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Abstract: Despite the well-established pathogenic effect of high-
risk human papillomavirus (hrHPV) genotypes on endocervical
adenocarcinomas (ECAs), the prognostic values of hrHPV gen-
otypes and their association with other prognostic variables have
not been established. We categorized 120 usual-type human
papillomavirus–associated (HPVA) ECA cases into 3 species
groups (HPV16+, HPV18/45+, and other genotypes+) based on
the hrHPV status. The clinical-stage, invasion patterns (Silva),
and programmed death ligand-1 (PD-L1) expression were com-
pared among genotype groups. In addition, log-rank test and
Kaplan-Meier survival curves were used to compare progression-
free survival (PFS) among different patient groups. A total of
120 ECA cases with positive hrHPV tests were included in this
study. Among them, 51 (42.5%) were positive for HPV16, 50
(41.7%) were positive for HPV18 or 18/45, 9 (7.5%) were positive
for other hrHPV genotypes (not including HPV16/18/45). Our
data showed patients had no significant difference in clinical
stages (P= 0.51), invasion patterns (P= 0.55), and PFS (P= 0.59)
across genotype groups. Overall, a relatively high prevalence of
PD-L1 expression was observed in HPVA ECAs (25% by tumor
proportion score [TPS] and 55% by a combined positive score
[CPS]). Using TPS, 19.6% (10/51) HPV16+ cases, 32.0% (16/50)
cases of HPV18 or 18/45+ cases, and 22.2% (2/9) cases of other
genotypes+ cases demonstrated PD-L1 positivity. No significant
difference in PD-L1 expression was seen across genotype groups

(P= 0.35). PD-L1 expression in tumors with patterns B and C
was significantly higher than in those with pattern A
(P= 0.00002). Patients with PD-L1-positive tumors by either
CPS or TPS showed significantly poorer PFS than those with
PD-L1-negative tumors (CPS, P= 0.025; TPS, P= 0.001). Our
data support that HPV genotypes have no prognostic value in
HPVA ECAs, while PD-L1 expression serves as a negative
prognostic marker in HPVA ECAs and implies an unfavorable
outcome.
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In the past few decades, the incidence of endocervical
adenocarcinomas (ECAs) has been on the rise both in

absolute numbers and overall proportion in cervical can-
cers.1 ECAs remain a significant public health problem
despite advances in treatment options.2,3 Patients with ECA
have a poorer survival rate than patients with squamous
cell carcinoma (SCC), especially in patients with metastatic
tumors.1,4–6 Unlike cervical SCC, where nearly all cases are
caused by human papillomavirus (HPV) infection, 10% to
25% of ECAs are not associated with HPV.7–11 In the
newly published 2020 World Health Organization (WHO)
Classification of Female Genital Tumors,12 ECAs are
subclassified into human papillomavirus–associated
(HPVA) and human papillomavirus–independent (HPVI)
groups. Besides the different etiologies, tumors from these 2
groups also demonstrate distinct clinical behaviors.7,11 The
prognosis of HPVA ECAs typically depends on multiple
factors. The clinical-stage is the most important and well-
established prognostic variable.13,14 Recently, the pattern-
based classification (Silva) system (PBCS) has been shown
to have a strong association with tumor prognosis.15,16

Meanwhile, the programmed death ligand-1 (PD-L1)/
programmed cell death protein 1 pathway produces in-
hibitory effects on the activation of immune effector cells
and their cytotoxic response against tumor cells,17,18

which in turn leads to the escape of tumor cells from
immune surveillance. In cervical cancer, the anti-PD-L1
antibody pembrolizumab has shown promising antitumor
activity in PD-L1-positive tumors.19,20 Most recently,
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PD-L1 expression has been shown to be a negative
prognostic marker associated with a potentially un-
favorable outcome for ECAs.21

Despite the well-established pathogenic effect of high-
risk human papillomavirus (hrHPV) genotypes for ECAs,22

the prognostic values of hrHPV genotypes in patients with
HPVA ECAs have not been established. HPV genotypes
16, 18, and 45 accounted for ∼95% of HPVA ECA.23,24

Moreover, ∼90% of HPVA ECAs were the usual type.10 As
most hrHPV genotypes are phylogenetically clustered
within either the HPV16 (alpha-9) or HPV18/45 (alpha-7)
clades,25 in this study, we categorized usual-type HPVA
ECA cases into 3 groups (HPV16+, HPV18/45+, and other
genotypes+) based on hrHPV status. We also investigated
the prognostic values of hrHPV genotypes and their asso-
ciation with other prognostic variables. In addition, we
investigated the prevalence of PD-L1 expression and its
prognostic value in HPVA ECAs.

MATERIALS AND METHODS

Case Selection
The study was conducted with approval from the

institutional review board at Zhejiang University School of
Medicine Women’s Hospital and Shaoxing Maternity and
Child Health Care Hospital, China. A total of 120 cases of
usual-type HPVA ECA resections accessioned between
2014 and 2020 were selected from 2 centers (Zhejiang
University School of Medicine Women’s Hospital and
Shaoxing Maternity and Child Health Care Hospital) for
further analysis. Patient age, tumor stage, treatment his-
tory, and clinical outcome data were extracted from the
clinical information system database. hrHPV status (tested
by Aptima, HC2, or Cobas assay) and p16 performed as
part of the standard of clinical care were recorded. The
hrHPV test was performed on either the concurrent or most
recent Pap specimen (within 3mo of the procedures). p16
immunohistochemistry (IHC) was performed on either the
index case or the preceding diagnostic biopsy. The block-
positive staining pattern was considered p16 positive.

Histologic Analysis
Hematoxylin and eosin–stained slides were reviewed

by 3 gynecologic pathologists (F.Z., M.L., and X.Z.) in a
blinded fashion. The pathologic diagnosis of each case was
confirmed and classified according to the 2020 WHO Clas-
sification of Female Genital Tumors.12 In all specimens,
tumors were classified as invasive patterns A, B, or C ac-
cording to the PBCS initially described by Parra-Herran and
colleagues.12,15,16 Briefly, pattern A is characterized by well-
formed glands with rounded contours; pattern B is defined
by focal destructive stromal invasion arising from pattern A
glands; and pattern C is defined by diffuse destructive stro-
mal invasion. In addition, PBCS requires negative margins
for a reliable assessment of invasion patterns.

