This is the peer reviewd version of the followng article:

Combined GS-4774 and Tenofovir Therapy Can Improve HBV-Specific T-Cell Responses in Patients With
Chronic Hepatitis / Boni, C.; Janssen, H. L. A.; Rossi, M.; Yoon, S. K.; Vecchi, A.; Barili, V.; Yoshida, E. M.;
Trinh, H.; Rodell, T. C.; Laccabue, D.; Alfieri, A.; Brillo, F.; Fisicaro, P.; Acerbi, G.; Pedrazzi, G.; Andreone, P.;
Cursaro, C.; Margotti, M.; Santoro, R.; Piazzolla, V.; Brunetto, M. R.; Coco, B.; Cavallone, D.; Zhao, Y.; Joshi,
A.; Woo, J.; Lau, A. H.; Gaggar, A.; Subramanian, G. M.; Massetto, B.; Fung, S.; Ahn, S. H.; Ma, X.; Mangia,
A.; Ferrari, C.. - In: GASTROENTEROLOGY. - ISSN 0016-5085. - 157:1(2019), pp. 227-241.€7.
[10.1053/j.gastro.2019.03.044]

Terms of use:

The terms and conditions for the reuse of this version of the manuscript are specified in the publishing
policy. For all terms of use and more information see the publisher's website.

10/04/2024 16:07

(Article begins on next page)




10/04/2024 16:07



02N LN AW~

DU S BRABR BS DB D DR DD D WWLWWUWWWUWWWERNRNDNNNDDNPDNDNNDNDNE =R === === O
SOOI N A WD, OOV NDAE WD, OOV NEAE WD, OOV NEAE WD, OO WD —O

Q5

Gastroenterology 2019;m:1-15

Combined GS-4774 and Tenofovir Therapy Can Improve HBV-
Specific T-Cell Responses in Patients With Chronic Hepatitis

Carolina Boni,"* Harry L. A. Janssen,”* Marzia Rossi,"* Seung Kew Yoon,® Andrea Vecchi,’
Valeria Barili," Eric M. Yoshida,* Huy Trinh,® Tim Rodell,® Diletta Laccabue,’ Arianna Alfieri,’
Federica Brillo," Paola Fisicaro,' Greta Acerbi,' Giuseppe Pedrazzi,” Pietro Andreone,®
Carmela Cursaro,® Marzia Margotti,® Rosanna Santoro,” Valeria Piazzolla,’

Maurizia R. Brunetto,'® Barbara Coco,'® Daniela Cavallone,'® Yang Zhao,'" Adarsh Joshi,""
Jacky Woo,"" Audrey H. Lau,'" Anuj Gaggar,'' G. Mani Subramanian,’' Benedetta Massetto, '
Scott Fung,” Sang Hoon Ahn,'? Xiaoli Ma,'® Alessandra Mangia,’ and Carlo Ferrari’

"Laboratory of Viral Inmunopathology, Department of Medicine and Surgery, University of Parma and Unit of Infectious
Diseases and Hepatology, Azienda-Ospedaliero-Universitaria of Parma, Parma, Italy; 2Toronto Center for Liver Diseases,
University Health Network, Toronto, Ontario, Canada; The Catholic University of Korea, College of Medicine, Seoul, South
Korea; “The University of British Columbia, Vancouver, Canada; 5San Jose Gastroenterology, San Jose, California;
8Globelmmune, Louisville, Colorado; 7Department of Neuroscience, Biophysics and Medical Physics Unit, University of Parma,
Parma, ltaly; 8Hepatology Unit, Department of Medical and Surgical Sciences, University Hospital of Bologna, Italy; °Liver Unit,
IRCCS, “Casa Sollievo della Sofferenza”, San Giovanni Rotondo, Foggia, Italy; "°Hepatology and Liver Physiopathology
Laboratory and Internal Medicine, Department of Clinical and Experimental Medicine, University of Pisa, Italy; " Gilead
Sciences, Inc, Foster City, California; 2yonsei University College of Medicine, Seoul, Korea; and "3Drexel University College of
Medicine, Philadelphia, Pennsylvania

ﬂeated viremic CHB pati%

Treg cells HBV-specific CD8+ T cells

O

/ Immune Restoration \

HBV-specific CD8+ T cells

Treg cells

Combined GS-4774 and
TDF therapy

m X Large S (env) [eZ:1{

High Cytokine
production

High Treg
population

Low Cytokine W Tre
production 9
population

Gastroenterology

BACKGROUND & AIMS: One strategy to treat chronic hepatitis
B virus (HBV) infection could be to increase the functions of
virus-specific T cells. We performed a multicenter phase 2
study to evaluate the safety and efficacy of GS-4774, a
yeast-based therapeutic vaccine engineered to express HBV
antigens, given with tenofovir disoproxil fumarate (TDF) to
untreated patients with chronic HBV infection. METHODS: We
performed an open-label study at 34 sites in Canada, Italy, New
Zealand, Romania, South Korea, and United States from July
2014 to August 2016. Adults who were positive for HB surface
antigen (HBsAg) > 6 months and levels of HBV DNA >2000 IU/
mL who had not received antiviral treatment for HBV within 3
months of screening were randomly assigned (1:2:2:2) to
groups given oral TDF 300 mg daily alone (n = 27; controls) or

with 2, 10, or 40 yeast units GS-4774 (n = 168), administered
subcutaneously every 4 weeks until week 20 for a total of 6
doses. Blood samples were collected and analyzed and patients
received regular physical examinations. Efficacy was measured
by decrease in HBsAg from baseline to week 24. Specific re-
sponses to HBV (production of interferon gamma [IFNG], tumor
necrosis factor [TNF], interleukin 2 [IL2], and degranulation)
were measured in T cells derived from 12 HBeAg-negative
patients with genotype D infections, after overnight or 10
days of stimulation of peripheral blood mononuclear cells with
peptides from the entire HBV proteome. T-regulatory cells were
analyzed for frequency and phenotype. Data from studies of
immune cells were compared with data on reductions in
HBsAg, HBV DNA, and alanine aminotransferase in blood
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samples from patients. RESULTS: GS-4774 was safe and well
tolerated but did not produce significant decreases in levels of
HBsAg. Production of IFNG, TNF, and IL2 increased significantly
at weeks 24 and 48, compared with baseline, in HBV-specific
CD8+ T cells from patients given GS-4774 but not from con-
trols. GS-4774 had greater effects on CD8+ than CD4+ T cells,
which were not affected at all or very weakly by TDF with or
without GS-4774. GS-4774 did not affect responses of T cells to
other viruses tested. HBV core peptides induced the greatest
production of IFNG by T cells following overnight stimulation,
whereas HBV envelope antigens did not induce a response.
Following 10 days of stimulation, production of IFNG and TNF
increased with time of exposure to GS-4774; the greatest levels
of responses were to HBV envelope antigens followed by core
and polymerase peptides. We observed a correlation in patients
given GS-4774 between increased T-cell functions and re-
ductions in numbers of T-regulatory cells. CONCLUSIONS: In a
phase 2 study of patients with chronic HBV infection given TDF
with or without GS-4774, we found that vaccination can in-
crease production of IFNG, TNF, and IL2 by CD8+ T cells
exposed to antigenic peptides, with little effect on CD4+ T cells.
Although GS-4774 did not reduce levels of HBsAg in patients,
its strong immune stimulatory effect on CD8+ T cells might be
used in combination with other antiviral agents to boost the
antivirus immune response. Clinicaltrials.gov no:
NCT02174276.

