV-1, 2 and VZV infections in this group were not
observed. The rate of CMV, EBV, and BKYV infection reactivation, determined by the viraemic patients percentage,
increased with time and peaked 1, 1.5 and 2 months after transplantation for EBV, BKV, and CMV, respectively.
Three to six months after transplantation, the percentage of patients with active CMV, EBV, or BKV infection
decreased significantly; and later on, viraemia was only occasional finding in Group 1 patients. Examination of
Group 2 patients revealed that the predominant etiological agents of post-transplant viral complications were CMV
(24.4%), EBV (18.8%), and BKV (17.6%).

The current study is the first complex investigation into the etiological structure and activation kinetics of viral
infections in renal transplant recipients in Belarus. The results have major implications for early prevention of
potential viral complications and adjustment of the therapy regimens for kidney transplant recipients currently in use.

transplantation [17]. There are also a number of therapeutic agents
effective against BK virus infection [18,19]. Another well-established
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Introduction approach to reducing the BK virus load in immunodeficient patients
such as kidney transplant recipients involves adjustment of the

Approximately 200 successful kidney allograft transplantations are  immunosuppressive ~ therapy ~ regimens  (dose  reduction,
carried out annually in Belarus. Complications of infectious origin  immunosuppressant repertoire alteration, etc.). In this context,
remain a serious issue impacting the ultimate outcome and general  specific differential diagnostics of viral infections, aimed at

health status of a recipient in the post-transplant period. ascertainment of the etiology in order to prescribe an adequate therapy

which would include antiviral agents, is of significant practical

Patients who have undergone organ transplantation can face both a
new post-transplant viral infection and reactivation of a pre-existing
latent infection. The etiological agents include cytomegalovirus
(CMV), herpes simplex virus 1 and 2 (HSV-1, 2), Epstein-Barr virus
(EBV), varicella zoster virus (VZV), human herpes virus 6 (HHV-6),
parvovirus B19 (PVB19), BK virus (BKV), adenovirus (AdV), hepatitis
B virus and hepatitis C virus (HBV and HCV), and human
immunodeficiency virus (HIV) [1-16]. The available data suggest that
CMV and BKV are the predominant agents of the most severe and
hard to manage post-transplant complications which, in the setting of
immunosuppressive therapy and lack of antiviral treatment, not
infrequently lead to nephropathy and hemorrhagic cystitis in renal
transplant recipients [3,4,8]. Currently, etiotropic therapy against
CMYV infection is successfully used for treatment of such patients as
well as for prevention of these complications after organ

importance.

This study is dedicated to the analysis of the results of serological
and genetic diagnostics of viral infections associated with renal
transplantation. Presented are the data on the prevalence and
etiological structure of post-transplant viral complications as well as
the assessment of infection development kinetics.

Materials and Methods

In total 591 blood samples and 446 urine samples from 196 patients
(20 donors and 176 recipients) were tested. The samples were received
from the Republican Research and Practical Center of Organ and
Tissue Transplantation at the 9t Minsk City Hospital. Two groups of
patients were formed: Group 1 comprised patients without any clinical
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signs of infection (n=84) monitored over a year after organ
transplantation; Group 2 included recipients with apparent clinical
manifestations of infection (n=92), these were examined only when
clinically indicated.

Whole blood samples were incubated at 37°C for an hour and
centrifuged at 239 x g for 10 minutes to separate the serum. Urine
samples were diluted 5 times with transport medium (AmpliSens,
Russia) prior to nucleic acid isolation.

Viral nucleic acids were isolated with RNA-SORB (serum samples),
DNA-SORB B (whole blood samples) and RIBO-PREP Kkits
(AmpliSens, Russia).

For detection of CMV, EBV, HSV-1, 2, HHV-6, VZV, PVBI19, and
AdV DNA real-time PCR kits (AmpliSens, Russia) and RotorGene
3000 and 6000 thermocyclers (Corbett Life Sciences, Australia) were
used.