HPV Testing
Detection of hrHPV was performed by 1 of the 3

polymerase chain reaction–based tests (Aptima, HC2, or

Cobas assay) on liquid-based cytology samples according
to the manufacturer’s specifications. Aptima human pap-
illomavirus (AHPV) assay (Hologic, San Diego, CA) de-
tects the E6/E7 mRNA of 14 hrHPV genotypes (16, 18,
31, 33, 35, 39, 45, 51, 52, 56, 58, 59, 66, and 68). AHPV+
samples were then reflex-tested with the AHPV-GT, which
can detect the HPV E6/E7 mRNA in hrHPV genotypes 16
or 18/45. AHPV-GT-negative means the other 11 hrHPV
genotypes were positive; Cobas testing (Roche, Pleas-
anton, CA) was performed according to the manu-
facturer’s specifications. Under this system, HPV16 and 18
are detected separately and other 12 hrHPV genotypes
(31, 33, 35, 39, 45, 51, 52, 56, 58, 59, 66, and 68) are
detected as a pool by a cocktail of probes with 3 different
fluorochromes; Hybrid Capture (HC2) (Detong, Hang-
zhou, CH) is a nucleic acid hybridization assay for the
semiquantitative detection of 14 hrHPV genotypes (16, 18,
31, 33, 35, 39, 45, 51, 52, 56, 58, 59, 66, and 68) in bulk
with HPV16 and 18 tested in 1 group, and the other 12
hrHPV genotypes (31, 33, 35, 39, 45, 51, 52, 56, 58, 59, 66,
and 68) detected in the other group.

PD-L1 IHC
IHC was performed according to the previously

published protocol.26 Briefly, positively charged slides
with formalin-fixed, paraffin-embedded tissue sections cut
at 4 μm thickness were dried in an oven for 1 hour at 56 to
60°C. Deparaffinization, rehydration, and target retrieval
were performed according to the manufacturer by fully
submerging the slides in preheated (65°C) EnVision FLEX
Target Retrieval Solution and incubating at 97°C for
20 minutes. Then the slides were immediately submerged
in a wash buffer for 5 minutes at room temperature. With
antigen retrieval, the slides were placed in the Autostainer
Link 48 platform (Dako/Agilent), where they were in-
cubated with the monoclonal mouse anti-human PD-L1
antibody, clone 22C3 pharmDx (Dako/Agilent, Santa
Clara, CA), then the anti-mouse linker antibody and fi-
nally a DAB+ substrate-chromogen solution. After rinsing
with wash buffer for 5 minutes, slides were incubated with
the EnVision FLEX/HRP visualization reagent for
30 minutes at room temperature. In the end, the enzymatic
conversion by 3, 3′-diaminobenzidine (DAB) tetrahydro-
chloride chromogen was performed for 10 minutes at
room temperature, followed by DAB enhancer for 5 mi-
nutes at room temperature. The instrument monitored the
incubation time and rinsing of slides between reagents.
The reagent times were preprogrammed in the Dako Link
software. Slides were subsequently counterstained for
5 minutes with hematoxylin. Mounting was performed
using nonaqueous, permanent mounting media. The
quality of testing was monitored by the performance of
positive and negative tissue controls.

Analysis of PD-L1 Expression
PD-L1 expression was evaluated by 2 pathologists

(F.Z. and X.Z.). Currently, 2 scoring systems, the com-
bined positive score (CPS) and the tumor proportion score
(TPS), are used for the evaluation of PD-L1 expression of
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solid tumors.27 Recently, the Food and Drug Admin-
istration (FDA) approved a companion diagnostic IHC
test for PD-L1 expression in advanced cervical cancers
where the PD-L1 positivity was defined as CPS≥ 1.28

Notably, the FDA-approved test did not discriminate
among the histologic types of cervical cancers. The pub-
lished study focused mainly on the efficacy of SCC.20 With
this in mind, both CPS and TPS were calculated in this
study. CPS was calculated as the number of PD-
L1-staining cells (tumor cells, lymphocytes, and macro-
phages) divided by the total number of viable tumor cells
multiplied by 100. In addition, only intratumoral and
peritumoral (within one ×20 field of the tumor nest or
gland edge) immune cells (lymphocytes and histocytes)
were counted. Stromal immune cells distant from the tu-
mor were excluded. TPS was calculated as the percentage
of tumor cells with membranous PD-L1 expression. Both
scores ranged from 0 to 100. A cutoff score ≥ 1 for CPS
and ≥ 1% for TPS was used to define PD-L1 positivity.

Statistical Analysis
To correlate clinical stages, invasion patterns, PD-

L1 expression among different hrHPV genotype groups
were compared using either a 2-tailed χ2 or Fisher exact
test. A P-value < 0.05 was deemed statistically significant.
The analysis was performed using JMP 11.2.0 (SAS
Institute Inc., Cary, NC). The progression interval was
censored for patients for whom there was no recorded date
of progression in the data field “months to new tumor
event after initial diagnosis.” Log-rank test and Kaplan-
Meier survival curves were used to compare progression-
free survival (PFS) among different patient groups. A
significance level of 0.05 was used. GraphPad Prism 7.04
software (San Diego, CA) was used for survival analysis.

RESULTS

Clinicopathologic Characteristics of Patients
Patients’ demographics, hrHPV status, clinical stages,

and follow-up information are summarized in Table 1. A total
of 120 cases of usual-type HPVA ECAs were included in the
current study. The specimens included 94 hysterectomies, 4
cold knife cone excisions, and 22 loop electrosurgical excision
procedures. Among them, 107/120 patients were clinically
staged according to the International Federation of
Gynecology and Obstetrics (FIGO) 2018 system,29 and 119/
120 patients had complete follow-up information available.