Keywords: CHB; Treg Cell; Tolerance; Immunotherapy.

hronic hepatitis B virus (HBV) infection represents a

worldwide public health concern with approxi-
mately 250 million people chronically infected and at risk of
developing liver cirrhosis and hepatocellular carcinoma.”
Nucleos(t)ide analogues (NUC), the most widely used ther-
apies for HBV infection, are very effective in reducing HBV
replication, but loss of hepatitis B surface antigen (HBsAg),
which is considered functional cure of HBV infection, is
observed in fewer than 10% of patients even after many
years of therapy.” This is due to the integration of HBV DNA
sequences in the host genome®* and to the persistence of
covalently closed circular DNA, that acts as a reservoir for
viral replication, which are not significantly affected by NUC
therapies.””

The host immune response to HBV is a key determinant
of the outcome of infection.” HBV-specific T cells are deeply
exhausted in untreated patients with chronic hepatitis B
(CHB): reconstitution of their antiviral function represents a
major goal of HBV immune therapies.” Therapeutic com-
pounds designed to restore an effective HBV-specific T-cell
response represent promising tools for improving the rate
of HBsAg loss and seroconversion in subjects with CHB
compared with what is currently achievable with NUC
alone.” In particular, stimulation of virus-specific T-cell re-
sponses by specific T-cell vaccines represents a rational
immune modulatory approach for a therapeutic reconsti-
tution of protective immunity.”

GS-4774 is a yeast-based therapeutic vaccine containing
HBV S, X, and core proteins and designed to elicit efficient

Gastroenterology Vol. m, No. m

WHAT YOU NEED TO KNOW

BACKGROUND AND CONTEXT

One strategy to treat chronic hepatitis B virus (HBV)
infection could be to increase the functions of virus-
specific T cells.

NEW FINDINGS

GS-4774 was well tolerated and induced simultaneous
restoration of multiple T-cell functions in viremic HBeAg-
negative patients with hepatitis B. The largest effects
were on CD8+ T cells, associated with a significant
reduction in T-regulatory cells.

LIMITATIONS

Despite a strong immune modulatory effect, GS-4774 did
not produce clinically significant reductions in HBsAg.

IMPACT

The GS-4774 vaccine can break immune tolerance to
HBV in patients with chronic infections and might be
used in combination with other antiviral agents to boost
the anti-virus immune response.

HBV-specific immune responses’ ' by promoting antigen
processing and presentation in the context of both major
histocompatibility complex class I and class II pathways.'?
The yeast component has also been shown to reduce fre-
quency and inhibitory activity of T-regulatory cells (Tregs),
likely due to its natural ability to elicit interleukin (IL)-1B
production and to favor Th17 over Tregs cell differentia-
tion,”*'* and to act as an adjuvant for HBV-specific immune
responses.’® Induction of HBV-specific T-cell responses with
the oral GS-4774 vaccine has previously been reported in
mouse models and healthy volunteers.”'’

In this phase 2 study, we assessed the efficacy and safety
of GS-4774 in patients with viremic CHB not currently on
oral antiviral therapy. Further, we tested the immune
modulatory effect of treatment on HBV-specific T-cell re-
sponses and Treg cells in a subset of treatment-naive hep-
atitis B e-antigen (HBeAg)-negative patients with CHB.

Materials and Methods

Patients

This phase 2, multicenter, randomized, controlled open-
label study was conducted at 34 sites in Canada, Italy, New
Zealand, Romania, South Korea, and the United States from

* Authors share co-first authorship.

Abbreviations used in this paper: AE, adverse event; ALT, alanine
aminotransferase; APC, antigen-presenting cells; CHB, chronic hepatitis
B; CMH, Cochran-Mantel-Haenszel; CMV, cytomegalovirus; EBV, Epstein-
Barr virus; ELISpot, enzyme-linked immunosorbent spot assay; HBeAg,
hepatitis B e-antigen; HBsAg, hepatitis B surface antigen; HBV, hepatitis B
virus; HLA, human leukocyte antigen; IFN, interferon; IL, interleukin; NUC,
nucleos(t)ide analogues; PBMC, peripheral blood mononuclear cells; TDF,
tenofovir disoproxil fumarate; Treg, regulatory T cells; TNF, tumor ne-
crosis factor; ULN, upper limit of normal.

© 2019 by the AGA Institute
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https://doi.org/10.1053/j.gastro.2019.03.044

FLA 5.6.0 DTD m YGAST62558 proof m 20 May 2019 m 7:18 pm M ce

181
182
183
184
185
186
187
188
189
190
191
192
193
194
195
196
197
198
199
200
201
202
203
204
205
206
207
208
209
210
211
212
213
214
215
216
217
218
219
220
221
222
223
224
225
226
227
228
229
230
231
232
233
234
235
236
237
238
239
240


http://Clinicaltrials.gov
https://doi.org/10.1053/j.gastro.2019.03.044

241
242
243
244
245
246
247
248
249
250
251
252
253
254
255
256
257
258
259
260
261
262
263
264
265
266
267
268
269
270
271
272
273
274
275
276
271
278
279
280
281
282
283
284
285
286
287
288
289
290
291
292
293
294
295
296
297
298
299
300

m 2019

July 2014 to August 2016 (clinicaltrials.gov: NCT02174276).
Patients were at least 18 years old with CHB (documented
HBsAg positive > 6 months) with detectable HBV DNA at
screening (>2000 IU/mL) who had not received antiviral
treatment for HBV within 3 months of screening. Major
exclusion criteria included advanced bridging fibrosis and
cirrhosis. Full eligibility criteria are provided in the
Supplementary Materials.