BKV DNA detection in real-time PCR was carried out with Taq-
polymerase, 10x reaction buffer and MgCI2 solution (PrimeTech,
Belarus), ANTP mix (Fermentas, Lithuania), and a set of primers and
probes [14] synthesized by PrimeTech (Belarus).

Results

Donors and recipients serostatus prior to organ
transplantation

One of the approaches to early identification of recipients with high
risk of viral complications consists in determining the serostatus
(presence/absence of antiviral IgG) in donor/recipient (D/R) pairs
with regard to the most relevant viral pathogens - CMV, EBV, and
HSV-1, 2.

In the present study the overall rate of antiviral IgG detection in
donors (n=20) was 100% for HSV-1, 2, 85.0% for EBV, and 95.0% for
CMV. In recipients (n=36) the respective values amounted to 97.2%
for HSV-1, 2, 97.2% for EBV, and 94.4% for CMV.

Analysis of serostatus in D/R pairs (n=22) for each of the viruses
demonstrated that the vast majority of recipients belonged to the
moderate risk group in regard to post-transplant viral complications
(Figure 1). In particular, this group included 90.9% of recipients
(86.4% [D+/R+], 4.5% [D-/R+]) in respect to CMV, 100% of
recipients (95.5% [D+/R+], 4.5% [D-/R+]) in respect to EBV, and
95.5% of recipients (all of them [D+/R+]) in respect to HSV-1, 2. Only
a small proportion of patients belonged to the high-risk group [D+/
R-]: 9.1% of recipients in respect to CMV and 4.5% of recipients in
respect to HSV-1, 2. Patients with low-risk of viral complications
[D-/R-] were not observed.

Virological monitoring of renal transplant recipients

Eighty four patients (Group 1) were monitored over a year after
kidney allograft transplantation for potential reactivation of latent
viral infections (CMV, EBV, HSV-1, 2, BKV, HHV-6, VZV, AdV, and
PVBI19). Prior to organ transplantation, single blood and urine
samples were taken from each patient. Viral DNA detection in serum
and urine samples collected prior to transplantation revealed active
CMYV, EBV, AdV, and BKV infection in 5.0%, 6.3%, 5.6%, and 1.8% of
patients, respectively; HSV-1, 2, VZV, and PVB19 were not detected.

In general, the proportion of recipients with reactivated viral
infection (viraemia confirmed at least once over the period of
observation) was 41.9 % (n=74, 31 positive findings) for CMV, 30.4%
(n=79, 24 positive findings) for EBV, 17.4% (n=63, 11 positive
findings), 5.6% (n=71, 4 positive findings) for HHV-6, 1.9% (n=54, 1
positive finding) for AdV, and 1.7% (n=60, 1 positive finding) for
PVBI19 (Figure 2). No recipient tested positive for HSV-1, 2 and VZV.
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Figure 1: Donor-recipient pairs distribution according to
serological status of donors and recipients. [D+/R+] - seropositive
donor and recipient, [D-/R+] - seronegative donor and
seropositive recipient, [D+/R-] - seropositive donor and
seronegative recipient (n=22). X-axis: viral agent in respect to
which the serostatus was established. Y-axis: percentage of donor-
recipient pairs among analyzed.
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Figure 2: PCR-detection of active virus infections in renal
transplant recipients. X-axis: virus type, Y-axis: proportion of
patients with viraemia/viruria.

After transplantation, the following sample collection scheme was
used: within first 3 months - day 4 and every 2 weeks afterwards (14
days, 1 month, 1.5 months, 2 months, 2.5 months, and 3 months),
after 3 months and up to 1 year — every 3 months (6, 9 and 12
months). The percentage of renal allograft recipients with viral
infections reactivation (the viraemic patients in whom virus
reactivation had been previously confirmed were not taken into
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account) was estimated for each of the time points. Figure 3
demonstrates the kinetics of the predominant infections (CMV, EBV, -
BKV, and HHV-6) reactivation over a year after organ transplantation.
The first occurrences of viraemia and viruria were registered as early
as 4 days after surgery (2.7%, 2.5%, 1.4%, and 3.2% of patients in .
regard to CMV, EBV, HHV-6, and BKYV, respectively). Follow-up . '
observation showed that viral reactivation was most frequent in the
first 2 months after transplantation; however, various agents were