Since commonly used HPV DNA tests (such as Hybrid
Capture 2 assay [HC2] and Cobas 4800) and the HPV
mRNA test (Aptima) have shown similar sensitivity in
detecting hrHPV in liquid-based cytology specimens,30,31 120
ECA cases with positive hrHPV test by 1 of the 3 tests were
included in this study. Then, the cases were further categorized
into 3 genotype groups based on the hrHPV test results: group
16 (HPV16+), group 18 (HPV18 or HPV18/45+), and group O
(other genotype+). Among them, 51 (42.5%) were positive for
HPV16, 50 (41.7%) were positive for HPV18 or 18/45, 9 (7.5%)
were positive for other hrHPV genotypes (not including
HPV16/18/45). In addition, 10 were positive for HPV16 and/
orHPV18 (HC2 test), which were excluded from statistical
analysis among genotype groups because both HPV16 and 18
were detected simultaneously in HC2 test. All cases were p16
block positive.

Correlation of HPV Genotypes With Clinical
Stages, Invasion Patterns, and PFS of Patients
With HPVA ECA

As illustrated in Table 1, among 107 patients with
clinical staging information, 45 (42.1%) were HPV16+, 43
(40.2%) were HPV18 or 18/45+, 9 (8.4%) were other
genotypes+, and 10 (9.3%) were positive for either HPV16
or 18 (HC2 test). Overall, 8.9% (4/45) of HPV16+ patients
had advanced clinical stages (FIGO II to IV). In all, 11.6%
(5/43) of HPV18 or 18/45+ patients had advanced clinical
stages. In all, 22.2% (2/9) of other genotypes+ patients had
advanced clinical stages. No significant correlation of
clinical-stage was found across 3 genotype groups
(P= 0.51). Ten HPV16 and/or 18+ (HC2 test) patients
were not included in statistical analysis, all of which had
stage I tumors.

The PBCS classification was successfully applied to
all 120 cases. Among 51 HPV16+ cases, 20 (39.2%) were
classified as pattern A, 18 (35.3%) were classified as pat-
tern B, and 13 (25.5%) were classified as pattern C.
Among 50 HPV18 or 18/45+ cases, 16 (32.0%) were
classified as pattern A, 16 (32.0%) were classified as pat-
tern B, and 18 (36.0%) were classified as pattern C.
Among 9 other genotypes+ cases, 3 (33.3%) were classified
as pattern A, 2 (22.2%) were classified as pattern B, and 4
(44.4%) were classified as pattern C. No significant cor-
relation of invasion patterns was found between HPV16+
and HPV18 or 18/45+ groups (P= 0.51). Overall, no sig-
nificant correlation of invasion patterns was found across
3 genotype groups (P= 0.55). Ten HPV16 and/or 18+

TABLE 1. Clinicopathologic Information of Patients With HPVA ECA
Test Modules, n (%) FIGO Stages, n (%) Follow-up, n (%)

Genotype Groups Age, Median (Range) AHPV Cobas HC2 I II-IV NA P R M D Total

16 47 (28-67) 37 (73) 14 (27) 0 41 (80) 4 (8) 6 (12) 0.51 2 (4) 2 (4) 0 51
18 45 (27-62) 34 (68) 16 (32) 0 38 (76) 5 (10) 7 (14) 3 (6) 0 2 (4) 50
O 58 (45-73) 9 (100) 0 0 7 (78) 2 (22) 0 0 0 0 9
16 or 18+ 47 (37-57) 0 0 10 (100) 10 0 0 NA 0 0 0 10
Total 120

16 indicates HPV16+; 18, HPV18 or 18/45+; D, death; M, metastasis; NA, not available; O, other HPV genotypes+; R, recurrence.
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(HC2 test) cases were not included in statistical analysis.
Among them, 4 (40.0%) were classified as pattern A, 4
(40.0%) were classified as pattern B, and 2 (20.0%) were
classified as pattern C. Detailed analysis was summarized
in Table 2.

Complete follow-up information was available for
119 patients. Median follow-up was 22 months (range,
3 to 72 mo). In total, 5.9% (7/119) of the patients were
diagnosed with recurrent/later metastatic tumor, and 1.7%
(2/119) had died of the disease (Table 1). No significant
correlation of PFS were found between HPV16+ and
HPV18 or 18/45+ patient groups (P= 0.59, log-rank test),
with median progression-free interval undefined in both
groups. The adjusted hazard ratio (HR) for PFS was 0.62
(95% confidence interval [CI]: 0.11-3.62) for the HPV16+
group and 1.63 (95% CI: 0.28-9.55) for the HPV18/45+
group. Overall, no significant correlation of PFS was
found across 3 genotype groups (P= 0.74; log-rank test)
(Fig. 1A). Ten HPV16 and/or 18+ (HC2 test) patients
were not included in survival analysis, none of which
showed progression during the follow-up period. When
survival analysis was performed separately for each
invasion pattern group, patients with pattern C tumors
showed significantly poorer PFS (P= 0.03) than patients
with patterns A or B tumors (Fig. 1B).

PD-L1 Expression in HPVA ECAs and its
Correlation With hrHPV Genotypes

The PD-L1 expression in HPVA ECAs tends to be
heterogenous and could be focal and patchy (Fig. 2).
Overall, a relatively high prevalence of PD-L1 expression
was observed in HPVA ECAs (25% by TPS and 55% by
CPS). Using TPS, 19.6% (10/51) HPV16+ cases, 32.0%
(16/50) cases of HPV18 or 18/45+ cases, and 22.2% (2/9)
cases of other genotypes+ cases demonstrated PD-L1
positivity. No significant difference in PD-L1 expression
was seen across genotype groups (P= 0.35). Using CPS,
47.1% (24/51) of HPV16+ cases, 64.0% (32/50) of HPV18
or 18/45+ cases, and 77.8% (7/9) of other genotypes+ cases
demonstrated PD-L1 positivity. Similarly, no significant
difference in PD-L1 expression was seen across genotype
groups (P= 0.10). Ten HPV16 and/or 18+ (HC2 test)
cases were not included in statistical analysis. Detailed
analysis is summarized in Table 2.