All patients provided written informed consent before
enrollment. The study was approved by the institutional review
boards at participating sites and conducted in compliance with
the Declaration of Helsinki, Good Clinical Practice guidelines,
and local regulatory requirements.

Study Design and Treatment

Eligible patients were randomized in a 1:2:2:2 ratio to
receive oral tenofovir disoproxil fumarate (TDF) 300 mg daily
only, or along with GS-4774 at doses of 2, 10, or 40 yeast units
(YU). Patients were stratified by HBeAg status (positive vs
negative) and alanine aminotransferase (ALT) level (>19 vs
<19 IU/L for women; >30 vs <30 IU/L for men) according to
American Association for the Study of Liver Diseases
guidelines.”

GS-4774 (Gilead Sciences, Inc, Foster City, CA) was
administered subcutaneously every 4 weeks until week 20 for a
total of 6 doses (GS-4774 2 YU as 1 injection; GS-4774 10 YU as
2 injections; GS-4774 40 YU as 4 injections). All patients
received TDF 300 mg once daily at least until the end of the
study (week 48) after which, on the investigator’s discretion,
patients either entered treatment-free follow-up (24 weeks) or
an optional treatment extension phase with TDF only (144
weeks) (details in Supplementary Materials).

Study Assessments

Safety was evaluated by assessment of clinical laboratory
tests (including measurements of serum HBsAg, anti-HBs, anti-
HBe, HBV DNA, and human leukocyte antigen [HLA]), physical
examinations, vital signs measurements, and by documentation
of adverse events (AEs) according to the schedule provided in
Supplementary Table 1. All safety data were collected from the
time of first dose of study drug to 30 days after the last dose of
study drug.

Endpoints

The primary endpoints were safety and tolerability; the
primary efficacy endpoint was the mean change in quantitative
serum HBsAg (log;o [U/mL) from baseline to week 24 by least-
squares mean. Secondary efficacy endpoints included the mean
change in log;o IU/mL from baseline to weeks 12 and 48; the
proportion of patients with HBsAg and/or HBeAg loss and
seroconversion at weeks 24 and 48 (Supplementary Material);
the proportion of patients with >0.5 or >1 log;o decline in
HBsAg at weeks 12, 24, and 48; the proportions of patients with
HBV DNA <LLOQ (<20 IU/mL) at weeks 24 and 48; and the
proportion of patients experiencing viral breakthrough (ie, 2
consecutive occurrences of HBV DNA >69 IU/mL after a HBV
DNA <69 IU/mL or an increase in HBV DNA >1.0 log;o IU/mL
from nadir).

Effect of GS-4774 and Tenofovir Therapy on T cells 3

Measurement of HBV-specific T-cell Responses

HBV-specific T-cell responses were measured in a subset of
12 treatment-naive viremic HBeAg-negative patients infected
with HBV genotype D enrolled in 4 Italian centers
(Supplementary Table 2). Because only 1 patient was ran-
domized to the tenofovir arm, 9 additional patients with CHB
who were not on treatment served as controls and received
NUC only, so that the total number of patients in the control
cohort was equal to 10. Fifteen patients who had spontaneously
recovered from an acute HBV infection who were recruited in
the same Italian geographical areas served as an additional
control population. The demographic, clinical, and virological
characteristics of each individual patient are described in
Supplementary Tables 2 and 3.

In Vitro Expansion and Intracellular Cytokine
Staining of HBV-specific T Cells

Peripheral blood mononuclear cells (PBMCs) were stimu-
lated either with a panel of 315 15-mer peptides, overlapping
by 10 residues, covering the overall HBV genotype D sequence,
pooled in 8 mixtures, as previously described,*® or with a pool
of immunodominant HLA class [ and II peptides from cyto-
megalovirus (CMV), Epstein-Barr virus (EBV), and influenza
sequences. Immunological assays were performed on day 10
using anti-interferon (IFN)-y, anti-IL-2 (BD Biosciences, San
Jose, CA) and anti-tumor necrosis factor (TNF)-a (Miltenyi,
Bergisch Gladbach, Germany) conjugated monoclonal anti-
bodies for the detection of intracellular cytokines, and using an
anti-CD107a antibody for the study of the cytotoxic potential.
Cells were acquired on a FACSCANTO II flow cytometer and
were analyzed with the DIVA software (BD Biosciences).

Enzyme-Linked Immunosorbent Spot Assay

Enzyme-linked immunosorbent spot assays (ELISpot) were
performed using the panel of 315 15-mer peptides pooled in 8
mixtures; 2 to 4 x 10° PBMCs per well were seeded in triplicate
and HBV-specific T-cell responses were analyzed after over-
night incubation with individual peptide mixtures (1 uM) for
IFN-y production according to the manufacturer’s instruction
(BD ELISpot, ELISpot Set; Becton Dickinson, Franklin Lakes, NJ).
Spots were counted using an automated ELISpot reader (AID
ELISpot Reader System). IFN-y-secreting cells were expressed
as spot-forming cells per 1 x 10° cells after subtraction of the
background. Positive controls consisted of PBMCs stimulated
with CMV, EBV, and influenza peptides mixture. ELISpot was
considered positive if the number of spots in the stimulated
wells was at least 3 standard deviations above background and
the difference between the number of spots in the stimulated
and unstimulated wells was above 10.

Cell Surface Staining and Flow Cytometry
Analysis

For ex vivo Treg cell phenotypic analysis, PBMCs were
stained with the following antibodies: Live and Dead (Ther-
moFisher, Waltham, MA), CD4 (Miltenyi), FoxP3 (eBioscience,
San Diego, CA), CD45RA (Miltenyi), CD3 and CD25 (both from
BD Biosciences). To assess the proliferation capability, Tregs
were permeabilized and stained with anti-Ki67, whereas to
measure the activation status were stained with anti-HLA-DR
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(both by BD Biosciences). For the phenotypic analysis of the
CD8 T-cell population, PBMCs were stained with CD8, CD3,
CD127 (all from BD Biosciences), PD-1 (BioLegend, San Diego,
CA), TIGIT (eBioscience), CD39 (Miltenyi). Cells were acquired
on a FACSCANTO II flow cytometer and analyzed with the DIVA
software. For ex vivo analysis of dendritic cells and monocytes,
the following monoclonal antibodies were used: CD3, CD16,
CD80, CD14, CD11c, CD86 (all from BD Biosciences) and
CD123, CD83, CD40, CD56, CD20, HLA-DR (all from eBio-
science). Cells were acquired on a BD FACSLyric flow cytometer
(BD Bioscences) and analyzed with the FlowJo software (Tree
Star, Ashland, OR).

