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Sum mary The Lancet Regional
Background The strategy of dual blockade of TGF-p and PD-L1 pathways has not been previously tested in platinum- ;';;g:(’}vﬁs;;rsnspac'ﬁc
refractory recurrent or metastatic nasopharyngeal cancer (R/M NPC) patients. This study aimed to evaluate the safety o

and efficacy of bintrafusp alfa in refractory R/M NPC patients.
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Methods In this single-arm, single-centre phase II clinical trial, 38 histologically confirmed R/M NPC patients were 1008;;an€

enrolled and administered with bintrafusp alfa every 2 weeks. Primary endpoint was objective response rate (ORR)
per Response Evaluation Criteria in Solid Tumors version 1.1 (RECIST v1.1). Secondary endpoints included
progression-free survival (PFS), overall survival (OS), duration of response (DOR), and safety.

Findings Thirty-eight patients were accrued (33 men; median age, 54 years). ORR was 23.7% (complete response,
n = 2; partial response, n = 7). The median DOR was 19.2 months, median PFS was 2.3 months, median OS was 17.0
months, and 1-year OS rate was 63.2%. Unfortunately, 25 patients (65.7%) progressed within 8 weeks of treatment, 15
patients (39.5%) and 8 patients (21.1%) developed hyper-progressive disease (HPD) per RECIST v1.1 and tumor
growth rate (TGR) ratio respectively. Sixteen patients (42.4%) experienced > grade 3 treatment-related adverse
events (TRAEs), most commonly anemia (n = 9, 23.7%) and secondary malignancies (n = 4, 10.5%). TRAEs led to
permanent treatment discontinuation in 7 patients. Patients with strong suppression of plasma TGF@1 level at
week 8 were unexpectedly associated with worse ORR (9.1% vs 44.4%, P = 0.046) and development of HPD.
There was no correlation between PD-L1 expression and ORR.

Interpretation Bintrafusp alfa demonstrated modest activity in R/M NPC but high rates of HPD and treatment
discontinuation secondary to TRAEs are concerning.
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Research in context

Evidence before this study

While anti-PD-1/PD-L1 inhibitor is one of the treatments in
patients with recurrent or metastatic (R/M) nasopharyngeal
cancer (NPC), there has been growing interest in using
combination approach to enhance its therapeutic effect.
Preclinical data suggested the promising potential of the
strategy of dual blockade of TGF-f and PD-L1 pathways. We
searched PubMed from Jan 1, 2010, to Dec 31, 2021, with the
following terms: “NPC”, “immunotherapy”, “TGFp” and
“bintrafusp alfa”. A phase | study showed that bintrafusp alfa
is efficacious and safe in heavily pre-treated squamous cell
carcinoma of head and neck cancer. However, we did not
identify any study that addressed the TGF-f and PD-L1 dual
blockage strategy in patients with NPC.

Introduction

Nasopharyngeal cancer (NPC) is one of the most
common head and neck cancers (HNC) in Western
Pacific.' In this region, the predominant subtypes are
non-keratinizing differentiated (WHO class II) and
undifferentiated carcinoma (WHO class III).> The
management of NPC remains challenging, with 15%—
30% of patients experiencing failure after radical
treatment and 5% presenting with distant metastasis.’
Cisplatin-based chemotherapy is the standard of care
for patients with recurrent or metastatic (R/M) NPC
and is associated with promising survival outcomes.*
However, treatment outcome is dismal for those who
are refractory to platinum-based chemotherapy.’
Therefore, there is an unmet need to establish better
therapy especially in platinum resistant cases.

NPC is closely associated with Epstein—Barr virus
(EBV) infection.” The tumor microenvironment is
characterised by a high programmed cell death-ligand 1
(PD-L1) expression and dense lymphocytic infiltration —
a classic example of an immune-hot environment.*”’
These features render immune checkpoint inhibitors
(ICIs) as potentially promising therapies. There is
growing evidence regarding the clinical efficacy of anti-
PD-1/PD-L1 inhibitors in patients with chemo-
refractory NPC. Still, the number of patients who
could benefit from PD-1 checkpoint inhibition remains
low (17-34%).*"* Emphasis is now focused on using a
combination approach to enhance the therapeutic effect
observed in the ICI trials.

The transforming-growth factor beta (TGF-p)
pathway is important for tumorigenesis in many
cancers. TGF-p promotes tumor progression via

Added value of this study

In this phase Il trial, bintrafusp alfa demonstrated modest
activity in R/M NPC but high rates of hyper-progression (HPD)
and treatment discontinuation secondary to TRAEs.
Unexpectedly, our biomarker analyses showed that patients
with stronger suppression of plasma TGFf1 during treatment
were associated with worse response, a higher incidence of
HPD, and inferior survival outcomes.