Correlation of PD-L1 Expression With Invasion
Patterns and PFS of Patients With HPVA ECA

The PD-L1 expression was analyzed based on in-
vasion patterns. Using TPS, 2.3% (1/43) of tumors with
pattern A, 32.5% (13/40) with pattern B, and 43.2% (16/37)
with pattern C were PD-L1-positive. PD-L1 expression in
tumors with patterns B and C was significantly higher than
in those with pattern A (P= 0.0002 [A vs. B]; < 0.0001 [A
vs. C]; 0.00002 [A vs. B+C]). There was no significant dif-
ference in PD-L1 expression between tumors with patterns
B and C (P= 0.33). Using CPS, 18.6% (8/43) of cases with
pattern A, 77.5% (31/40) with pattern B, and 75.7% (28/37)
with pattern C demonstrated PD-L1 positivity. Similarly,
PD-L1 expression in tumors with patterns B and C was
significantly higher than in those with pattern A
(P< 0.00001 [A vs. B]; < 0.0001 [A vs. C]; < 0.00001 [A vs.
B+C]). There was no significant difference in PD-L1 ex-
pression between tumors with patterns B and C (P= 0.85).
Detailed PD-L1 analysis is illustrated in Table 3.

Using TPS, 25% (30/120) patients had PD-L1-
positive tumors, while 55% (66/120) patients had PD-
L1-positive tumors by CPS. Patients with PD-L1-positive
tumors by either CPS or TPS showed significantly poorer
PFS than those with PD-L1-negative tumors (CPS,
P= 0.025; TPS, P= 0.001; log-rank test, with an undefined
median progression-free interval in both PD-L1-positive
and negative groups (Fig. 1C). Using TPS, the adjusted
HR for PFS was 36.89 (95% CI: 4.23-321.4) for the PD-
L1-positive group and 0.03 (95% CI: 0.003-0.24) for the
PD-L1-negative group. Using CPS, the adjusted HR for
PFS was 7.48 (95% CI: 1.29-43.48) for the PD-L1-positive
group and 0.13 (95% CI: 0.02-0.78) for the PD-
L1-negative group (Fig. 1D).

DISCUSSION
The prevalence of hrHPV genotypes varies among

different histologic subtypes of cervical cancers. HPV16 is
the most frequent genotype in SCCs,32 while HPV18 is
often but not always the most frequent genotype in
ECAs.22,32 Moreover, HPVA and HPVI ECAs demon-
strate different clinical behaviors.7,11 Despite the well-
established role of hrHPV genotypes in the carcinogenesis
of cervical cancers,22 the prognostic values of various
hrHPV genotypes (especially HPV16, 18, and 45) have not

TABLE 2. PD-L1 Expression in HPVA ECA in Various HPV Genotype Groups
PD-L1 Expression, n (%)

Invasion Patterns, n (%) TPS CPS

HPV Genotype
Groups A B C + − + − Total

16 20 (39) 18 (35) 13 (26) 10 (20) 41 (80) 24 (47) 27 (53) 51
18 16 (32) 16 (32) 18 (36) 16 (32) 34 (68) 32 (64) 18 (36) 50
O 4 (40) 4 (40) 2 (20) 2 (22) 7 (78) 7 (78) 2 (22) 9
16 or 18+ (HC2 test) 3 (33) 2 (22) 4 (44) 2 (20) 8 (80) 3 (30) 7 (70) 10
Total 120
P 0.51 (16 vs. 18); 0.55 (across groups) 0.15 (16 vs. 18); 0.35 (across groups) 0.11 (16 vs. 18); 0.10 (across groups)

16 indicates HPV16+; 18, HPV18 or 18/45+; O, other HPV genotypes+.
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been well-established. Previously published data have not
yielded definitive clarity on the topic. Some studies reported
favorable outcomes for cervical cancers with HPV16 and/or
18 positivity.33–38 In contrast, some studies suggested un-
favorable outcomes for HPV16/18 positive cervical can-
cers.39–50 Moreover, some studies reported no prognostic
value for hrHPV genotypes.51–54 While many factors may
contribute to those contradicting results, not separating
SCCs and ECAs in those studies may play an important
role. Only one study focused mainly on ECAs36; however,
it did not separate HPVA and HPVI ECAs. Considering
the significant difference in clinical behaviors between SCCs
and ECAs, HPVA, and HPVI ECAs, all these studies carry
an intrinsic bias. Therefore, it may be optimal to investigate
the prognostic values of hrHPV genotypes based on the
histologic types and etiologies of cervical cancers.

In this study, we investigated the prognostic values
of hrHPV genotypes in patients with usual-type HPVA
ECAs and their association with other known prognostic
factors of ECAs. Our data showed that patients had no
significant difference in both clinical stages and PFS across
hrHPV genotype groups. In addition, no correlation was
found between hrHPV genotypes and other known prog-
nostic factors including invasion patterns and PD-L1

expression. Altogether, our data support that hrHPV
genotypes have no prognostic value in HPVA ECAs.

As one of the most important immune checkpoints,
several studies have investigated PD-L1 prevalence in
cervical cancers.21,55–64 Studies have demonstrated a sig-
nificant correlation between HPV infection and increased
PD-L1 expression in cervical SCC and cervical intra-
epithelial neoplasia.60,61,63,65 Although the underlying
mechanism is not fully understood, those studies suggested
impaired immune surveillance by the upregulated PD-L1
expression caused by HPV infection plays a crucial role in
the SCC/cervical intraepithelial neoplasia development.
Most recently, a study by Rivera-Colon et al21 suggested
that PD-L1 may be an unfavorable prognostic marker for
ECAs. Similar to that study, our data demonstrated a high
prevalence of PD-L1 in usual-type HPVA ECAs (25% by
TPS and 55% by CPS). We also investigated the associa-
tion among HPV genotypes, the Silva PBCS, and PDL-1
expression in HPVA ECAs. No significant correlation was
found between hrHPV genotypes and patterns of invasion.
Similarly, no significant difference in PD-L1 expression
was found across hrHPV genotype groups. On the other
hand, our data showed: (1) enhanced PD-L1 expression in
destructive invasion patterns (patterns B and C) compared

FIGURE 1. Kaplan-Meier curves of PFS in patients with HPVA ECA. A, PFS in patients with HPVA ECA from different HPV genotype
groups (red circle: group 18; blue triangle: group 16; green square: group O). B, PFS in patients with HPVA ECA with 3 different
invasion patterns (blue circle: pattern A tumors; red square: pattern B tumors; green triangle: pattern C tumors). C, PFS in PD-
L1-positive group (red) and PD-L1-negative group (blue) using TPS (cutoff 1%). D, PFS in PD-L1-positive group (red) and PD-
L1-negative group (blue) using CPS (cutoff 1).
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with tumors with nondestructive invasion (pattern A); (2)
PD-L1 expression inversely correlated with PFS of pa-
tients. Our study supports that PD-L1 is an unfavorable

prognostic marker for patients with HPVA ECA. PD-L1
expression may reflect a tumor defense strategy against
immune attack triggered by compensatory upregulation of
PD-L1 through negative feedback or an adaptive immune
resistance.66,67 The overall clinical outcome often depends
on the balance between tumor-induced immune response
and immune inhibitory machineries such as programmed
cell death protein 1/PD-L1 interaction. Since a parallel
increase in CD8+ tumor-infiltrative lymphocytes and PD-
L1 expression has been reported in ECAs,21 the above-
mentioned balance is likely leaning to immune resistance
which resulted in more aggressive tumor behavior.