Statistical Analysis

Clinical study. All patients who received at least 1 dose
of study medication were included in the safety and efficacy
analyses. Safety data were analyzed by treatment group and
included all data collected from the date of first dose of study
drug up to the last dose date (ie, treatment-emergent). Mean
changes in serum HBsAg from baseline were analyzed using
mixed-effect model repeat measurement using unstructured,
within-patient covariance matrix. Estimated least-square means
of treatment effects and differences in treatment effects be-
tween GS-4774 groups and the TDF-only group at week 24
were calculated with 95% confidence intervals and unadjusted
P values. A stratified Cochran-Mantel-Haenszel (CMH) test with
ALT levels (greater than upper limit of normal [ULN] or <ULN)
and HBeAg status (positive or negative) at baseline, as strati-
fication variables, was used to compare the treatment effect
between each of the GS-4774 groups and the TDF-only group
for HBsAg and HBeAg loss and seroconversion and the pro-
portion of patients with a >0.5- or >1-log decline in HBsAg.
Two-sided CMH test and Fisher’s exact P values were pre-
sented. The association of HLA class I and II antigens to clinical
response (>0.5 log;o [U/mL decline in HBsAg at week 24) was
examined using Fisher’s exact test. Bonferroni corrected P
values and false discovery rate-corrected g-values were also
calculated for all HLA types with at least 10 patients. To assess
the relationship between AHBsAg and specific baseline de-
mographic and disease characteristics, univariate and multi-
variate analysis was performed (Supplementary Materials).

Immunological study. Data were analyzed by GraphPad
Prism (GraphPad Software, La Jolla, CA). Statistical significance
was assessed by the Mann-Whitney U test for nonpaired sam-
ples and the Wilcoxon signed rank test for paired data; fre-
quencies were compared by x? and Fisher F tests. Correlations
were analyzed by the Pearson'’s correlation test. Multiple linear
regression analysis was performed by JASP Software to assess
the difference in clinical and virological baseline values in
relation to immunological parameters. Hierarchical-clustering
of T-cell parameters was performed by GeneSpring-GX (Agi-
lent, Santa Clara, CA). Data were median-normalized before
clustering. The clustering was obtained by Canberra Average
similarity measure.

Results

Baseline Characteristics
Of the 254 patients screened, 195 were randomized to
receive TDF plus GS-4774 (n = 168) or TDF alone (n = 27).

Gastroenterology Vol. m, No. m

Overall, the mean age (range) of patients was 45 (18-69)
years and most were men (61%), Asian (80%), and HBeAg-
negative (61%) (Table 1). The mean HBsAg baseline titer
range across groups was 3.7 to 3.8 log;o [U/mL with a mean
baseline HBV DNA level of 5.8 to 6.0 log;o IU/mL. At base-
line, 78%, 74%, 63%, and 78% of patients receiving the TDF
only, 2-, 10-, and 40-YU GS-4774 doses, respectively, had
ALT above the ULN (Table 1).

Efficacy

Mean changes in log;o IU/mL serum HBsAg from base-
line through week 48 are shown in Supplementary
Figure 1A. The mean declines at the primary endpoint
(week 24) for the 2-, 10-, and 40-YU GS-4774 groups
were —0.096, —0.016, and —0.135 log;o IU/mL, respec-
tively, and statistically no different from the TDF-only group
(—0.079 logyg IU/mL). Similar results were also observed at
weeks 12 and 48. There were no apparent differences in
HBsAg decline between groups by baseline ALT levels or
HBeAg status. The greatest mean declines occurred in the
patients who were HBeAg-positive and with baseline
ALT>ULN (Supplementary Figure 1B-F).

Although the proportion of patients who experienced
categorical declines never reached statistical significance at
any evaluated week (weeks 12, 24, and 48), at week 24, 11
GS-4774-treated patients had >0.5 log;o, reductions in
HBsAg compared with no patients in the TDF-only group. A
trend toward significance (P = .076 by CMH test) can be
observed in the GS-4774 40-YU treatment group compared
with the TDF group after adjusting for the baseline strati-
fication factors (HBeAg status and ALT level)
(Supplementary Figure 1G). No patient achieved HBsAg loss
or anti-HBs seroconversion through week 48. Of the 76
patients who were HBeAg-positive at baseline, 1 (4.3%) in
the GS-4774 10-YU group achieved HBeAg loss and sero-
conversion by week 24. At week 48, 5 patients (1 receiving
GS-4774 2 YU [5%], 2 receiving GS-4774 10 YU [9%], and 2
receiving GS-4774 40 YU [10%]) achieved HBeAg loss, 3 of
whom achieved HBeAg loss and seroconversion (1 in the GS-
4774 10-YU group and 2 in the GS-4774 40-YU group).

HBV DNA suppression and Virologic Resistance Analysis
as well as HLA allele associations with AHBsAg decline are
described in the Supplementary Materials and in
Supplementary Figure 1H and Supplementary Figure 2,
respectively.

Safety

GS-4774 was generally well tolerated. Two (1.0%) pa-
tients did not complete GS-4774 treatment (both withdrew
consent). Five patients did not complete TDF treatment
through week 48 (3 withdrew consent, 1 due to pregnancy
and 1 was lost to follow-up). One patient in the TDF + GS-
4774 2-YU group interrupted TDF due to pyrexia from days
141 to 147. No serious AEs and no deaths were reported.

