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Abstract

Objective: To examine the effects of antibiotic administration on radiation-induced oral and
oropharyngeal mucositis, and on the prognosis of patients with nasopharyngeal carcinoma (NPC).
Methods: We retrospectively analyzed data for patients with NPC with grade 1/2 or 3/4
mucositis. Forty-two patients with grade 3/4 mucositis received antibiotics. Univariate survival
analysis was assessed by Kaplan—Meier survival curves, survival curves were compared using log-
rank tests, and multivariate analysis was carried out by Cox regression.

Results: A total of 463 patients with NPC were included in the study (194 grade /2 mucositis,
269 grade 3/4 mucositis). Univariate analyses identified T-stage, N-stage, clinical stage, type of
treatment, and antibiotic use as factors affecting overall and disease-free survival. Multivariate
analysis also determined that T-stage, N-stage stage, type of treatment, and antibiotic usage were
independent factors affecting overall and disease-free survival. Mucositis improved in 32 of the
42 patients who received antibiotics (76.19%). However, red blood cell count and hemoglobin
levels decreased in all patients after antibiotic treatment.

Conclusions: Antibiotics may be effective for the treatment of severe radiation-induced
mucositis (grade 3/4) during chemoradiotherapy, but may potentially adversely affect the prog-
nosis of patients with NPC.
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Introduction

Nasopharyngeal carcinoma (NPC) is a
common malignant tumor in southern
China," with World Health Organisation
type III being the most common patholog-
ical type in high-incidence regions. This
type of NPC is sensitive to radiotherapy
and is therefore often treated accordingly.
However, due to the insidious onset of the
disease, most patients are at a middle-late
stage when they are diagnosed. Since
publication of the significant results from
the Intergroup Study 0099,> radiotherapy
with concurrent chemotherapy has become
established as the standard care for patients
with  locoregionally advanced NPC.
Chemoradiotherapy is commonly used in
patients with middle-late stage NPC, and
intensity-modulated  radiation  therapy
(IMRT) is the preferred technique to
improve local control in these patients in
clinical practice.® However, the mucosa is
an early-response tissue and increasing the
local radiation dose will thus inevitably
lead to radiation-induced mucosal damage.
According to the literature, the incidence of
radiation-induced mucositis in NPC patients
treated with radiotherapy is 100%, of which
30%—66.7% of cases are severe mucositis.*
Chemotherapy is thought to exacerbate
mucositis® by reducing immunity and dam-
aging mucosal integrity, making patients
prone to comorbid infections. Antibiotics
are usually used for severe mucositis in clin-
ical practice, particularly in patients with
suspected or diagnosed bacterial infections.
Antibiotics were previously reported to alle-
viate mucositis in patients in one study,’
while another study showed that antibiotics

decreased overall survival (OS) in patients
with chronic myeloid leukemia and relapsed
lymphoma.® However, reports on the effect
of antibiotic usage during chemoradiother-
apy on the prognosis of patients with NPC
are currently lacking. We therefore con-
ducted a preliminary retrospective assess-
ment of the effects of antibiotics on
radiation-induced mucositis and on the clin-
ical prognosis of patients with NPC to deter-
mine if antibiotics might benefit these
patients. The results of this study will pro-
vide the rationale for using antibiotics in
patients with NPC and severe comorbid
mucositis during chemoradiotherapy.

Materials and methods

Patients

The inclusion criteria for this study were: (1)
pathological diagnosis of nasopharyngeal
biopsies; (2) Karnofsky score >80 points;
(3) completed standard radiotherapy or con-
current radiochemotherapy; and (4) informed
consent obtained. The exclusion criteria were:
(1) distant metastases; (2) discontinued treat-
ment; and (3) anti-inflammatory treatment
due to respiratory tract inflammation
prior to this study. Patients were enrolled at
the Nasopharyngeal Carcinoma Research
Institute of the People’s Hospital of
Guangxi Zhuang Autonomous Region from
January 2013 to December 2014. Disease was
staged in all patients based on the Union for
International Cancer Control (UICC 2010)
TNM staging system for NPC.