Implications of all the available evidence

Our report raised safety concerns on the strategy of TGF-f
and PD-L1 dual blockage in patients with NPC. Biomarker
correlative studies are urgently needed to understand the
biology and guide future drug development.

stromal modification, angiogenesis, and induction of
epithelial-mesenchymal transition.”” TGF-p can
inhibit the T-cell invasion and modulate anti-PD-1/
PD-L1 antibody resistance.'® Further, there is a link
between dysregulation of TGF-p pathway and tumor-
igenesis in EBV-positive cancers'; TGF-p1 was up-
regulated in EBV-positive NPC tissues,'”® TGF-p
levels are increased in patients with NPC compared to
healthy individuals with levels positively correlating
with disease staging and tumor aggressiveness.'*:
Thus, sequestering TGF-p from the tumor micro-
environment while concurrently blocking the PD-1/
PD-L1 pathway may provide a novel therapeutic
approach.

Bintrafusp alfa is a first-in-kind bifunctional fusion
protein composed of an extracellular domain of the
human TGF-p receptor II (TGF-BRII or TGF-§’ trap’)
fused via a flexible linker to the C-terminus of each
heavy chain of an IgG1 antibody blocking PD-L1 (anti-
PD-L1).* Preclinical studies demonstrated that bin-
trafusp alfa effectively suppressed tumor growth and
metastasis more than a TGF-p trap or an anti-PD-L1
antibody alone.?*** Bintrafusp alfa has been tested to
be efficacious and safe in several phase I studies*
however, to date, there is scanty published data from
phase II/III studies.*’

Here, we report the result of phase II clinical trial
examining the efficacy and safety of Bintrafusp alfa in
previously untreated recurrent and metastatic NPC. The
primary objective of the study was tumor objective
response rate while secondary objectives included sur-
vival outcomes, disease control and treatment response,
toxicities and patient-reported quality of life during

www.thelancet.com Vol 40 November, 2023


http://creativecommons.org/licenses/by-nc-nd/4.0/
www.thelancet.com/digital-health

Articles

treatment. Biomarkers were also evaluated to identify
the potential treatment responders.

Methods

Patients and study design

This is a single-arm, single-centre phase II investigator-
initiated trial conducted at Queen Mary Hospital
(NCT04396886). Eligible patients had histologically or
cytologically confirmed metastatic or distant recurrent
NPC who were not amenable to curative treatment.
Patients with isolated locally recurrent or progressive
disease were excluded. The target lesions had to be
measurable by the Response Evaluation Criteria in Solid
Tumors (RECIST), version 1.1. All patients had to
receive at least one prior line of platinum-based
chemotherapy for metastatic disease. A full list of
eligibility criteria can be found in the appendix.

Treatment and assessments

Patients were treated with bintrafusp alfa at a dosage of
1200 mg intravenously every 2 weeks until disease
progression, unacceptable toxicities, or upon withdrawal
of consent.

Eligible patients underwent a baseline contrast-
enhanced computed tomography (CT) of the head,
neck, chest, abdomen, and pelvis. Radiological assess-
ment was performed every 8 weeks for the first 12
months and then every 12 weeks thereafter by inde-
pendent radiologist (YL) and investigators using
RECIST version 1.1 criteria. Adverse events were graded
according to National Cancer Institute Common Ter-
minology Criteria version 4.0. The quality-of-life (QOL)
of patients were measured using the EORTC QLQ-C30
and H&N-35 every 12 weeks in the first year.

Biomarker study
Plasma EBV DNA level was determined using a real-time
quantitative polymerase chain reaction with probes
against EBV DNA genes before treatment and every 2
weeks until disease progression.” PD-L1 expression was
determined by the immunohistochemistry (IHC) stain-
ing with 22C3 antibody and evaluated by certified pa-
thologists. PD-L1 expression levels on tumor cells (cut-off
>1%) and immune cells (cut-off >25%) were evaluated.
Plasma TGFp1 level was measured using a TGFp
specific Enzyme-Linked Immunosorbent Assay every 8
weeks until disease progression. Extracellular vesicles
were purified from the supernatants using the exosome
isolation kit. Flow cytometer Cytoflex S was then used to
examine the exosome size and purity. The concentration
of PD-L1 in the exosome was measured by an ELISA kit
every 2 weeks until disease progression.

Study end points

The primary endpoint of this study was the objective
response rate (ORR) per independent review of
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radiologist according to RECIST version 1.1 criteria.
The secondary endpoints included progression-free
survival (PFS), time-to-progression (TTP), overall sur-
vival (OS), duration of response (DOR), disease control
rate (DCR), time to response (TTR), safety, responses
per immune-RECIST (iRECIST), correlation of plasma
EBV DNA and clinical outcomes, and QOL measure-
ment. Exploratory end points included PD-L1 expres-
sion, exosome PD-L1 (exo PD-L1), and TGFp1 level as
potential efficacy biomarkers. Post-hoc analyses on the
incidence of hyper-progression (HPD) was assessed by
(a) the RECIST 1.1 criteria as progressive disease in the
first 8 weeks after treatment initiation and a minimum
increase in the measurable lesions by 10 mm plus: (1)
increase of >40% in the sum of target lesions
compared with baseline or (2) increase of >20% in the
sum of target lesions compared with baseline plus the
appearance of new lesions in at least two different or-
gans,” and (b) the two-fold increase in the tumor
growth rate (TGR) after initiation of the study treat-
ment, which was assessed according to the definition
by Ferte etg al; tumor growth (TG) is equal to TG =3
Log (Dt/D0)/t, where D is tumor size defined as the
sum of the longest diameters of the target lesions per
RECIST 1.1. TGR were expressed as a percentage in-
crease in tumor volume during 1 month using the
following transformation formula: TGR = 100 (exp
(TG) —1), where exp (TG) represents the exponential of
TG.* Further analysis was done to identify the pre-
dictors of HPD by evaluating the clinical factors and
previously reported predictors of HPD.*