In the GS-4774 treatment groups, 40% to 80% of pa-
tients experienced AEs related to GS-4774 treatment; most
were Grade 1 or Grade 2 in severity. Only 5 patients who
received GS-4774 10 YU and 3 patients who received GS-
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Table 1.Baseline Demographics and Disease Characteristics

Effect of GS-4774 and Tenofovir Therapy on T cells 5

TDF, TDF + GS-4774 TDF + GS-4774 TDF + GS-4774 Total,
n=27 2YU,n =57 10 YU, n =56 40 YU, n =55 n =195
Age, y 44 46 44 43 44
Mean, range (24-67) (18-63) (22-69) (19-62) (18-69)
Male, n (%) 18 (67) 34 (60) 33 (59) 33 (60) 118 (61)
Race, n (%)
Asian 24 (89) 42 (74) 44 (79) 45 (82) 155 (80)
Native Hawaiian or 0 0 2 (4) 1@ 32
Pacific Islander
White 14 13 (23) 8 (14) 6 (11) 28 (14)
Black 2(7) 24 2 4) 3 (6) 9 (5)
Other 0 0 0 0 0
HBeAg Status Negative, 17 (63) 35 (61) 33 (59) 34 (62) 119 (61)
n (%)
HBV DNA (logqq 1U/mL) 6.0 (1.64) 5.8(1.99) 5.8 (1.97) 6.0 (1.80) 5.9 (1.88)
Mean (SD)
HBsAg (log1o 1U/ mL) 3.8 (0.78) 3.7 (0.82) 3.7 (0.94) 3.7 (0.80) 3.7 (0.84)
Mean (SD)
ALT (U/L) Mean (SD) 49.7 (44.50) 48.1 (36.39) 38.4 (29.32) 60.7 (62.31) 49.1 (45.21)
Baseline ALT 21 (78) 42 (74) 35 (63) 43 (78) 141 (72)
>ULN (%)
Prior Interferon 2(7) 7(12) 8 (14) 10 (18) 27 (14)
Experience
Yes, n (%)

4774 40 YU experienced Grade 3 AEs related to GS-4774,
including injection site pain (n = 5); fatigue (n = 3); and
nausea, vomiting, myalgia, and headache (n = 1 each).
Overall, the most common treatment-emergent AEs associ-
ated with the injection site were pain (28%-82%), ery-
thema (25%-62%), and swelling (16%-40%) (Table 2). The
most common non-injection site AEs in the GS-4774 groups
were fatigue (18%-38%), headache (16%-35%), and
myalgia (11%-36%). AEs appeared to be directly correlated
with dose level. Fatigue (19%) and cough (11%) were the
most common AEs in the TDF-only treatment group. A total
of 43 treatment-emergent Grade 3 or 4 laboratory abnor-
malities were experienced by 33 patients (1 TDF only, 8
TDF + GS-4774 2 YU, 5 TDF + GS-4774 10 YU, and 19
TDF + GS-4774 40 YU) (Table 2).

Four patients, 2 each in the GS-4774 2-YU and 40-YU
groups, had an ALT flare (ALT >2 X baseline and >5 x
ULN); 3 patients experienced a flare within the first 4 weeks
of treatment and in the fourth patient it occurred at week 8.
ALT levels for all 4 patients subsequently normalized. Of
these 4 patients, only 1 (TDF + GS-4774 2 YU group) had a
>0.5 logyo decline in HBsAg within 4 weeks after the ALT
flare.

Univariate and Multivariate Analysis of >0.5 logio
IU/mL HBsAg Decline Association

Univariate analysis showed that significant baseline
predictors of a >0.5 log;p IU/mL decline in HBsAg
observed at week 24 were age, ALT, log;, HBV DNA,
HBeAg status, HBsAg, HLA B*52:01, HLA C*12:02, HLA
DPB*09:01, and HLA DRB1*15:02. Multivariate analysis

was then performed to assess baseline factors associated
with >0.5 logyo IU/mL decline. Higher baseline ALT, HLA
DRB*15:02 allele, and HBeAg positivity were determined
to be associated with a higher probability of AHBsAg
(Supplementary Table 4).

In Vitro Analysis of HBV-specific CD4+ and
CD8+ T-cell Responses

IFN-v, TNF-q, and IL2 production by HBV-specific CD8+
T cells improved significantly at weeks 24 and 48 (red lines,
Figure 14) compared with baseline in patients treated with
GS-4774, whereas no significant changes were observed in
the control group of patients receiving NUC alone (green
lines, Figure 14). The effect of vaccine was significantly
better on CD8- than CD4-mediated responses, which were
not affected at all or very weakly by both therapy regimens
(Figure 14 and B). Moreover, no modulation of CMV/EBV/
Flu-specific T-cell responses was induced by therapy
(Figure 1C and Supplementary Figure 3).

Evolution of T-cell responses in patients treated with
combined GS-4774 and tenofovir is well illustrated by
hierarchical-clustering analysis of all data derived from all
time points of therapy and from the reference acute hepa-
titis B control group for the definition of an efficient immune
response able to control infection spontaneously
(Figure 1D). A progressive functional improvement
involving primarily IFN-y and TNF-a production by CD8
cells was detected also by this analysis, as shown by the
gradual transition from light to dark intensity of color,
indicating progressive changes in quality and intensity of T-
cell responses induced by therapy, which make chronic

FLA 5.6.0 DTD m YGAST62558 proof m 20 May 2019 m 7:18 pm M ce

541
542
543
544
545
546
547
548
549
550
551
552
553
554
555
556
557
558
559
560
561
562
563
564
565
566
567
568
569
570

(-3
s
:
E
z
g

581
582
583
584
585
586
587
588
589
590
591
592
593
594
595
596
597
598
599
600



.
e
1
EE
g

642
643
644
645
646
647
648
649
650
651
652
653
654
655
656
657
658
659
660

6 Boni et al

Gastroenterology Vol. m, No. m

Table 2.Treatment- Emergent AEs (TEAEs) and Grade 3 or 4 Laboratory Abnormalities