This retrospective study was approved by
the ethics committee of The People’s Hospital
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of Guangxi Zhuang Autonomous Region.
All the patients recruited in this study provid-
ed written informed consent, in which they
agreed to the use of their clinical data for
non-commercial scientific research.

Treatment

Radiotherapy consisted of IMRT at a pre-
scribed dose of 69-72Gy delivered to the
planning target volume (PTV) of the naso-
pharynx and cervical metastatic lymph
node, respectively, and 60-65Gy delivered
to the PTV encompassing all macroscopic
disease with a border of Icm (PTVI).
The PTV2 was treated with 50-56 Gy.
All patients were given one fraction daily
for 5 days a week. Chemotherapy included
30mg/m” cisplatin by intravenous infusion
on days 1-3 and 2000 mg/m’ fluorouracil
continuously for 120 hours by intravenous
pump. One cycle lasted for 28 days and two
to three cycles were administered consecutive-
ly. Alternatively, patients received 80 mg/m>
nedaplatin by intravenous infusion on day 1
and 2000 mg/m? fluorouracil continuously for
120 hours by intravenous pump. As above,
one cycle lasted for 28 days and two to three
cycles were administered consecutively.

Grading of radiation-induced mucositis
and general treatment

Acute oral and oropharyngeal mucosal
reactions were classified into five grades
according to the Common Terminology
Criteria for Adverse Events (CTCAE,
Version 4.03).° A mucosal reaction of
>grade 3 was considered to be severe
mucositis and grade 1 or 2 was mild muco-
sitis. Oral care, pain-control medication,
and parenteral nutrition were applied
routinely in patients with severe mucositis.

Antibiotic administration

Treatment for severe mucositis (grade 3/4)
was based on the results of a routine

blood test suggesting comorbid bacterial
infection (white blood cell count (WBC)
>10.0 x 10°/L,  neutrophil  percentage
>75.0%), in which case 1.5 g cefuroxime
sodium was administered by intravenous
infusion, twice a day for at least 7 days.

Blood tests

A 2 mL sample of venous blood was drawn
on admission and again before and after anti-
biotic use. The blood samples were used to
test for absolute lymphocyte count (ALC),
hemoglobin  (HGB), neutrophil count
(NEUT), platelet count (PLT), red blood
cell count (RBC), and WBC. Analyses were
carried out using an automated hematology
analyzer (Sysmex, Kobe, Japan) according to
the manufacturer’s instructions. Neutrophil-
lymphocyte ratio (NLR) was determined by
dividing NEUT by ALC.

Imaging evaluation

All patients underwent routine magnetic
resonance scans (TIW1 and T2W1 sequen-
ces) before and after radiotherapy to assess
tumor regression, based on the Response
Evaluation Criteria In Solid Tumors
(RECIST) 1.1."°

Follow-up

After discharge, patients were followed-up
once every 3 months in the first year, once
every 4-6 months in the second year, and
once every 12 months in the third year.
Telephone or written follow-up was used
for patients who did not return for sched-
uled follow-ups.

Statistical analysis

The data were analyzed using SPSS for
Windows, Version 24.0 (IBM Corp.,
Armonk, NY, USA). Qualitative data
were compared between groups using >
tests. Normally distributed quantitative
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data were compared by #-tests or analysis of
variance (ANOVA), and non-normally dis-
tributed quantitative data were compared
by rank-sum tests. Univariate survival anal-
ysis was carried out using Kaplan—Meier
survival curves. Inter-group comparisons
of survival curves were analyzed by
log-rank tests, and the Cox proportional
hazards model was used for multivariate
analysis. A difference of P <0.05 was con-
sidered statistically significant.

Results

General information

A total of 463 patients met the criteria and
were enrolled in the study. Of these,

Table |. Baseline characteristics of patients.

41.9% (194/463) had mild oral or oropharyn-
geal mucositis and 58.1% (269/463) had
severe mucositis. Among the patients with
severe mucositis, 15.6% (42/269) were given
antibiotics. There were no significant differen-
ces in sex, age, clinical stage, and type of treat-
ment between the patients with severe
mucositis who were given antibiotics and
those who were not given antibiotics (Table 1).