Statistics and sample size calculation

The sample size assumed a 40% ORR to bintrafusp alfa
compared with 20% for checkpoint inhibitors. Modified
Simon two-stage optimal design was used (power, 80%;
a = 0.05; PO = 0.20; P1 = 0.40; n1 = 18; n = 33 with an
additional five patients to allow for ineligibility or other
reasons). Because four responses were observed during
the first stage, enrolment was continued until a total of
38 patients was reached.

Time-to-event variables were estimated using the
Kaplan—Meier method, and survival rates were compared
using a log-rank test. Two-sided P values < 0.05 were
considered statistically significant. The Fisher exact test
was used to correlate the binary clinical and biomarker
data. In general, all available data will be included in the
data listings and tabulations. Where appropriate, impu-
tations of values for missing data for primary and sec-
ondary efficacy analyses will be performed. The cut-off
values of baseline and changes in exo-PD-L1 and TGFp1
level were calculated by the Receiver Operating Charac-
teristic (ROC) curve analyses. All QOL scores were
calculated using the EORTC QLQ-C30 and QLQ-H&N 35
methods, and the mean QOL with 95% CI at each time
point was tabulated and compared by ANOVA. Data were
analyzed using R version 3.25 (Vienna, Austria).
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R packages of “stats”, “survival”, “survminer” were
adopted for our analyses.

Role of the funding source

The financial supporters of this study had no role in the
study design, data collection, data analysis, data inter-
pretation, or the writing of the report. All the authors
had full access to all the data and accepted responsibility
to submit for publication.

All relevant data are presented in the paper or
included as Supplementary Figs. and Tables. Raw data
generated in this study are available upon reasonable
request from the corresponding authors.

Results

Patient population

A total of 43 patients were screened between March 5,
2020 and December 8, 2020, of whom 38 patients were
recruited (Fig. 1). Thirty-three patients (86.8%) are male,
and 34 patients (89.5%) had Eastern Cooperative
Oncology Group (ECOG) performance status 1. Seven-
teen patients (44.7%) presented with primary metasta-
ses; 36 patients (94.7%) had undifferentiated carcinoma.
Twenty-nine patients (76.3%) had received at least two
prior lines of therapy. Thirty-three patients (86.8%) had
a history of radical or high-dose palliative radiotherapy
to the head and neck region (2 Gy equivalent dose >60
Gy) (Table 1).

Efficacy

As of December 31, 2021, the median follow-up was
15.6 months (range, 1.6-21.9 months), 19 patients
(50%) died, and 1 patient (2.6%) remained on treatment.

43 patients screened for
eligibility

—> | 5 patients did not meet the inclusion criteria*
v

38 patients enrolled
v
37 Discontinued
38 patients started 30 Disease progression
Bintrafusp-Alfa s | 7 Adverse events #
“| 0 Physician decision
l 0 Inter-current illness
38 safety populati o 1 patient
38 activity population > still on treatment

Fig. 1: Trial Profile. “Among 5 patients did not meet eligibility criteria:
Active brain metastasis (n = 1), no target lesion (n = 3), and isolated
local relapse (n = 1). # Among 7 patients withdrawn due to adverse
events: Secondary malignancy (n = 4), skin reaction (n = 2), epistaxis
(n=1).

Characteristics N =38 (%)
Age, median (range), years 54 (18-72)
Sex
Male 33 (86.8)
Female 5(13.2)
Race
Asian 38 (100)
Others 0 (0)
ECOG performance status
0 4 (10.5)
1 34 (89.5)
2 0)
Histology (WHO)
WHO 1, squamous cell carcinoma 0 (0)
WHO I, non-keratinizing carcinoma 1(2.6)
WHO Il, undifferentiated carcinoma 36 (94.7)
Unknown 1(2.6)
Stage
Primary metastases 17 (44.7)
Recurrence with nodal/distant metastases 18 (47.4)
Recurrence with local and nodal/distant metastases 3(7.9)
Location of recurrent/metastatic diseases
Bone 23 (60.5)
Liver 27 (71.1)
Lung 15 (39.5)
Neck lymph nodes 13 (34.2)
Distant lymph nodes 23 (60.5)
Nasopharynx 9 (23.7)
Others 6 (15.8)
Previous radiotherapy to head and neck
Radical treatment (66 Gy or above)” 20 (52.6)
High dose palliation (60 Gy or above)® 13 (34.2)
No 5 (13.2)
Previous lines of therapy for recurrent/metastatic disease
1 9 (23.7)
2 14 (36.8)
3 5(132)
4 or more 10 (26.3)
Previous chemotherapy for advanced disease
Cisplatin 31 (81.6)
Paclitaxel 12 (31.6)
Gemcitabine 38 (100)
5-fluorouracil 7 (18.4)
Carboplatin 31 (81.6)
Docetaxel 3(7.9)
Cyclophosphamide 2 (5.3)
Cetuximab 1(2.6)
Others (nadeplatin, tegafur, capecitabine) 27 (71.1)

ECOG, Eastern Cooperative Oncology Group; WHO, World Health Organization.