The role of HPV in cervical cancer carcinogenesis has
been well-established. The initial step appears to be the in-
tegration of HPV into the host genome, which leads to ge-
nomic instability, accumulation of somatic mutations.68–72

In addition, HPV E6 and E7-oncogene proteins can re-
spectively inhibit p53 and RB functions.73,74 The Cancer

FIGURE 2. Examples of HPVA ECA with different patterns of invasion and corresponding PD-L1 immunostain. A–C, Pattern A
tumor. A, Hematoxylin and eosin (H&E) at low magnification shows well-formed glands with smooth contours and absence of
destructive-type invasion or stromal desmoplasia. B, Malignant glands with rounded contours and absence of destructive invasion
at medium power (H&E). C, Corresponding negative PD-L1. D–F, Pattern B tumor with corresponding PD-L1. D, Predominantly
rounded glands with a few foci of early destructive-type invasion and desmoplastic stromal response (H&E). E, A gland with a focus
of early destructive invasion, stromal desmoplasia and adjacent inflammatory infiltrate from the same case (H&E). F, Corresponding
PD-L1 showing expression in both tumor cells and immune cells. G–I, Pattern C tumor with corresponding PD-L1. G, Invasive
tumor with diffusely destructive invasion pattern (H&E). H, Irregularly shaped, angulated glands with destructive-type invasion
(H&E). I, Corresponding PD-L1 with high expression in both tumor cells and immune cells.

TABLE 3. PD-L1 Expression in ECA With Various Invasion
Patterns

PD-L1 Expression, n (%)

TPS CPS

Diagnosis + − + − Total

Pattern A 1 (2.3) 42 (97.7) 8 (18.6) 35 (81.4) 43
Pattern B 13 (32.5) 27 (67.5) 31 (77.5) 9 (22.5) 40
Pattern C 16 (43.2) 21 (56.8) 28 (75.7) 9 (24.3) 37
Total 120
P 0.0002 (A vs. B); < 0.0001

(A vs. C); 0.00002 (A vs.
B+C); 0.33 (B vs. C)

< 0.00001 (A vs. B);
< 0.0001 (A vs. C);

< 0.00001 (A vs. B+C);
0.85 (B vs. C)
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Genome Atlas (TCGA) study demonstrated a difference in
genomic integration prevalence and rate of gene silencing
between HPV16 and HPV18 positive cervical cancers.72 Our
data suggest that instead of pathogenic HPV genotype, the
global genomic alteration of the tumor determine the clinical
behavior of HPVA ECAs.

In comparison with previous studies, our study has
several strengths. First, our study focused only on patients
with HPVA ECA to eliminate the possible bias arising from
including various histologic and etiological entities into one
study. Second, this is a comprehensive study regarding the
prognostic significance of hrHPV genotypes and their asso-
ciation with other known prognostic factors including clin-
ical stages, patterns of invasion, and PD-L1 expression.
Third, we also investigated the prevalence of PD-L1 ex-
pression and its association with hrHPV genotypes and
patterns of invasion in HPVA ECAs. Our study also has
limitations, notably that only 9 cases in other genotypes
group were included. Therefore, it is uncertain whether there
is significant clinical behavior in this group in a large cohort.
Second, group 18 includes HPV18 and/or HPV45 (both
belong to clade alpha-7). Due to the limitation of the test, we
were unable to analyze HPV18 and HPV45 separately.
Third, although HPV testing on the most recent Pap speci-
men (within 3mo of the procedures) may be a good in-
dicator of the tumor HPV status, ideally, polymerase chain
reaction–based testing on the tumor itself is the most accu-
rate indicator. However, such testing is not validated and
thus unavailable in our clinical laboratory. Future studies
include: (1) next-generation sequencing to investigate the
genomic profiles and HPV status of tumors; (2) HPV in situ
hybridization on a large cohort to validate our findings.

In summary, our findings suggest that hrHPV gen-
otypes have no prognostic value in patients with HPVA
ECA. Furthermore, no significant correlation is identified
between hrHPV genotypes and other prognostic factors
including clinical stages, the pattern of invasion, and tu-
mor PD-L1 expression. Finally, our data demonstrate a
relatively high prevalence of PD-L1 expression in HPVA
ECAs, especially in tumors with destructive invasion
patterns (patterns B and C). Positive PD-L1 expression is
inversely correlated with the PFS of patients. Our data
support PD-L1 as a potential therapeutic target and as a
negative prognostic marker for patients with HPVA ECA.

REFERENCES
1. Smith HO, Tiffany MF, Qualls CR, et al. The rising incidence of

adenocarcinoma relative to squamous cell carcinoma of the uterine
cervix in the United States—a 24-year population-based study.
Gynecol Oncol. 2000;78:97–105.

2. Siegel RL, Miller KD, Jemal A. Cancer statistics, 2020. CA Cancer J
Clin. 2020;70:7–30.

3. NIH: The Surveillance, Epidemiology, and End Results (SEER)
Program. Cancer Stat Facts: Cervical cancer. Available at: https://
seer.cancer.gov/statfacts/html/cervix.html. Accessed April 19, 2020.

4. Biewenga P, van der Velden J, Mol BJ, et al. Prognostic model for
survival in patients with early stage cervical cancer. Cancer. 2011;
117:768–776.