TDF, TDF + GS-4774 TDF + GS-4774 TDF + GS-4774
n=27 2YU,n =57 10YU,n =156 40 YU,n =55
Any AEs, n (%) 13 (48) 41 (72) 51 (91) 53 (96)
Grade 3 or 4 AEs, n (%) 1) 0 8 (14) 6 (11)
Serious AEs, n (%) 0 0 0
TEAEs (any grade) in >10% of patients in any treatment
group, n (%)
Injection site pain 0 16 (28) 32 (57) 45 (82)
Injection site erythema 0 14 (25) 20 (36) 34 (62)
Injection site swelling 0 9 (16) 11 (20) 22 (40)
Injection site pruritus 0 4(7) 18 (32) 18 (33)
Injection site induration 0 4 (7) 5(9) 18 (33)
Fatigue 5(19) 10 (18) 21 (38) 20 (36)
Headache 14 9 (16) 17 (30) 19 (35)
Myalgia 14) 6 (11) 13 (23) 20 (36)
Nausea 14 5(9) 10 (18) 11 (20)
Cough 3(11) 5(9) 7 (13) 7(13)
Chills 0 2 (4) 6 (11) 9 (16)
Pyrexia 14) 3 (5) 1@) 7 (13)
Nasopharyngitis 2(7) 0 2 (4) 6 (11)
Laboratory abnormalities
Hemoglobin Grade 3, 7.0 to <9.0 g/dL or any decrease 0 1@ 2 (4) 3 (5)
>4.5 g/dL from baseline
Occult blood Grade 3 0 2 (4) 0 4 (7)
Creatine kinase Grade 3, 10 to <20 x ULN 1) 1(@2) 1) 2 (4)
Urine erythrocytes Grade 3 0 1@ 0 4 (7)
Alanine aminotransferase Grade 3, >5 to 10 x ULN 0 1(@2) 0 2 4)
Aspartate aminotransferase Grade 3, >5 to 10 x ULN 0 1@ 0 2 4)
Creatine kinase Grade 4, >20 x ULN 0 1@ 0 2 (4)
Urine glucose Grade 3 0 0 1@ 2 (4
Prothrombin time Grade 3, >1.5to 3 x ULN 0 0 1@) 2 (4)
Alanine aminotransferase Grade 4, >10 x ULN 0 1@ 0 1@
Aspartate aminotransferase Grade 4, > 10 x ULN 0 1(@2) 0 0
Bilirubin Grade 3, >2.5 to 5.0 x ULN 0 1@ 0 0
Hyperglycemia Grade 3, >250 to 500 mg/dL 0 0 0 1@
Internationalized normalized ratio of prothrombin time 0 0 0 1@

Grade 3, >2.0to 3 x ULN

treated patients progressively more similar to acute self-
limited patients.

Because levels of response in individual patients were
widely variable, we then analyzed longitudinally each indi-
vidual CD4 and CD8 T-cell function (IFN-y, TNF-«, IL-2
production, and CD107a degranulation) in all patients.
Notably, in patients receiving GS-4774 and tenofovir, a
simultaneous improvement of multiple functions was
detected in 10 of 11 patients (Figure 2). Improvement of
CD8 responses was significantly better in patients treated
with combined therapy than in patients treated with NUC
alone (P = .0003 by x? test). In addition, increase of re-
sponses was significantly greater among CD8 compared
with CD4 T-cell subsets in GS-4774 plus TDF-treated pa-
tients (P = .006 by x? test). This was also confirmed by the
study of double IFN-y+/TNF-a+ and triple IFN-y+/TNF-
a+/IL-2+ HBV-specific CD8 T cells (P = .0009 by x? test;
Supplementary Figure 4). Although some functional im-
provements were also observed among CD#4 cells, they were
less common and no difference was found between patients

receiving GS-4774 plus TDF and those receiving NUC alone
(Figure 2).

The major contribution to the overall HBV-specific T-cell
responses was given by polymerase at all time points and in
both patient cohorts (Supplementary Figure 5), followed by
envelope and core antigens. During vaccine therapy, a pro-
gressive increase of CD8-mediated responses was induced
primarily by envelope followed by core and polymerase;
minor changes were instead observed for CD4-mediated
responses (Figure 3, statistics by Wilcoxon matched-pairs
test). Weaker T-cell modulation was detected during treat-
ment with NUC but only at the CD4 T-cell level (Figure 3,
green bars). Moreover, phenotypic analysis of dendritic cells
and monocytes was performed to assess their activation
state, but no clear modulation of frequency and activation
was detected during therapy (Supplementary Figure 6).
Some baseline differences in age, ALT, and HBV DNA levels
were observed between the 2 groups of vaccinees and
control patients. To clarify whether this baseline difference
may have contributed to the different T-cell responses,
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Figure 1. Effect of GS-4774 and TDF therapy on virus-specific T-cell responses. (A) Each line shows mean frequency values
plus standard error of CD8 and CD4 T cells able to produce IFN-vy, TNF-«, and IL2 following 10 days of stimulation with
overlapping peptides covering the overall HBV genotype D sequence. Statistical significance was assessed by the Wilcoxon
signed rank test for paired data. Dot-plots of IFN-y-positive HBV-specific CD8 T cells from 2 representative patients at
baseline and week 24 are illustrated on the right of the panel. (B) Mean fold-increase plus standard error in the frequency of
HBV-specific CD4+ and CD8+ T cells able to produce the indicated cytokines. Ratio between GS-4774 + TDF-treated or
NUC-treated patients at weeks 12, 24, and 48 and the corresponding baseline values are illustrated (P values by the Wilcoxon
signed rank test compare the ratio between CD4 and CD8 responses at that indicated time point with baseline). (C) Mean
percentage plus standard error of IFN-y—producing T cells in the global CD8+ T-cell population after 10 days of stimulation
with CMV+EBV+FLU peptides (right) and with HBV peptide pools (left) in chronic naive patients undergoing GS-4774 +TDF or
NUC treatment (n = 11 and n = 10, respectively). (D) Hierarchical-clustering representation of IFN-v, TNF-«, and IL2-positive
HBV-specific CD3, CD4, and CD8 T-cell responses induced by HBV antigen stimulation in acute (n = 15) and chronic patients
before and during GS-4774 and TDF therapy at sequential time points (Bas, week 12, week 24; week 48; n = 11). Data were
analyzed with the software for gene expression analysis (GeneSpring, Agilent Technologies). Results represented in each row
were first normalized on the median of all sets of data (baseline, each individual GS-4774 treatment time point and acute
patients, the latter tested at a single time point, 3 to 6 months after the ALT peak) for each single function. The color gradation
(from the lightest to the darkest) is proportional to the level of functional down- or up-regulation, respectively.

clinical and virological parameters at baseline were
assessed by multiple linear regression analysis in relation to

Ex Vivo Analysis of HBV-specific T-cell
Responses

immunological results, showing that HBsAg, ALT, and HBV
DNA titers of the 2 patient cohorts did not significantly in-
fluence their different immunological behaviors, although
age showed a weakly positive correlation with the T-cell
function. Despite a strong immune modulatory effect, GS-
4774 did not result in clinically significant declines in
HBsAg levels in patients with CHB.