“Radiation dose in 2 Gy equivalent.

Table 1: Baseline demographics and clinical characteristics.

Median treatment duration was 1.8 months (range,
0.5-14.3 months) (Supplementary Fig. S1). The reasons
for treatment discontinuation were progressive disease
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(PD) (n = 30, 78.9%) and adverse events (n = 7, 18.4%)
(Fig. 1).

The confirmed ORR by independent review was
23.7% (95% CI, 12.4%-38.8%), with two patients (5.3%)
having complete response (CR) and seven patients
(18.4%) having a partial response (PR). The DCR was
28.9% (95% CI, 15.4%—-45.2%). The median DOR was
19.2 months (range, 4.3-21.9 months) and the median
TTR was 3.0 months (95% CI, 2.1-5.7 months). The
median PFS was 2.3 months (95% CI, 1.9-2.4 months),
TTP was 2.1 months (95% CI, 1.9-2.4 months), and the
12-month PFS rate was 30.1% (95% CI, 18.4%—-45.3%).
The median OS was 17.0 months (95% CI, 13.4-20.6
months) and the 12-month OS rate was 63.2% (95% CI,
47.3%-77.1%) (Table 2; Supplementary Fig. S1). The
responses and survivals per immune-RECIST (iRE-
CIST) were shown in Supplementary Table S1. As per
investigator review, the ORR and DCR were 23.7% (95%
CI, 12.4%-38.8%) and 31.6% (95% CI, 18.6%-47.3%)
respectively. The median PFS was 2.1 months (95% CI,
1.8-2.4 months) and the median OS was 17.0 months
(95% CI, 13.4-20.6 months). The median DOR and TTP
were 18.5 months (95% CI, 1.7-21.9 months) and 2.1
months (95% CI, 2.0-2.5 months), respectively
(Table 2).

Notably, a total of 15 patients (39.5%) and 8 patients
(21.1%) fulfilled the criteria of HPD per RECIST and
TGR ratio respectively (Fig. 2).”* Among 26 patients with
disease progression, 96.2% (25/26) of patients devel-
oped PD within the first 2 months of treatment (Fig. 2).
Patients who had HPD per RECIST (n = 15, 39.5%)
were associated with significantly worse survival
compared with non-HPD progressors (n = 10, 26.3%)
and non-progressors (n = 13, 34.2%) (12-month OS rate:
26.7% versus 80% versus 100%, P < 0.001)

(Supplementary Fig. S1C). Similarly, patients who had
HPD per TGR ratio (n = 8, 21.1%) were associated with
significantly worse survival compared with non-HPD
progressors (n = 17, 44.7%) and non-progressors
(n =13, 34.2%) (12-month OS rate: 25% versus 47.1%
versus 100%, P < 0.001) (Supplementary Fig. S1D). The
details of individual patients developed HPD and
representative images of HPD were presented in
Supplementary Fig. S2 and Table S2.

The presence of liver metastases is the only signifi-
cant factor in predicting HPD, while it was not corre-
lated with age, sex, previous radiation, number of
metastatic sites, and neutrophil-lymphocyte ratio
(Supplementary Tables S3 and S4).

Safety and tolerability

All enrolled patients received a median of 4 cycles of
bintrafusp alfa (range, 1 to 31 cycles). Thirty-four pa-
tients (89.4%) experienced treatment-related AEs
(TRAESs); of these, 16 patients (42.4%) experienced
grade 3 TRAE, which included anemia (n =9, 23.7%),
secondary malignancies (n = 4, 10.5%), and epistaxis
(n =3, 7.9%) (Table 3). Supplementary Table S5 illus-
trated the grade 3 or above TRAEs in different time
periods. TRAEs led to the permanent treatment
discontinuation in 7 patients (n = 3, Squamous cell
carcinoma [SCC] skin; n = 2, skin reactions; n = 1, SCC
base of tongue; n =1, epistaxis) and dose interruption in
9 patients (23.7%). Treatment duration of >6 months
was more commonly associated with permanent treat-
ment discontinuation due to TRAE (Supplementary
Table S6). No treatment related death was reported.
Immune-related AEs (irAEs) were observed in 11 pa-
tients (28.9%), and 2 (5.3%) experienced grade 3 irAEs.
Adverse events of special interest, including potential