5. Jung EJ, Byun JM, Kim YN, et al. Cervical adenocarcinoma has a
poorer prognosis and a higher propensity for distant recurrence than
squamous cell carcinoma. Int J Gynecol Cancer. 2017;27:1228–1236.

6. Hu K, Wang W, Liu X, et al. Comparison of treatment outcomes
between squamous cell carcinoma and adenocarcinoma of cervix
after definitive radiotherapy or concurrent chemoradiotherapy.
Radiat Oncol. 2018;13:249.

7. Karamurzin YS, Kiyokawa T, Parkash V, et al. Gastric-type endocervical
adenocarcinoma: an aggressive tumor with unusual metastatic patterns and
poor prognosis. Am J Surg Pathol. 2015;39:1449–1457.

8. Kusanagi Y, Kojima A, Mikami Y, et al. Absence of high-risk
human papillomavirus (HPV) detection in endocervical adenocarci-
noma with gastric morphology and phenotype. Am J Pathol. 2010;
177:2169–2175.

9. Park SB, Moon MH, Hong SR, et al. Adenoma malignum of the
uterine cervix: ultrasonographic findings in 11 patients. Ultrasound
Obstet Gynecol. 2011;38:716–721.

10. Stolnicu S, Barsan I, Hoang L, et al. International Endocervical
Adenocarcinoma Criteria and Classification (IECC): a new patho-
genetic classification for invasive adenocarcinomas of the endocervix.
Am J Surg Pathol. 2018;42:214–226.

11. Kojima A, Mikami Y, Sudo T, et al. Gastric morphology and
immunophenotype predict poor outcome in mucinous adenocarci-
noma of the uterine cervix. Am J Surg Pathol. 2007;31:664–672.

12. Parra-Herran C, Alvarado-Cabrero I, Hoang LN, et al. Tumours of
the uterine cervix/glandular tumours and precursors. In: WHO
Classification of Tumours Editorial Board, Female Genital Tu-
mours, ed. WHO Classification of Tumours Series, 5th edition. Lyon,
France: International Agency for Reseach on Cancer; 2020:367–371.

13. Gadducci A, Guerrieri ME, Cosio S. Adenocarcinoma of the uterine
cervix: pathologic features, treatment options, clinical outcome and
prognostic variables. Crit Rev Oncol Hematol. 2019;135:103–114.

14. Glaze S, Duan Q, Sar A, et al. FIGO stage is the strongest prognostic
factor in adenocarcinoma of the uterine cervix. J Obstet Gynaecol
Can. 2019;41:1318–1324.

15. Diaz De Vivar A, Roma AA, Park KJ, et al. Invasive endocervical
adenocarcinoma: proposal for a new pattern-based classification
system with significant clinical implications: a multi-institutional
study. Int J Gynecol Pathol. 2013;32:592–601.

16. Roma AA, Diaz De Vivar A, Park KJ, et al. Invasive endocervical
adenocarcinoma: a new pattern-based classification system with
important clinical significance. Am J Surg Pathol. 2015;39:667–672.

17. Marincola FM, Jaffee EM, Hicklin DJ, et al. Escape of human solid
tumors from T-cell recognition: molecular mechanisms and func-
tional significance. Adv Immunol. 2000;74:181–273.

18. Iwai Y, Ishida M, Tanaka Y, et al. Involvement of PD-L1 on tumor
cells in the escape from host immune system and tumor immuno-
therapy by PD-L1 blockade. Proc Natl Acad Sci USA. 2002;99:
12293–12297.

19. Frenel JS, Le Tourneau C, O’Neil B, et al. Safety and efficacy of
pembrolizumab in advanced, programmed death ligand 1-positive
cervical cancer: results from the phase Ib KEYNOTE-028 trial. J
Clin Oncol. 2017;35:4035–4041.

20. Chung HC, Ros W, Delord JP, et al. Efficacy and safety of
pembrolizumab in previously treated advanced cervical cancer:
results from the phase II KEYNOTE-158 study. J Clin Oncol. 2019;
37:1470–1478.

21. Rivera-Colon G, Chen H, Molberg K, et al. PD-L1 expression in
endocervical adenocarcinoma: correlation with patterns of tumor
invasion, CD8+ tumor-infiltrating lymphocytes, and clinical out-
comes. Am J Surg Pathol. 2020;45:742–752.

22. Andersson S, Rylander E, Larson B, et al. Types of human
papillomavirus revealed in cervical adenocarcinomas after DNA
sequencing. Oncol Rep. 2003;10:175–179.

23. Guan P, Clifford GM, Franceschi S. Human papillomavirus types in
glandular lesions of the cervix: a meta-analysis of published studies.
Int J Cancer. 2013;132:248–250.

24. Guan P, Howell-Jones R, Li N, et al. Human papillomavirus types in
115,789 HPV-positive women: a meta-analysis from cervical
infection to cancer. Int J Cancer. 2012;131:2349–2359.

25. Schiffman M, Herrero R, Desalle R, et al. The carcinogenicity of human
papillomavirus types reflects viral evolution. Virology. 2005;337:76–84.

26. Chen H, Molberg K, Strickland AL, et al. PD-L1 expression and
CD8+ tumor-infiltrating lymphocytes in different types of tubo-ovarian

Zhou et al Am J Surg Pathol � Volume 46, Number 3, March 2022

306 | www.ajsp.com Copyright © 2021 The Author(s). Published by Wolters Kluwer Health, Inc.

https://seer.cancer.gov/statfacts/html/cervix.html
https://seer.cancer.gov/statfacts/html/cervix.html


carcinoma and their prognostic value in high-grade serous carcinoma.
Am J Surg Pathol. 2020;44:1050–1060.

27. Davis AA, Patel VG. The role of PD-L1 expression as a predictive
biomarker: an analysis of all US Food and Drug Administration
(FDA) approvals of immune checkpoint inhibitors. J Immunother
Cancer. 2019;7:278.

28. Food and Drug Administration (FDA). FDA approves pembrolizu-
mab for advanced cervical cancer with disease progression during or
after chemotherapy; 2018.

29. Bhatla N, Aoki D, Sharma DN, et al. Cancer of the cervix uteri. Int J
Gynecol Obstet. 2018;143:22–36.

30. Cuzick J, Cadman L, Mesher D, et al. Comparing the performance
of six human papillomavirus tests in a screening population. Br J
Cancer. 2013;108:908–913.