Follow-up and clinical prognosis

The follow-up period ended on 1st October
2017. The median follow-up was 44 months
(range 12-58 months). Four subjects were
lost to follow-up.

The 3-year OS and 3-year disease-free sur-
vival (DFS) rates for the entire cohort were

No antibiotics Antibiotics
Factor (n=227) (n=42) b P value
Sex
Male 159 (70.0) 27 (64.3) 0.551 0.458
Female 68 (30.0) 15 (35.7)
Age
<48 years 126 (55.5) 20 (47.6) 0.888 0.346
>48 years 101 (44.5) 22 (52.4)
T category
| 29 (12.8) 5(11.9) 0.228 0.973
2 82 (36.1) 14 (33.3)
3 58 (25.6) 12 (28.6)
4 58 (25.6) Il (26.2)
N category
0 76 (33.5) 16 (38.1) 4.360 0.225
| 77 (33.9) 10 (23.8)
2 52 (22.9) 8 (19)
3 22 (9.7) 8 (19)
Clinical stage
I 9 (4.0) 3(7.1) 1.897 0.594
I 68 (30.0) 9 (21.4)
I 73 (32.2) 14 (33.3)
v 77 (33.9) 16 (38.1)
Type of treatment
Chemoradiotherapy 196 (86.3) 36 (85.7) 0.012 0913
Radiotherapy alone 31 (13.7) 6 (14.3)

Values given as n (%).
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87.71% and 78.16%, respectively. The 3-year
OS (86.34% vs 89.61%) and DFS rates
(77.07% vs 79.67%) were similar in patients
with severe and mild mucositis. The 3-year
OS rates for patients with severe mucositis
with and without antibiotics were 78.17%
and 87.85%, respectively, and the equivalent
3-year DFS rates were 64.15% and 79.47%,
respectively. These differences were not signif-
icant. Among all the enrolled patients, 38
patients had recurrence, 71 had distant metas-
tasis, and seven had both recurrence and dis-
tant metastasis. Among the patients with
severe mucositis, 19 patients had recurrence,
46 had distant metastasis, and four had both.
Among the patients with severe mucositis, the
rates of recurrence and metastasis were both
significantly higher in patients who received
antibiotics compared with those who did not
(38.1% vs 23.3%, P=0.044).

Univariate analysis identified T-stage,
N-stage, clinical stage, type of treatment, and
antibiotic use as factors affecting OS (all
P <0.05) and DFS (all P<0.05) in patients
with NPC (Table 2; Figures 1 and 2).
Multivariate analysis confirmed that T-stage,
N-stage stage, type of treatment, and antibiot-
ic use were independent risk factors affecting
OS and DFS in patients with NPC (Table 3).

Bacterial culture

Among the 42 patients with severe mucosi-
tis who were treated with antibiotics,

bacterial cultures were carried out for 32
patients, with a positivity rate of 34.38%
(11/32). The positive cases included six
cases of Staphylococcus aureus, four of
Pseudomonas  aeruginosa, and one of
Chryseobacterium indologenes.

Changes in mucositis after
antibiotic treatment

Of the 42 patients with severe mucositis
who received antibiotics, 16 had a fever
before antibiotic administration. After anti-
biotic treatment, mucositis improved in 32
patients (76.19%) but there was no appar-
ent improvement in the other 10 (23.81%),
and five of these patients required nasogas-
tric feeding or intravenous nutrition, with
temporary discontinuation of radiotherapy
until their condition improved (Tables 4
and 5; Figure 3).

Changes in hematology markers after
antibiotic use

A total of 42 patients were given cefuroxime
sodium. RBC and HGB decreased signifi-
cantly after antibiotic administration (both
P <0.01). However, antibiotic use had no
significant effect on PLT, WBC, NEUT,
or ALC (Table 6). On admission, the
mean (+ standard deviation) NLR for the
42 patients was 3.222+2.234, which
increased to 9.085+6.487 when severe

Table 2. Univariate analysis of factors affecting prognosis in patients with nasopharyngeal carcinoma.