Clinical activity endpoint Per investigator review (n = 38) Per independent review (n = 38)
Confirmed BOR (CR + PR), No; % (95% Cl) 9; 23.7 (12.4-38.8) 9; 237 (12.4-38.8)
CR, No; % (95% Cl) 2; 5.3 (1.1-15.8) 2; 5.3 (1.1-15.8)
PR, No; % (95% Cl) 7; 18.4 (8.6-32.8) 7; 18.4 (8.6-32.8)
SD, No; % (95% Cl) 3; 7.9 (8.6-32.8) 4;10.5 (3.7-23.1)
PD, No; % (95% Cl) 26; 68.4 (2.3-19.6) 25; 65.8 (50-79.3)
DCR (CR + PR + SD > 6 months), No; % (95% Cl) 12; 31.6 (18.6-47.3) 11; 28.9 (15.4-45.9)
Median DOR, No; months (range) 18.5 17—21.9) 19.2 (4.3-21.9)
Median TTP, No; months (range) 2.0-2.5) 1(1.9-2.4)
Median PFS (95% Cl), months 1.8-2.4) 23 (1.9-2.4)
6-month PFS rate (95% Cl), % 31.6 (18.6-47.3) 33.2 (19.8-46.5)
12-month PFS rate (95% Cl), % 28.9 (16.5-44.5) 30.1 (18.4-45.3)
Median 0S (95% Cl), months 17.0 (13.4-20.6) 17.0 (13.4-20.6)
6-month OS rate (95% Cl), % 76.3 (61.2-87.6) 76.3 (61.2-87.6)
12-month OS rate (95% Cl), % 63.2 (47.3-77.1) 63.2 (47.3-77.1)
BOR, best of response; CR, complete response; PR, partial response; SD, stable disease; PD, progressive disease; DCR, disease control rate; DOR, duration of response; TTP,
time to progression; PFS, progression-free survival; OS, overall survival.
Table 2: Clinical activity of bintrafusp Alfa by RECIST criteria (N = 38).
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n From Baseline (%)

- Responder
Non-esponder

Fig. 2: Tumor response assessment based on RECIST v1.1 per independent review. (A) Waterfall plot of change from baseline in tumor size
(n = 38). Baseline was defined as the last measurement taken before the randomisation date. For each patient, the best (minimum) percentage
change from baseline in the sum of diameters for all target lesions was represented by a vertical line, plotted in order of greatest percentage
increase to greatest percentage decrease. Only patients with measurable disease at baseline and at least one post-baseline assessment were
included in the waterfall plots. (B) Spider plot of the longitudinal change from baseline in tumor size (n = 38). The blue line represents
responder; yellow line represents non-responder. (C) Swimmer plot on treatment exposure and response duration (n = 38).

TGFp-related skin lesions or reactions occurred in 7
patients (n =3, SCC skin; n = 2, keratoacanthoma; n = 2,
pruritus). Fifteen patients (39.5%) experienced
treatment-emergent bleeding, total 6 > grade 3 bleeding
events were developed in 4 patients, and 12 out of them
also had concomitant anemia. There was no significant
deterioration in the quality-of-life scores throughout the
treatment (Supplementary Fig. S3 and S4).

Plasma TGFp1

Plasma TGFp1 levels were measured in 36 patients
(Supplementary Table S7). Plasma TGEFp1 levels
decreased significantly following 8 weeks of treatment
(P < 0.001) (Supplementary Fig. S5). Patients who had a
strong suppression of TGFp1 level at week 8 (low week
8/baseline TGFp1 ratio <0.1) were associated with worse
ORR (9.1% versus 44.4%, P = 0.046) and PFS (2.3
months versus 5.6 months, P = 0.04) (Supplementary
Fig. S5 and Table S8). Also, strong suppression of
TGFp1 was significantly more common among HPD
per RECIST patients than PD and non-PD patients
(HPD: 66.6% versus PD: 33.3% versus non-PD: 18.2%,
P =0.038) (Fig. 3). Similar trend was noted in patients
with HPD per TGR ratio (Supplementary Fig. S1E).
However, with a cut-off value of 1500 ng/ml at baseline,
there was no significant difference between the groups
in terms of ORR and survivals (Supplementary Fig. S5
and Table S8).

PD-L1 expression

PD-L1 expression status in TC and IC samples were
available in 31 patients (Supplementary Table S7). Two
out of eight (25%) patients with PD-L1 TC negative tu-
mors responded to the bintrafusp alfa. Six out of 23
(26.1%) patients with PD-L1 TC positive tumors
responded, which was not statistically significant
(P = 0.95). PD-L1 IC positive (n = 11, 35.5%) patients
had an ORR of 27.3% whereas PD-L1 IC negative
(n = 20, 64.5%) patients had an ORR of 25% (P = 0.89)
(Supplementary Table S8).

Exosome PD-L1 (exo-PD-L1)

Plasma exo-PD-L1 was evaluated in 31 patients
(Supplementary Table S7). At baseline, patients with an
exo-PD-L1 expression >3.5 pg/ml and those with exo-
PD-L1 expression <3.5 pg/ml had no significant differ-
ences in ORR, PFS, and OS. However, patients with the
changes of exo-PD-L1 level >60 pg/ml at week 4 were
associated with significantly worse ORR (5.3% versus
44.4%), median PFS (2.0 months versus not reached
[NR]), and median OS (6.2 months versus NR)
(Supplementary Fig. S5 and Table S8).