To further investigate the effect of therapy on T-cell
responses, additional experiments were performed by
ex vivo IFN-y ELISpot assay following 18 hours of PBMC
incubation with overlapping peptides covering the overall x,
core, polymerase, and envelope sequences. Preliminary ex-
periments were performed to maximally improve the
sensitivity of the assay and define the optimal experimental
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conditions for a reliable detection of low-frequency T cells.
Combined GS-4774 and TDF therapy significantly improved
T-cell responses at week 48, as compared with baseline
(Figure 4A-C, left graphs). No statistically significant dif-
ference was instead detected in the NUC-treated group
(Figure 4A-C, right graphs). In the vaccine group,
improvement at week 48 was predominantly sustained by
core- (50% responsive patients) followed by polymerase-
specific (30%) responses (Figure 4D and E, left graphs).
Frequencies of peripheral HBV-specific IFN-y+ T cells were
significantly higher and more widely multispecific in the
reference group of patients with self-limited acute hepatitis
B than in chronic naive viremic patients (P = .004 and P =
.0006 for vaccine and control groups, respectively;
Figure 4A). Despite the improvement of the overall T-cell
responsiveness at week 48, ex vivo T-cell reactivity to en-
velope antigens in vaccine-treated patients remained
negative even at the end of therapy, suggesting that
envelope-specific responses are the most exhausted and
more difficult to be restored (Figure 4D and E).

Phenotypic Analysis of the Total CD8 Population

During chronic viral infection, exhausted T cells can
coexpress different inhibitory markers in association with
different levels of memory/differentiation molecules.’”*°
Because of the low number of HLA-A*0201+ patients in
the vaccine-treated group, we were unable to perform a
phenotypic analysis on HBV-specific T cells in the pe-
ripheral blood with HBV peptide HLA-A*0201 dextramers.
Therefore, the expression of the inhibitory receptors PD-1,
TIGIT, CD39, and the differentiation marker CD127 was
monitored on total CD8+ T cells throughout the course of
vaccine treatment. Combined GS-4774 and TDF therapy
significantly reduced the frequency of PD-14/CD127—
CD8 T cells compared with baseline time point, whereas
no significant modulation was observed in the NUC-
treated control group (Supplementary Figure 7). Expres-
sion of TIGIT and CD39 on CD8 cells was not affected by
treatment (not shown). These data suggest that CD8 T
cells of patients treated with vaccine therapy underwent a
progressive phenotypic modulation leading to the
expression of a less-exhausted T-cell profile as compared
with patients treated with NUC alone.

d
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Impact on Treg Cells

Treg cells can exert a negative regulatory role on HBV-
specific T-cell responses.”’”** Recent work showed that the
yeast-based Tarmogen vector can reduce frequency and
inhibitory function of Tregs.'® Thus, we examined the effect
of GS-4774 and TDF therapy on the Treg population
throughout the course of treatment and the correlation
between Treg and T-cell responses. Vaccine treatment
significantly reduced the frequency of total Tregs, as indi-
cated by the progressive decline of the CD25"FOXP3+CD4+
Treg cell percentage during GS-4774 therapy, whereas no
modulation was observed in the control group of NUC-
treated patients (Figure 54). In addition, when we directly
compared Treg frequency and IFN-y or TNF-a production
by HBV-specific CD8+ T cells throughout the course of
treatment, an inverse significant correlation was observed
in vaccine- but not in NUC-alone-treated patients
(Figure 5B). We then separated the Treg population into 3
phenotypically and functionally distinct T-cell subsets by
the expression of CD45RA, CD25, and FOXP3,”” namely
FoxP3"CD45RA-CD25" activated Treg cells, FoxP3'°"C-
D45RA+CD25" resting Treg cells, and FoxP3'°“CD45RA-
CD25™ nonsuppressive Treg cells (conv-Treg) (Figure 5C).
Notably, GS-4774 vaccine treatment significantly decreased
the frequency of activated Treg cells; although the decline of
resting Tregs did not reach statistical significance, the
overall phenotypic profile was consistent with a reduced
suppressive Treg function (Figure 5C). Conv-Treg cells
instead remained numerically stable throughout the course
of GS-4774 treatment but up-regulated Ki67 and HLA-DR,
suggesting a predominant stimulation of memory-like non-
Treg cells associated with a contraction of the suppressive
Treg cell component (Figure 5D). Remarkably, no significant
changes were observed in the control group of patients
receiving NUC therapy alone (Figure 5C and D, white dots).

Discussion

In patients with viremic CHB not on oral antiviral ther-
apy, the yeast-based GS-4774 vaccine containing HBV core,
envelope, and x proteins was safe and well tolerated but did
not result in significant reductions in mean HBsAg levels in
any treatment group evaluated through week 48. Only a