characterized by slightly different patterns of reactivation kinetics. ¢
Thus, virus reactivation rate peaked between 14 days and 1 month
after transplantation for EBV (6.3-7.6% of patients), between 1 and 2 4

months after transplantation for CMV (10.8% of patients), between 1
and 1.5 months after transplantation for BKV (4.8% of patients), and
in 2 months after transplantation for HHV-6 (2.8% of patients).
HHV-6 infection reactivation was only transient, subsequent testing \/ .
did not show the presence of the virus in blood. After the virus S G Lmowh LSmomhs 2w 2Smoms Jmoms  Gmows  Omons 12mos
reactivation, CMV viraemia in 48.4% of patients was transient, in 9.6%
of patient persisted for 2 weeks and in 35.0% persisted for over a
month, 6.4% of patients remained viraemic for 2-4.5 months.

“

Figure 3: Kinetics of reactivation of the predominant latent viral
infections in renal transplant recipients. X-axis: time of sample
collection from the date of transplantation. Y-axis: proportion of
patients with newly detected viraemia/viruria. CMV (dash-dot
line), EBV (dashed line), HHV®6 (dotted line), BKV (solid line).
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Figure 4: Monitoring of patients for viraemia/viruria after transplantation. A - CMV viraemia; B - EBV viraemia; C - HHV6 viraemia; D -
BKYV viruria. X-axis: time of sample collection from the date of transplantation. Y-axis: proportion of patients with viraemia/viruria.
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EBV viraemia was transient in 65.2% of patients and persisted for 2
weeks or more than a month in 8.7% and 26.0% of patients,
respectively. Viruria, which indicates active BKV infection, in 54.0% of
patients was transient and in 46% of patients persisted for 1-3 months.
All the patients with BKV viruria were tested for BKV viraemia, but
there were no positive findings in blood samples. Figure 4 show the
results of renal allograft recipients monitoring for the signs of viraemia
or viruria. As can be seen from the figure, the proportion of patients
with active viral infections gradually increases with the build-up of
immunosupression. The maximum percentage of recipients with
markers of CMV infection in blood was registered in 2 months after
transplantation (41.9% of recipients), with EBV viraemia or BKV
viruria-in a month after transplantation (22.2% and 17.4% of
recipients, respectively), and with HHV-6 viraemia-in 2.5 months after
transplantation. There were only single instances of PVB19 and AdV
DNA detection - 14 days and 2 months after transplantation.

Since CMYV reactivation and persistence were seen in patients after
transplantation most often, patients with active CMV infection were
quantitatively assessed for viral load in blood. For the 24 recipients
with established CMV viraemia viral load levels were estimated in
quantitative real-time PCR (copies/ml), which varied from tens of
copies per ml to 133 000 copies/ml (Figure 5). In the majority of
recipients (66.7%, 16/24 patients) viral load values didn’t exceed 1000
copies/ml, 4 patients (16.7%) had viral load in the range of 1000-2600
copies/ml, and in another 4 patients (16.7%) viral load levels exceeded
2600 copies/ml.

» 2600 coples/ml

=1000...< 2600 copies/ml

<1000 coples/ml

Figure 5: Viral load in patients with CMV infection (quantitative
PCR data).

Genetic diagnostics of viral complications in renal transplant
recipients

Virological examination of the Group 2 renal transplant recipients
(n=92) with specific clinical manifestations of infection (different flu-
like conditions, fever, myalgia, arthralgia, anorexia, asthenia,

leucopenia, thrombocytopenia) as well as with signs of transplant
dysfunction, or relapses of autoimmune hepatitis or hepatitis B virus
reactivation demonstrated presence of viral genetic markers in almost
half of them (47.8%). The predominant agents were CMV (24.4%,
22/90 patients), EBV (18.8%, 16/85 patients), and BKV (17.6%, 6/34
patients). The proportion of recipients with HHV-6 infection was
7.9% (5/63), and PVB19 was detected in 6.7% of patients (2/30). There
were no positive findings for HSV-1, 2, VZV, or AdV (number of
patients tested for each of the viruses was 31, 7, and 6, respectively).