Overall survival

Disease-free survival

2

2

Factor b4 P value e P value
Sex 0.001 0.981 1.852 0.173
Age group 1.218 0.270 1.094 0.296
T stage 17.527 0.001 31.122 <0.001
N stage 25.158 <0.001 13.588 0.004
Clinical stage 22.166 <0.001 30.340 <0.001
Type of treatment 13.856 <0.001 8.539 0.003
Antibiotics 5.273 0.022 5.941 0.015
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Figure |. Overall survival curves for patients with nasopharyngeal carcinoma with different clinicopatho-
logical features. (a) T stage; (b) N stage; (c) clinical stage; (d) treatment; and (e) antibiotic use. CRT,

chemoradiotherapy; RT, radiotherapy.

radiation-induced mucositis occurred and
decreased to 8.64547.829 after antibiotic
treatment. There were significant changes
in NLR during hospitalization
(F=12.398, P<0.001). However, there
was no significant difference in NLR
before and after antibiotic treatment.

Tumor regression after treatment

Among the 42 patients with severe mucosi-
tis who were treated with antibiotics, 26 had
a complete response (CR), 15 had a partial

response (PR), and one had stable discase
(SD). Twenty patients showed a reduction
in HGB of at least grade 2 following radio-
therapy, including nine CR, 10 PR, and one
SD cases. The 22 patients with a grade 01
reduction in HGB included 17 CR and five
PR cases. Tumor regression rates (complete
or partial response) were significantly
higher in patients with a reduction in
HGB of grade 0—-1 compared with a reduc-
tion of grade 2-4 (;y*=4.627, P=0.031)
(Table 7 and Figure 4).
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Figure 2. Disease-free survival curves for patients with nasopharyngeal carcinoma with different clinico-
pathological features. (a) T stage; (b) N stage; (c) clinical stage; (d) treatment; and (e) antibiotic use. CRT,

chemoradiotherapy; RT, radiotherapy.

Discussion

NPC is usually considered to be sensitive to
radiation and radiotherapy is therefore rec-
ommended. However, radiation inevitably
irradiates the oral cavity and oropharynx,
leading to an accepted incidence of
radiation-induced oral and oropharyngeal
mucositis of 100%. In addition, the
National Comprehensive Cancer Network
(NCCN) guidelines recommend chemora-
diotherapy for patients with stage II-IVa
NPC, and chemotherapy can also cause

and exacerbate mucositis.'! Patients who

receive radiotherapy and develop radiation-
induced mucositis may also have comorbid
bacterial infection.'? Broad-spectrum antibi-
otics (such as cephalosporins) are currently
the most frequently used treatment. Gram-
positive bacteria are generally thought to be
the most common type of bacteria responsi-
ble for these infections,' as demonstrated in
the current study. However, other studies
have reported more Gram-negative than

Gram-positive bacteria.'> Some previous
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Table 3. Multivariate analysis of factors affecting prognosis in patients with nasopharyngeal carcinoma.

Overall survival

Disease-free survival

Factor
HR P value HR P value

T stage 1.780 0.026 1.906 0.010

N stage 1.743 <0.001 1.422 0.013

Clinical stage 1.103 0.788 1.140 0.677

Type of treatment 3.028 <0.001 2.012 0.014

Antibiotics 2.089 0.029 2.086 0.011

HR, hazard ratio.

Table 4. Therapeutic efficacy of antibiotics in 42 patients with radiation-induced mucositis.

Factor Improved No improvement P P value

No bacterial culture done 7 (70.0) 3 (30.0) 1.787 0.409

Negative bacterial culture 15 (71.4) 6 (28.6)

Positive bacterial culture 10 (90.9) I (9.1)

Values give as n (%).

Table 5. Data for patients with radiation-induced mucositis and comorbid bacterial infection.