Plasma EBV DNA

Plasma EBV DNA was detected at baseline in all 38
patients (Supplementary Table S7). Patients with EBV
DNA >10,000 copies/ml (n = 31) had significantly worse
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All grade Grade 1-2 n, % Grade 3-4 n, % Grade 5 n, %
Any 34 (89.4%) 18 (47.4%) 16 (42.1%) 0 (0%)
AEs led to permanent discontinuation 7 (18.4%) 0 (0%) 7 (18.4%) 0 (0%)
AEs led to temporary discontinuation 9 (23.7%) 3 (7.9%) 6 (15.8%) 0 (0%)
Adverse events
Constitutional
Asthenia 6 (15.8%) 6 (15.8%) 0 (0%) 0 (0%)
Fatigue 5 (13.2%) 5 (13.2%) 0 (0%) 0 (0%)
Fever 4 (10.5%) 4 (10.5%) 0 (0%) 0 (0%)
Infusion-related reaction 1(2.6%) 1(2.6%) 0 (0%) 0 (0%)
Musculoskeletal pain 4 (10.5%) 4 (10.5%) 0 (0%) 0 (0%)
Edema 3 (7.9%) 3 (7.9%) 0 (0%) 0 (0%)
Skin-related
Pruritus 14 (36.8%) 12 (31.6%) 2 (5.2%) 0 (0%)
Rash, maculopapular 12 (31.6%) 12 (31.6%) 0 (0%) 0 (0%)
Rash, acneiform 6 (15.8%) 5 (13.2%) 1 (2.6%) 0 (0%)
Herpes zoster 2 (5.3%) 2 (5.3%) 0 (0%) 0 (0%)
Keratoacanthoma 2 (5.3%) 2 (5.3%) 0 (0%) 0 (0%)
Secondary malignancy
SCC of skin 3 (7.9%) 0 (0%) 3 (7.9%) 0 (0%)
SCC of base of tongue 1 (2.6%) 0 (0%) 1 (2.6%) 0 (0%)
Gastro-intestinal
Decreased appetite 6 (15.8%) 6 (15.8%) 0 (0%) 0 (0%)
Nausea 1 (2.6%) 1 (2.6%) 0 (0%) 0 (0%)
Vomiting 1 (2.6%) 1 (2.6%) 0 (0%) 0 (0%)
Diarrhea 3 (7.9%) 3 (7.9%) 0 (0%) 0 (0%)
Stomatitis 2 (5.3%) 2 (5.3%) 0 (0%) 0 (0%)
Dry mouth 5 (13.2%) 5 (13.2%) 0 (0%) 0 (0%)
Laboratory
ALT increased 5 (13.2%) 5 (13.2%) 0 (0%) 0 (0%)
AST increased 11 (28.9%) 9 (23.7%) 2 (5.3%) 0 (0%)
Anemia 19 (50%) 10 (26.3%) 9 (23.7%) 0 (0%)
Leukopenia 1 (2.6%) 1 (2.6%) 0 (0%) 0 (0%)
Neutropenia 1 (2.6%) 1 (2.6%) 0 (0%) 0 (0%)
Thrombocytopenia 4 (10.5%) 3 (7.9%) 1 (2.6%) 0 (0%)
Hypothyroidism 6 (15.8%) 6 (15.8%) 0 (0%) 0 (0%)
Amylase increased 1(2.6%) 1(2.6%) 0 (0%) 0 (0%)
Lipase increased 1(2.6%) 1(2.6%) 0 (0%) 0 (0%)
Immune-related
Hepatitis 2 (5.3%) 0 (0%) 2 (5.3%) 0 (0%)
Pneumonitis 1 (2.6%) 1 (2.6%) 0 (0%) 0 (0%)
Colitis 1 (2.6%) 1 (2.6%) 0 (0%) 0 (0%)
Dermatitis 4 (10.5%) 4 (10.5%) 0 (0%) 0 (0%)
Adrenal insufficiency 1 (2.6%) 1 (2.6%) 0 (0%) 0 (0%)
Bleeding
Epistaxis 12 (31.6%) 9 (23.7%) 3 (7.9%) 0 (0%)
Gingival bleeding 8 (21.1%) 8 (21.1%) 0 (0%) 0 (0%)
Hemoptysis 2 (5.3%) 2 (5.3%) 0 (0%) 0 (0%)
Gastric bleeding 1 (2.6%) 0 (0%) 1 (2.6%) 0 (0%)
Fresh per rectal bleeding 1 (2.6%) 0 (0%) 1 (2.6%) 0 (0%)

Note: Definitely related, probably related, and possibly related were classified as treatment-related adverse events. Possibly unrelated and definitely unrelated were classified
as treatment unrelated. TRAE, treatment-related adverse events; SCC, Squamous cell carcinoma; ALT, Alanine transaminase; AST, Aspartate transaminase.