The majority of virus-positive recipients (84.1%, 37/44 patients) had
monoinfection caused by CMV (n=17, 38.6%), EBV (n=12, 27.3%),
BKV (n=5, 11.4%), PVB19 (n=2, 4.5%), or HHV-6 (n=1, 2.3%). Seven
of 44 positive recipients (15.9%) experienced a co-infection of 2 agents
in different combinations: CMV+HHV-6 (6.8%), CMV+EBV (4.5%),
EBV+BKV (2.3%), EBV+HHV-6 (2.3%) (Figure 6).

CMIV+HHY 6, 6.8%
CIIVEBY, 4,5%.

EBV+BKV, 2.3%

EBV+HHYS, 2.3% €MV, 38.6%

BKV, 1L.4%

HHVE, 2.3%

EBY, 273%

Figure 6: Etiological structure of viral complications in renal
transplant recipients.

Discussion

It is currently believed that up to a half of post-transplant
complications can be of viral origin. Various studies showed that the
proportion of renal transplant recipients with viral infection was 8-
32% for CMV, up to 53% for HSV-1, 2, and 4-12% for VZV [1]. Viral
complications are often associated not with primary infection but
rather with reactivation of previously latent viruses. In view of the
recent advance of solid organ transplantation in Belarus, research into
the risk factors of post-transplant complications is of current concern
for our country. In the present study we investigated the spectrum of
latent viral infections which most often reactivate in the first year after
renal allograft transplantation, the kinetics of their reactivation, the
impact of a donor/recipient pair serostatus on the frequency of latent
infections reactivation, as well as the proportion of post-transplant
complications likely associated with reactivation of latent infections. In
total 176 renal allograft recipients were tested, including 84 patients
without clinical signs of post-transplant complications in Group 1
(this group was monitored for viral infections reactivation in the post-
transplant period) and 92 patients with clinical symptoms potentially
associated with latent viral infections reactivation (fever, myalgia,
arthralgia, anorexia, asthenia, leucopenia, thrombocytopenia, signs of
transplant dysfunction) in Group 2.

Diagnostic testing was performed in accordance with a special
scheme specifying the list of viral agents typically associated with post-
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transplant complications to be detected in clinical samples (blood,
urine). These included CMV, BKV, EBV, HSV-1, 2, HHV-6, VZV,
PVB19, HBV, HCV, and HIV. The scheme comprised 2 stages: 1)
establishing the serological and infection status in donors and
recipients prior to renal transplantation; and 2) viral infection
screening with subsequent monitoring for viral complications in post-
transplant period. Prior to renal transplantation, screening for viral
infections was mandatory both for potential donors and recipients. At
that time, patients were tested for herpetic viruses serostatus (CMV,
EBV, and HSV-1, 2), active BK virus infection (detection of BKV DNA
in urine) as well as chronic viral hepatitis B and hepatitis C, and HIV
infection. In post-transplant period, laboratory monitoring consisted
in PCR screening of blood and urine samples for DNA of HSV-1, 2,
CMV, BKV, EBV, HHV-6, VZV, PVB19 and AdV as most likely
agents of viral complications. In the event of CMV detection, viral load
was determined in quantitative real-time PCR (DNA level, copies/ml).
Reaching of a certain viral load threshold value triggered initiating of a
specific ~ etiotropic  treatment and/or adjustment of the
immunosuppressive therapy regimen. Testing of the recipients for the
other viral infections from the pre-specified list was performed only
when clinically indicated.