31. Castle PE, Eaton B, Reid J, et al. Comparison of human
papillomavirus detection by Aptima HPV and cobas HPV tests in
a population of women referred for colposcopy following detection
of atypical squamous cells of undetermined significance by Pap
cytology. J Clin Microbiol. 2015;53:1277–1281.

32. Bulk S, Berkhof J, Bulkmans NW, et al. Preferential risk of HPV16
for squamous cell carcinoma and of HPV18 for adenocarcinoma of
the cervix compared to women with normal cytology in The
Netherlands. Br J Cancer. 2006;94:171–175.

33. Dahlgren L, Erlandsson F, Lindquist D, et al. Differences in human
papillomavirus type may influence clinical outcome in early stage
cervical cancer. Anticancer Res. 2006;26:829–832.

34. Hang D, Jia M, Ma H, et al. Independent prognostic role of human
papillomavirus genotype in cervical cancer. BMC Infect Dis. 2017;17:391.

35. Chong GO, Lee YH, Han HS, et al. Prognostic value of pre-
treatment human papilloma virus DNA status in cervical cancer.
Gynecol Oncol. 2018;148:97–102.

36. Lai CH, Chou HH, Chang CJ, et al. Clinical implications of human
papillomavirus genotype in cervical adeno-adenosquamous carcino-
ma. Eur J Cancer. 2013;49:633–641.

37. Cuschieri K, Brewster DH, Graham C, et al. Influence of HPV type
on prognosis in patients diagnosed with invasive cervical cancer. Int J
Cancer. 2014;135:2721–2726.

38. Onuki M, Matsumoto K, Tenjimbayashi Y, et al. Human
papillomavirus genotype and prognosis of cervical cancer: favorable
survival of patients with HPV16-positive tumors. Papillomavirus Res.
2018;6:41–45.

39. de Cremoux P, de la Rochefordiere A, Savignoni A, et al. Different
outcome of invasive cervical cancer associated with high-risk versus
intermediate-risk HPV genotype. Int J Cancer. 2009;124:778–782.

40. Lai CH, Chang CJ, Huang HJ, et al. Role of human papillomavirus
genotype in prognosis of early-stage cervical cancer undergoing
primary surgery. J Clin Oncol. 2007;25:3628–3634.

41. Pilch H, Gunzel S, Schaffer U, et al. Human papillomavirus (HPV)
DNA in primary cervical cancer and in cancer free pelvic lymph
nodes—correlation with clinico-pathological parameters and prog-
nostic significance. Zentralbl Gynakol. 2001;123:91–101.

42. Kiseleva VI, Mkrtchyan LS, Ivanov SA, et al. The presence of
human papillomavirus DNA integration is associated with poor
clinical results in patients with third-stage cervical cancer. Bull Exp
Biol Med. 2019;168:87–91.

43. Pilch H, Gunzel S, Schaffer U, et al. The presence of HPV DNA in
cervical cancer: correlation with clinico-pathologic parameters and
prognostic significance: 10 years experience at the Department of
Obstetrics and Gynecology of the Mainz University. Int J Gynecol
Cancer. 2001;11:39–48.

44. Im SS, Wilczynski SP, Burger RA, et al. Early stage cervical cancers
containing human papillomavirus type 18 DNA have more nodal
metastasis and deeper stromal invasion. Clin Cancer Res. 2003;
9:4145–4150.

45. Rose BR, Thompson CH, Simpson JM, et al. Human papillomavirus
deoxyribonucleic acid as a prognostic indicator in early-stage cervical
cancer: a possible role for type 18. Am J Obstet Gynecol. 1995;173:
1461–1468.

46. Nakagawa S, Yoshikawa H, Onda T, et al. Type of human
papillomavirus is related to clinical features of cervical carcinoma.
Cancer. 1996;78:1935–1941.

47. Burger RA, Monk BJ, Kurosaki T, et al. Human papillomavirus
type 18: association with poor prognosis in early stage cervical
cancer. J Natl Cancer Inst. 1996;88:1361–1368.

48. Lombard I, Vincent-Salomon A, Validire P, et al. Human
papillomavirus genotype as a major determinant of the course of
cervical cancer. J Clin Oncol. 1998;16:2613–2619.

49. Schwartz SM, Daling JR, Shera KA, et al. Human papillomavirus
and prognosis of invasive cervical cancer: a population-based study.
J Clin Oncol. 2001;19:1906–1915.

50. Im SS, Wilczynski SP, Burger RA, et al. Early stage cervical cancers
containing human papillomavirus type 18 DNA have more nodal
metastasis and deeper stromal invasion.Clin Cancer Res. 2003;9:4145–4150.

51. van Muyden RCPA, ter Harmsel BWA, Smedts FMM, et al.
Detection and typing of human papillomavirus in cervical carcinomas
in Russian women—a prognostic study. Cancer. 1999;85:2011–2016.

52. Silins I, Avall-Lundqvist E, Tadesse A, et al. Evaluation of
antibodies to human papillomavirus as prognostic markers in
cervical cancer patients. Gynecol Oncol. 2002;85:333–338.

53. Vanbommel PFJ, Vandenbrule AJC, Helmerhorst TJM, et al. HPV
DNA presence and HPV genotypes as prognostic factors in low-stage
squamous cell cervical cancer. Gynecol Oncol. 1993;48:333–337.

54. Fule T, Csapo Z, Mathe M, et al. Prognostic significance of high-risk
HPV status in advanced cervical cancers and pelvic lymph nodes.
Gynecol Oncol. 2006;100:570–578.

55. Reddy OL, Shintaku PI, Moatamed NA. Programmed death-ligand
1 (PD-L1) is expressed in a significant number of the uterine cervical
carcinomas. Diagn Pathol. 2017;12:45.

56. Heeren AM, Punt S, Bleeker MC, et al. Prognostic effect of different
PD-L1 expression patterns in squamous cell carcinoma and
adenocarcinoma of the cervix. Mod Pathol. 2016;29:753–763.

57. Enwere EK, Kornaga EN, Dean M, et al. Expression of PD-L1 and
presence of CD8-positive T cells in pre-treatment specimens of
locally advanced cervical cancer. Mod Pathol. 2017;30:577–586.