Table 3: Common Treatment-related adverse events (TRAEs).
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P=0.038

% of patients with strong TGFB1 supression

Non-HPD progressors

Non-progressors

Total HPD Non-HPD progressors Non-progressors P value
Week 8 to baseline TGFp1 ratio 29 9 9 11 0.038
Low (<0.1) 11 (37.9%) 6 (66.6%) 3 (33.3%) 2 (18.2%)
(20.7% — 57.7%) (30.0% — 92.5%) (7.5% —70.1%) (2.3%—51.8%)
High (= 0.1) 18 (62.1%) 3(33.3%) 6 (66.6%) 9 (81.8%)
(42.3% —79.3%) (7.5% —70.1%) (30.0% — 92.5%) (48.2% —97.7%)

Fig. 3: Bar chart showing the percentage of patients with strong TGFB1 suppression (low week 8/baseline level) among patients with HPD
vs non-HPD progressors vs non-progressors (per RECIST v1.1). Abbreviations: HPD: Hyper-progression; Non-HPD progressors, progressive disease
not fulfilling the definition of HPD; Non-progressors = complete response (CR) + partial response (PR) + stable disease (SD).

ORR [16.1% versus 57.1% (P = 0.02)] and survivals than
those with EBV DNA <10,000 1U/ml (Supplementary
Fig. S5 and Table S8). The dynamic monitoring of the
EBV DNA titers were performed in 36 patients. Patients
who demonstrated a decreasing trend in EBV DNA
during the first 4 weeks of treatment were associated
with significantly better ORR (40% versus 6.3%,
P = 0.02) and PFS (Supplementary Fig. S5 and
Table S8).

Discussion
Our results indicated that bintrafusp alfa had modest
anti-tumour activity with an ORR of 24% in the unse-
lected refractory NPC patients. The treatment re-
sponses appeared to be durable, with median DOR of
19.2 months (compared to chemotherapy 5—-6 months)
and a median OS of 17.0 months.>* Unfortunately,
around 40% and 20% of patients developed HPD per
RECIST and per TGR ratio criteria, respectively.
Although little is known on rate of HPD in patients
with R/M NPC treated with ICL*"* the incidences of
HPD in current study were almost doubled to that re-
ported in a recent meta-analysis that 9.4% and 20.6%
developed HPD when treated with ICI based on TGR
ratio and early tumor burden increase criteria, respec-
tively.*® In addition, there is a high rate of treatment
discontinuation secondary to the TRAEs and secondary
malignancies.

Our report did not support the benefit of bintrafusp
alfa concurrent blockade of the TGF-p and PD-L1
pathways in advanced NPC patients. This ORR of

23.7%, along with 1-year PFS rate of 30.1%, and 1-year
OS rate of 63.2% among 38 patients treated with bin-
trafusp alfa were similar to that observed in a meta-
analysis on anti-PD-1/PD-L1 inhibitors (ORR: 27%,
DCR: 63%, 1-year PFS rate of 25%, and 1-year OS rate of
61%).” Although cross-trial comparison should be
interpreted with caution, numerically, DCR associated
with bintrafusp alfa (28.9%) was worse than that re-
ported in the anti-PD-1/PD-L1 clinical trials (63%).”
Two possible reasons for this phenomenon were the
high rate of early disease progression and treatment
discontinuation due to severe TRAEs.

In consistent with the pre-clinical data, our study
showed that bintrafusp alfa was highly effective in
reducing the plasma TGF-p1 level.** However, in con-
trary to our hypothesis, patients with stronger suppres-
sion of TGF-f signalling was associated with worse
ORR, survival, and the development of HPD. There are
several postulations for this unexpected finding: the
dual roles of TGF-p pathway in mediating the metastatic
process; the inhibition of TGF-f pathway in late-stage
cancer may paradoxically promote mesenchymal-
epithelial transition and metastases,™ ' the paracrine
secretion of TGF-B in tumor microenvironment to acti-
vate downstream signalling pathway,*** and paradoxical
effect of EBV-infected cells towards TGF-p inhibition."”
In-depth biomarker analyses are now underway to
explore the mechanistic explanations behind and gain
insights on the cancer biology of TGEF-f pathway.
Meantime, many prospective studies are now ongoing
to evaluate the approach of dual TGF-p and PD-L1 axis
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inhibition in unselected population,* the detrimental
effects of TGF-p inhibition described in our study pose
an important safety warning.

The presence of liver metastases was the only pre-
dictor of HPD in current study. Similar finding has
been previously reported.” Liver is characterized by
distinctive immune-suppressive and immune-tolerance
environment. Such a skewed immune micro-
environment potentially fuels the growth of cancer
cells and forms a safe niche for them to escape from the
checking of host immune system. Further, the resident
hepatic macrophages have tumor-promoting roles
including immune suppression, metastasis, angiogen-
esis, and drug resistance. These features may attribute
our findings of preponderance of HPD in patients with
liver metastases.*