The primary objective of serological examination of D/R pairs was
to prevent organ transplantation from a seropositive donor to a
seronegative recipient, and also to perform targeted prophylaxis of
potential post-transplant viral complications by prescribing a patient-
specific antiviral treatment and adjusting the regimen of
immunosuppressive therapy. The results of serological diagnostics
indicated which group in regard to post-transplant viral complications
risk a given D/R pair belonged to: [D—/R-] serostatus (seronegative
donor and recipient) - low-risk group, [D+/R+] serostatus
(seropositive donor and recipient) and [D-/R+] serostatus
(seronegative donor and seropositive recipient) — moderate risk group,
[D+/R-] (seropositive donor and seronegative recipient) — high-risk
group. Our results demonstrated that the vast majority of the tested
recipients (90.9% X 100.0%) belonged to the moderate risk group ([D
+/R+] and [D—/R+]) in regard of complications caused by CMV, EBV,
and HSV-1, 2. No low-risk recipients were found in regard of any of
the infections under study, and among the high-risk recipients most
were at risk of complications caused by CMV (9.1%, 2/22 patients).

The assessment of reactivation kinetics for the most prevalent viral
agents (CMV, EBV, BKV, and HHV-6) revealed that the time of virus
reactivation in post-transplant period varied. CMV was first detected
45.4+4.05 days after transplantation, EBV - 31.8+5.06 days after
transplantation, and BKV - 38.1+8.67 days after transplantation.

Cytomegalovirus infection is one of the most widespread post-
transplant complications. CMV disease is a common cause of acute
graft rejection and loss [20]. In our studies CMV was the predominant
viral agent found both in asymptomatic patients (Group 1) and in
recipients with clinical signs of post-transplant complications (Group
2). Analysis of the frequency and time of viraemia appearance showed
that 42.1% of patients in the moderate risk group in respect to CMV
infection became viraemic (CMV DNA detection in the serum) within
3 months after transplantation. The first occurrences of CMV viraemia
were registered as early as 4 days after surgery. Later on, the rate of
virus detection markedly increased and peaked by the 2nd month
(41.9% of patients). Thereafter, the proportion of patients with active
CMV infection (i.e. with viraemia) decreased. There was a plateau
between 2.5 and 3 months when the rate of the virus genetic markers
detection was almost constant (27.8% to 28.6% of patients,

respectively). Three to 6 months after transplantation, detection rate
declined to 25.0%, and afterwards CMV infection was registered only
occasionally or not at all. In the majority of the patients (66.7%) the
viral load levels didn’t reach the threshold values (the conventional
threshold value for viral load in the case of CMV infection was 2600 or
1000 copies/ml, depending on the administration of prophylactic
therapy or lack thereof, respectively). All of the recipients with
subthreshold CMV load levels had been seropositive prior to
transplantation and received kidney transplant form a seropositive
donor (CMV serostatus [D+/R+]). Eight patients (33.3%) had
significantly higher levels of CMV replication: 2000 to 2600 copies/ml
in 4 patients, 7000 to 21 000 copies/ml in 3 patients and 133 000
copies/ml in one patient. Further investigation revealed development
of the CMV syndrome in these patients (CMV DNA load over 2000
copies/ml in combination with generalized symptoms of viral
infection: fever over 38°C without apparent cause for 2 days or more,
myalgia, arthralgia, anorexia, asthenia, leucopenia, thrombocytopenia,
and other flu-like conditions). Time of CMV syndrome occurrence
differed: 5 recipients developed it within 3 months after
transplantation, 3 patients reported it between 3 and 9 months after
surgery.