No. radiotherapy
sessions on

Patient Age Grade of infection Radiotherapy Bacteria Mucositis

no. Sex (years) mucositis (fractions) Fever discontinued? involved Antibiotics  outcome

| F 34 4 30 Yes No Pseudomonas Cefuroxime Improved
aeruginosa

2 M 42 4 24 No  Yes Pseudomonas Cefuroxime Improved
aeruginosa

3 M 59 3 18 Yes No Pseudomonas Cefuroxime Improved
aeruginosa

4 M 51 3 28 No No Pseudomonas Cefuroxime Improved
aeruginosa

5 F 42 3 21 Yes  Yes Staphylococcus Cefuroxime Improved
aureus

6 F 54 4 22 Yes No Staphylococcus Cefuroxime Improved
aureus

7 M 60 3 32 No No Staphylococcus Cefuroxime Improved
aureus

8 M 10 4 29 No No Staphylococcus Cefuroxime Improved
aureus

9 M 57 3 14 No No Staphylococcus Cefuroxime Improved
aureus

10 M 54 3 33 Yes No Staphylococcus Cefuroxime Improved
aureus

I F 46 3 36 No No Chryseobacterium Cefuroxime No
indologenes improvement

M, male; F, female.
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Before antibiotic treatment  After antibiotic treatment

Figure 3. High-definition endoscopic images pre- and post-antibiotic treatment. Mucositis with
Staphylococcus aureus infection (grade 3) (a) before and (b) after cefuroxime treatment. Mucositis with
Pseudomonas aeruginosa infection (grade 3) (c) before and (d) after cefuroxime treatment.

Table 6. Hematology before and after antibiotic therapy.

Blood count Before treatment After treatment t P value
RBC (10'? cells/L) 416240618 3.855+0.553 5.782 <0.001
PLT (I09 cells/L) 222.02 4+ 106.947 225.19 £ 101.366 —0.257 0.798
WBC (I09 cells/L) 5.899+4.151 5.475 1+ 3.443 0.548 0.586
HGB (g/L) 117.52 +15.352 108.79 4+ 15.005 571 <0.001
NEUT (IO9 cells/L) 4,755 +3.803 4253+3218 0.679 0.501
ALC (IO9 cells/L) 0.633 +0.435 0.691 £0.516 —1.023 0.312

“t based on Student’s t-test; RBC, red blood cell count; PLT, platelet count; WBC, white blood cell count; HGB, hemo-
globin level; NEUT, neutrophil count; ALC, absolute lymphocyte count.

research found that antibiotics were effective quinolone antibiotics'® to take account
against radiation-induced mucositis,” while of the culture of Gram-negative rods. They
others found no such efficacy.'* In addition, administered levofloxacin and compound
some researchers advocate the use of  matrine injection to patients with head and
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neck cancer who developed mucositis after
chemoradiotherapy, and found that pain
was alleviated and mucositis was significant-
ly improved in these patients. These studies
suggested that quinolone antibiotics could
not only effectively control mucositis

Table 7. Comparison of tumor regression rates
by hemoglobin reduction grade.

HGB CR PR+SD PD 2 P value
0 17 5 0 4627 0031
=V 9 1l 0

HGB, hemoglobin; CR, complete response; PR, partial
response; SD, stable disease.

Before CRT treatment

Cased

caused by oropharyngeal flora but could
also effectively control the nasopharyngeal
flora."> In contrast, however, the current
data showed that Gram-negative bacteria
accounted for only 36.36% (4/11) of infec-
tions. We therefore used cefuroxime sodium
to treat most patients, resulting in improve-
ments in mucositis in 76.19% of cases.
Among the 11 patients with mucositis with
positive bacterial cultures, 10 improved after
antibiotic treatment, suggesting that antibi-
otics have some efficacy against radiation-
induced mucositis.