The high treatment discontinuation rate secondary to
the TRAEs was another significant concern. In our
study, seven patients had permanently discontinued
bintrafusp alfa due to the development of TGF-f related
toxicities (secondary malignancies, n = 4, skin reaction,
n = 2, epistaxis, n = 1). Notably, all 7 patients demon-
strated clinical benefit from bintrafusp alfa treatment,
six patients had PR, and one had SD for more than 6
months. The tolerability of prolonged treatment of bin-
trafusp alfa was concerning; in our study, half of the
patients received the treatment over six months turned
out permanently discontinued the drug due to TRAES.
Dose interruption was also common (n = 9, 23.7%),
which might have compromised the overall dose in-
tensity and impacted the ORR. While the incidence and
type of irAEs related to bintrafusp alfa were comparable
to those observed with ICIs,*” the high toxicity rate was
mainly driven by the inhibition of the TGF-p pathway
which increased the risks of anemia, bleeding, second-
ary SCC, and skin lesions.*° The toxicities reported in
this study were also observed in other bintrafusp alfa
clinical trials.*** Noteworthy, in our study, 40% of the
patients developed treatment-emergent bleeding. Most
of the bleeding events originated from the head and
neck mucosal area (epistaxis, 31.6%; gingival bleeding,
21.1%) previously received high dose radiation, while
hemoptysis was uncommon (~5%).

It was alarming that four patients had developed
secondary SCC (10.5%) and all the secondary cancers
were located in the head and neck region where previ-
ously had received high-dose radiation. Although these
patients are inherently at risk in developing secondary
malignancy,’! the blockage of tumor suppressive action
of TGF-B in early-stage tumor may exacerbate the risk.
As TGF-p is a pleiotropic cytokine with complex and
often contradictory roles in carcinogenesis; in early
carcinogenesis, TGF-f might act as a tumor suppressor
with its cytostatic effect in the epithelial cells, while the
loss of TGF-p was a late-stage event.”” Besides, TGF-p
signalling played an important role to fine tone the
balance between latent and lytic infection in EBV
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oncogenesis.”” EBV latent proteins, including LMP1
and LMP2A, were expressed during tumour progres-
sion.”” These proteins suppress TGF-p induced
apoptosis which contributed to the maintenance of
cancer stem-cell like population in NPC.** Suppressing
TGF-p level might disrupt the stem cells niche resulting
in releasing cancer stem cells from dormancy.” The
therapeutic role and safety profile of bifunctional anti-
PD-L1/TGFp Trap fusion protein should be re-
examined, in particular those who had previously
received high dose irradiation.***

Our results supported the emerging evidence that
EBV-DNA, but not PD-L1 expression status, is a pre-
dictive marker of patients with NPC receiving immu-
notherapy.”'** Recent studies have revealed that
exo-PD-L1 plays a key role in immunosuppression by
targeting T lymphocytes in the tumor microenviron-
ment.”>® In our cohort, a sharp increase in the level of
exo-PD-L1 was significantly more commonly observed
in non-responders. Measuring exo-PD-L1 could provide
real-time tracking of the systemic immune status and
act as an early biomarker of immunotherapy response.

Several limitations of our study merit discussion.
The major limitation is the lack of validation with
randomization and the small sample size. Secondly,
there is still no consensus on the best evaluation criteria
of HPD. TGR ratio is the most used definition; however,
it was being criticized for its clinical applicability as at
least three radiological assessments (pre-baseline, base-
line, post-treatment) are needed to calculate the ratio,
also TGR ratio criteria does not consider the develop-
ment of new lesions. On the other hand, the RECIST
definition may risk overestimate the incidence of
HPD.** Therefore, we adopted the approach of using
both criteria.”” Our study showed that the incidence of
HPD in patients receiving dual blockage of TGF-p and
PD-L1 was significantly higher than the historical data
of ICI, irrespective of the criterion used.” However, the
high incidence of HPD was an unexpected finding,
therefore our post-hoc analyses might subject to bias.
Nevertheless, our findings on high rates of HPD asso-
ciated with dual blockage was an important safety
warning and warranted further validation in large-scale
prospective cohort. Thirdly, around 95% of patients
came from an endemic area where WHO III NPC are
the predominant subtypes. The generalizability of our
results into the global application remains to be deter-
mined. Finally, several statistical issues may potentially
bias the results. For example, the impact of the treat-
ment duration and follow-up time on the safety and
toxicity data could not be fully addressed even we have
reported the rates of severe TRAEs in different time
periods. Also, statistical type I error may be introduced
which is unavoidable for a small sample size with
multiple comparisons like our study. Besides, in our
primary and secondary analyses especially in biomarker
analyses, a significant proportion of patients recurred or


www.thelancet.com/digital-health

Articles

10

died before the extraction of biomarkers at pre-specified
follow-up time-point, leading to missingness of data. In
such cases, data could not be predicted based on the
available data and thus imputation which was not
considered necessary may introduce bias. A study with a
larger sample size may further enhance the robustness.

Conclusions

Bintrafusp alfa has demonstrated modest clinical activity
in refractory NPC patients but was associated with un-
usual high rate of HPD and TGF-f related complica-
tions. The results raised safety concerns on the strategy
of TGF-p and PD-L1 dual blockage. Biomarker correla-
tive studies are urgently needed to understand the
biology and guide future drug development.
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