Latent EBV infection reactivation can lead to post-transplant
lymphoproliferative disorder [21]. The risk of post-transplant
lymphoproliferative disorder after renal transplantation is lower than
after transplantation of other organs (1-3%). Besides, the main risk
group for the development of this condition consists of recipients from
donor/recipient pairs with [D+/R-] serostatus [22]. As has been
previously mentioned, all the recipients in our studies belonged to the
moderate risk group ([D+/R+] and [D—/R+]) in regard to EBV-
associated complications. Peak of EBV infection reactivation was
registered 14 days after transplantation. EBV viraemia was
characterized by marked increase in percentage of positive patients in
the period from 14 days and up to 2 months after transplantation.
Peak of viraemia rate was registered at the timepoint of 1 month after
transplantation (22.2% of patients), subsequently the frequency of
EBV detection declined (down to 7.3%of patients by the 3rd month).
From the 3rd to the 12th months this infection was diagnosed only
occasionally. Our data on the EBV reactivation timeframe are
consistent with the results obtained by other researchers which
suggested that in most patients EBV viraemia occurred in the first
month after transplantation [23]. Most often the viraemia was only
transient, but in 26% of patients the infection remained active for a
month and longer. Bamoulid et al. have shown that persistent EBV
viraemia increased the risk for emergence of other opportunistic
infections [23]. However, in our experience patients with enduring
EBV infection didn’t have any opportunistic infections.

Since the end 1990s, BKV has been considered as one of the
dominant etiological agents of infectious complications after renal
transplantation [24]. Given the fact that viraemia and viruria precede
the development of BKV-associated nephropathy, monitoring of BKV
activation is an important part of today’s routine examination of the
recipients in post-transplant period. Although BK-viraemia is a more
reliable predictor of BKV-associated nephropathy than BK-viruria
[25], to assess the kinetics of reactivation we monitored the presence of
the virus in patients’ urine. Subsequently, all the patients with BK-
viruria were screened for BK-viraemia. None of the patients of Group
1 had BK-viraemia during the period of observation. One of the
patients of Group 2 with clinical signs of transplant dysfunction was
confirmed to have BK-viraemia later after detection of the virus in
urine, however, during repeated testing the viraemia was absent. In
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general, the proportion of patients with active BKV-infection in our
studies amounted to 17.4%, which is consistent with the results of
other authors [26]. BKV infection reactivation rate reached its
maximum 1.5 months after transplantation with subsequent decline
down to 9.1% by the 3rd month. Afterwards, this virus was identified
only incidentally.

Although HHV-6 is considered by some authors as an emerging
virus causing post-transplant complications in transplant recipients
[27], and HHV-6 viraemia has been reported for a large proportion of
patients [27-29], in our experience markers of HHV-6 infection were
much rarer findings in the recipients’ blood samples; maximum
detection rate was registered 2-2.5 months after transplantation
(4.88% and 11.11% of patients, respectively) and later on (up to 12
months of follow-up) this agent was not detected. Our data suggest
that HHV-6 reactivation occurs later than in the case of other
opportunistic infections (EBV, CMV, BKV); while it has been shown
elsewhere that HHV-6 viraemia develops earlier than EBV, or CMV
viraemia [27]. Also, several authors described HHV-6 interaction with
other viruses such as CMV [28, 30]. In the present study 80% of
patients with HHV-6 viraemia had concurrent active CMV infection,
which was not transient (CMV viraemia persisted for 1-2 months).

In summary, the results of the study have demonstrated presence of
a wide range of viral complications in renal transplant recipients, with
CMYV, EBV, and BKV being the predominant etiological causes.

The presented data have apparent practical relevance highlighting
the need for mandatory testing of recipients serostatus with regard to
certain viral infections (CMV, EBV, and HSV-1, 2) in order to assess
the risk of post-transplant viral complications and to elaborate
adequate antiviral prophylaxis and treatment strategy. Subsequent
virological monitoring of the recipients, even before they develop any
clinical signs of infection, along with early differential genetic
diagnostics of viral complications constitute obligatory elements of
laboratory examination in post-transplant period. The resulting data
on the infection status of recipients have significant importance for the
opportune adjustment of the therapy regimens, including addition of
etiotropic antivirals at a certain level of viral load and/or
immunosuppressant dose reduction.

The proposed approach to the management of patients undergoing
renal transplantation has been successfully introduced into practice of
specialized medical institutions in Belarus.
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