Previous studies found that cefuroxime
sodium may cause immune hemolysis,'®

After CRT treatment

Figure 4. High-definition endoscopic images pre- and post- chemoradiotherapy (CRT) treatment. (a) Pre-
treatment endoscopic image showing the tumor located in the posterior wall (T3). (b) Post-treatment

endoscopic examination image showing no visible tumor. (c) Pre-treatment endoscopic image showing the
tumor located in the upper posterior wall (T3). (d) Post-treatment endoscopic examination image showing

the residual tumor.
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thereby reducing HGB and hematocrit
levels. The patients in the present study
showed varying levels of RBC and HGB
after antibiotic treatment. The insidious
onset of the disease means that most
patients are at a middle-late stage when
they are diagnosed and therefore require
chemotherapy, which can cause myelosup-
pression. The administration of antibiotics
during or after chemotherapy may further
exacerbate myelosuppression. However,
some studies showed that the use of pro-
phylactic antibiotics during anti-tumor
treatment effectively decreased the proba-
bilities of fever and infection in patients
with solid tumors.'” Prophylactic antibiot-
ics are usually given for myelosuppression
of >grade 4 or above, and antibiotics are
recommended for patients with accompany-
ing fever. However, the use of prophylactic
antibiotics in patients with <grade 3 mye-
losuppression remains controversial. In
addition, whether antibiotics should be
given for severe mucositis with negative
bacterial cultures is also debatable. In the
current study, the efficacy rate of antibiotics
in patients who tested negative for bacterial
cultures was 71.4% compared with 90.9%
in patients who tested positive for bacterial
cultures. We suggest that bacterial cultures
may appear negative because only the dom-
inant bacteria are cultured under the labo-
ratory culture conditions.

In this study, the 3-year OS rate of the 42
patients with severe mucositis who used
antibiotics was 78.17%, which was lower
than that in patients without antibiotics
(87.85%). Multivariate analysis also identi-
fied antibiotics as an independent risk
factor affecting survival in NPC patients.
Few studies are currently investigating the
role of antibiotics in promoting tumor
recurrence and metastasis, and the effects
on prognosis. However, a recent clinical
study® examined the effects of antibiotics
against Gram-positive bacteria on out-
comes in patients with tumors of the

hemolymphatic system and found that the
overall response rate among 800 patients
with chronic lymphocytic leukemia who
received antibiotics against Gram-positive
bacteria was less than that of patients who
did not receive antibiotics (74.3% vs. 90.2%,
respectively; n=45). In addition, patients
who were given antibiotics showed faster
disecase progression. Multivariate analysis
showed that antibiotics were associated
with reduced progression-free survival (HR
2.090, P=0.001) and OS (HR 2.966,
P <0.001), and the authors suggested that
antibiotics disrupted the gut microbial equi-
librium, resulting in tumor recurrence.®
Animal experiments have shown that antibi-
otics can decrease the anti-tumor effects of
chemotherapy agents,'®!” and our data
accordingly also showed that antibiotics
reduced the tumor regression rate. Among
the 42 patients who received antibiotics,
only 26 achieved CR (26/42), which was sig-
nificantly fewer than in the group without
antibiotics reported in the literature (21/
27).%° Further analysis found that the CR
rate of patients with an HGB reduction of
>grade 2 was lower than that of patients
with a reduction of grade 0—1. We therefore
deduced that the adverse effects of antibiot-
ics on prognosis may be due to their effects
on the chemoradiotherapy-sensitivity of
tumors. A recent study found that anemia
affected the prognosis of cancer patients.>!
Anemia causes tumor cells to become hyp-
oxic, reducing radiation sensitivity, erythro-
cyte count, and immune function, and
correction of anemia can therefore increase
the survival rate of cancer patients.>
The decrease in HGB levels following anti-
biotic use may be one way by which
antibiotics perturb antitumor treatments.
The patients in the current study did not
receive blood transfusions or any other
anemia-correction measures. Further pro-
spective studies or randomized controlled
trials are therefore needed to validate
this hypothesis.
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This study was limited by the fact that it
was a retrospective analysis and may thus
have included bias. In addition, our exam-
ination of the effects of antibiotics on prog-
nosis were limited to blood cells, and
further more detailed research is required.
Finally, the follow-up duration of this study
was short and more recent follow-up data
were unavailable.

The present results confirmed that T
stage, N stage, and type of treatment are
primary factors affecting the prognosis in
patients with NPC undergoing radiothera-
py, and that close monitoring of RBC
counts and HGB levels are needed in
patients who develop severe radiation-
induced mucositis and are treated with anti-
biotics. These patients may require nutrient
supplementation, anemia correction, and
close follow-up.
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