58. Karim R, Jordanova ES, Piersma SJ, et al. Tumor-expressed B7-H1
and B7-DC in relation to PD-1+ T-cell infiltration and survival of
patients with cervical carcinoma. Clin Cancer Res. 2009;15:6341–6347.

59. Kawachi A, Yoshida H, Kitano S, et al. Tumor-associated CD204
(+) M2 macrophages are unfavorable prognostic indicators in uterine
cervical adenocarcinoma. Cancer Sci. 2018;109:863–870.

60. Mezache L, Paniccia B, Nyinawabera A, et al. Enhanced expression
of PD L1 in cervical intraepithelial neoplasia and cervical cancers.
Mod Pathol. 2015;28:1594–1602.

61. Yang W, Lu YP, Yang YZ, et al. Expressions of programmed death
(PD)-1 and PD-1 ligand (PD-L1) in cervical intraepithelial neoplasia
and cervical squamous cell carcinomas are of prognostic value and
associated with human papillomavirus status. J Obstet Gynecol Res.
2017;43:1602–1612.

62. Kim M, Kim H, Suh DH, et al. Identifying rational candidates for
immunotherapy targeting PD-1/PD-L1 in cervical cancer. Anticancer
Res. 2017;37:5087–5094.

63. Meng Y, Liang HY, Hu JG, et al. PD-L1 expression correlates with
tumor infiltrating lymphocytes and response to neoadjuvant chemo-
therapy in cervical cancer. J Cancer. 2018;9:2938–2945.

64. Karpathiou G, Chauleur C, Mobarki M, et al. The immune
checkpoints CTLA-4 and PD-L1 in carcinomas of the uterine cervix.
Pathol Res Pract. 2020;216:152782.

65. Liu C, Lu J, Tian H, et al. Increased expression of PD-L1 by the
human papillomavirus 16 E7 oncoprotein inhibits anticancer
immunity. Mol Med Rep. 2016;15:1063–1070.

66. Taube JM, Anders RA, Young GD, et al. Colocalization of
inflammatory response with B7-h1 expression in human melanocytic
lesions supports an adaptive resistance mechanism of immune
escape. Sci Transl Med. 2012;4:127–137.

67. Teng MW, Ngiow SF, Ribas A, et al. Classifying cancers based on
T-cell Infiltration and PD-L1. Cancer Res. 2015;75:2139–2145.

68. Tang KW, Alaei-Mahabadi B, Samuelsson T, et al. The landscape of
viral expression and host gene fusion and adaptation in human
cancer. Nat Commun. 2013;4:2513.

69. Akagi K, Li J, Broutian TR, et al. Genome-wide analysis of HPV
integration in human cancers reveals recurrent, focal genomic
instability. Genome Res. 2014;24:185–199.

Am J Surg Pathol � Volume 46, Number 3, March 2022 hrHPV Genotypes and PD-L1 Expression in ECA

Copyright © 2021 The Author(s). Published by Wolters Kluwer Health, Inc. www.ajsp.com | 307



70. Hu Z, Zhu D, Wang W, et al. Genome-wide profiling of HPV
integration in cervical cancer identifies clustered genomic hot spots
and a potential microhomology-mediated integration mechanism.
Nat Genet. 2015;47:158–163.

71. Ojesina AI, Lichtenstein L, Freeman SS, et al. Landscape of genomic
alterations in cervical carcinomas. Nature. 2014;506:371–375.

72. Cancer Genome Atlas Research Network, Albert Einstein College of
Medicine, Analytical Biological Services, Barretos Cancer Hospital,
Baylor College of Medicine, Beckman Research Institute of City of
Hope, Buck Institute for Research on Aging, Canada’s Michael
Smith Genome Sciences Centre, Harvard Medical School, Helen F.
Graham Cancer Center & Research Institute at Christiana Care
Health Services, HudsonAlpha Institute for Biotechnology, ILSbio
LLC, Indiana University School of Medicine, Institute of Human
Virology, Institute for Systems Biology, International Genomics
Consortium, Leidos Biomedical, Massachusetts General Hospital,
McDonnell Genome Institute at Washington University, Medical
College of Wisconsin, Medical University of South Carolina,
Memorial Sloan Kettering Cancer Center, Montefiore Medical
Center, NantOmics, National Cancer Institute, National Hospital,
Abuja, Nigeria, National Human Genome Research Institute,
National Institute of Environmental Health Sciences, National
Institute on Deafness & Other Communication Disorders, Ontario
Tumour Bank, London Health Sciences Centre, Ontario Tumour

Bank, Ontario Institute for Cancer Research, Ontario Tumour Bank,
The Ottawa Hospital, Oregon Health & Science University, Samuel
Oschin Comprehensive Cancer Institute, Cedars-Sinai Medical
Center, SRA International, St Joseph’s Candler Health System, Eli
& Edythe L. Broad Institute of Massachusetts Institute of
Technology &Harvard University, Research Institute at Nationwide
Children’s Hospital, Sidney Kimmel Comprehensive Cancer Center
at Johns Hopkins University, University of Bergen, University of
Texas MD Anderson Cancer Center, University of Abuja Teaching
Hospital, University of Alabama at Birmingham, University of
California, Irvine, University of California Santa Cruz, University of
Kansas Medical Center, University of Lausanne, University of New
Mexico Health Sciences Center, University of North Carolina at
Chapel Hill, University of Oklahoma Health Sciences Center,
University of Pittsburgh, University of São Paulo, Ribeirão Preto
Medical School, University of Southern California, University of
Washington, University of Wisconsin School of Medicine & Public
Health, Van Andel Research Institute, Washington University in St
Louis. Integrated genomic and molecular characterization of cervical
cancer. Nature. 2017;543:378–384.

73. McLaughlin-Drubin ME, Munger K. The human papillomavirus E7
oncoprotein. Virology. 2009;384:335–344.

74. Vande Pol SB, Klingelhutz AJ. Papillomavirus E6 oncoproteins.
Virology. 2013;445:115–137.

Zhou et al Am J Surg Pathol � Volume 46, Number 3, March 2022

308 | www.ajsp.com Copyright © 2021 The Author(s). Published by Wolters Kluwer Health, Inc.