<«

Figure 2. Profiles of HBV-specific CD4+ and CD8+ T-cell responses after in vitro expansion in individual patients treated with
GS-4774 + TDF or NUC alone. Longitudinal analysis (baseline, week 12, week 24, week 48) of IFN-v, TNF-«, IL-2 production
and CD107a degranulation by CD4+ and CD8+ T cells after in vitro expansion in individual treated patients. Individual T-cell
functions were assumed to be improved in a given patient when 2 criteria were met simultaneously, namely responses higher
than baseline in at least 2 time points during therapy and follow-up and a fold-increase greater than 2 relative to baseline in at
least one of them. T-cell functions that did or did not meet the previously described criteria for the definition of improved
responses are illustrated with the pink and gray background, respectively. The y-axis refers to the percentage of CD8 and CD4
T cells derived from each treated patient able to produce cytokines and to degranulate following 10 days of stimulation with
overlapping peptides. The x-axis indicates the time points of analysis. Statistical significance was assessed by x? test
comparing the following: (a) the numbers of improved T-cell functions between CD8 responses in patients treated with
combined therapy and in patients treated with NUC alone (P = .0003); (b) CD8 vs CD4 T-cell responses in GS-4774 plus TDF-
treated patients (P = .006). In the green area, improvement of individual T-cell functions in each patient is represented as fold
change (color bars) between HBV-specific CD8+ and CD4+ T-cell functions at weeks 12, 24, 48 and the corresponding
baseline values (statistical significance between CD8 vs CD4 T-cell responses in GS-4774 plus TDF-treated patients by the
Wilcoxon signed rank test for paired data; P = .037 and P = .019 for IFN-y and TNF-« production at week 12, respectively; P =
.0098 and P = .0098 for IFN-y and TNF-« production at week 24, respectively; P = .0098, P = .0049 and P = .0186 for IFN-~,
TNF-«, and IL2 production at week 48, respectively).
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Figure 3. HBV-specific CD4+ and CD8+ T-cell responses to individual HBV antigens. Cytokine production was analyzed after
10 days of stimulation with different HBV peptide pools in patients with chronic HBV undergoing GS-4774+TDF (n = 11, red
bar) or NUC treatment (n = 10, green bar). Each bar represents the median percentage plus 5 to 95 percentile of CD4+ (A) and
CD8+ (B) T cells producing IFN-y and TNF-« in response to peptide pools spanning distinct HBV regions. Significant im-
provements at treatment (week 12, week 24) and follow-up (week 48) time points compared with baseline are shown (statistical
significance by the Wilcoxon signed rank test for paired data).
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Figure 4. Ex vivo functional profile of HBV-specific T-cell responses. (A) Frequencies of IFN-y secreting cells after 18 hours of
stimulation with the overall HBV peptide panel, assessed by ELISpot assay in patients with acute (n = 15) and chronic HBV
under GS-4774 and TDF therapy (n = 11) or under therapy with NUC alone (n = 9) at sequential time points (Bas, week 12,
week 24; week 48). Each symbol represents the total frequency of IFN-y—secreting cells calculated in each patient by
summing positive responses to individual peptide pools after subtraction of the background; red lines indicate the median
values of IFN-y—secreting cells in the indicated time points. ELISpot was considered positive if the number of spots in the
stimulated wells was at least 3 standard deviations above background and the difference between the number of spots in the
stimulated and unstimulated wells was above 10. Statistical significance was assessed by the Mann-Whitney U test for
nonpaired samples and the Wilcoxon signed rank test for paired data. (B) Longitudinal analysis of IFN-y production in each
treated patient (GS-4774+TDF on the left and NUC alone on the right) represented as line graphs. (C) Percentage of
responsive patients is illustrated; a subject was considered responder when 1 or more peptide pool could elicit a positive
response. Statistical significance was assessed by x? and Fisher F tests. (D) Percentage of responsive patients to individual
HBV antigens in the indicated populations (acute, GS-4774+TDF-treated and NUC-treated patients). (E) Longitudinal analysis
of IFN-vy production to individual HBV antigens in individual treated patients. The x-axis indicates the time points (Bas, week
12, week 24 and, week 48) whereas the y-axis illustrates the spot-forming cells (SFC) per 1 x 106 cells.

GS-4774 in combination with TDF was able to induce a
significant improvement of IFN-y, TNF-«, and IL2 produc-
tion by HBV-specific CD8+ T cells in a subset of treatment-
naive viremic HBeAg-negative patients, which was not
observed in the control group of patients treated with NUC
alone. This effect was more pronounced on HBV-specific
CD8 than on CD4 T cells. Interestingly, when breadth and
quality of T-cell responses were analyzed in each individual
patient, at least 2 of the analyzed CD4 and CD8 functions
appeared to be always improved by therapy with the single

small proportion of patients in our study demonstrated
HBsAg declines of >0.5 log;o IU/mL and no statistical sig-
nificance was reached at any week evaluated (weeks 12, 24,
and 48). However, at the end of GS-4774 therapy (week 24),
the only patients observed to have >0.5 log;o IU/mL re-
ductions in HBsAg were those who received GS-4774.
Furthermore, patients treated with the highest GS-4774
dose showed a trend toward significance in HBsAg decline
compared with the TDF-only group (Supplementary
Figure 1G, P = .076).
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Figure 5. Effect of combined GS-4774 and TDF therapy on Treg cells. (A) CD3, CD4, CD25, and FoxP3 were used to identify
Treg cells. The frequency of CD4-+FoxP3+CD25™ Tregs was evaluated in PBMCs by flow cytometry before (baseline), during
(week 12 and week 24) and after (week 48) combined GS-4774+TDF treatment. Results are expressed as median percentage
of Tregs in chronic patients undergoing GS-4774+TDF or NUC treatment (n = 11 and n = 10, respectively) at the indicated
time points. The Wilcoxon signed rank test was used to analyze paired samples. Fluorescence-activated cell sorter (FACS)
plots from 2 representative patients at baseline and week 24 are illustrated on the right. (B) Inverse correlation between mean
Treg frequency and mean IFN-y or TNF-a production by HBV-specific CD8+ T cells in GS-4774 plus TDF-treated patients
throughout the course of therapy by the Pearson’s correlation test. (C) Separation of the FoxP3+CD4_+CD25h' T-cell popu-
lation into 3 phenotypically distinct subsets by the expression of CD45RA: FoxP3"CD45RA-CD25" activated Treg cells,
FoxP3'°“CD45RA+CD25" resting Treg cells, FoxP3'°“CD45RA-CD25"™ nonsuppressive Treg cells. The different Treg subsets
were analyzed longitudinally in GS-4774 + TDF-treated (black dots) or NUC-treated (white dots) patients (n =9 and n = 10,
respectively); statistics by the Wilcoxon signed rank test. A representative FACS plot is illustrated on the right graph. (D)
Isolated and combined expression of HLA-DR and Ki67 on Treg cells of each subset (activated, resting, nonsuppressive Tregs)
before (baseline) and during (week 24) combined GS-4774+TDF or NUC treatment (n = 9 and n = 10, respectively); each dot
represents the fold change between week 24 of treatment and the corresponding baseline value; statistics by the Wilcoxon
matched-paired test. FACS plots from a representative patient showing HLA-DR and Ki67 expression by Conv-Treg cells at
baseline and week 24 are represented on the right.

exception of a patient who was totally refractory to the expansion in vitro before and during therapy, whereas in-
modulatory effect of GS-4774. Magnitude of T-cell restora- crease of T-cell responses induced by vaccine therapy was
tion did not correlate with decline of HBsAg levels, which sustained by all HBV antigens, with the exception of x, even
remained almost totally unchanged in all patients, irre- if the GS-4774 vaccine does not contain polymerase.
spective of the level of their HBV-specific T-cell reactivity. A Although we were unable to show a clear modulation of the
delayed effect on HBsAg loss cannot be excluded because activation state of circulating dendritic cell and monocytes
follow-up was limited to 24 weeks. Moreover, better efficacy by therapy, the enhancement of polymerase-specific T-cell
should be likely achievable with higher GS-4774 doses, but responses during therapy may be related to the described
safety data from earlier studies limit dosage levels. adjuvant effect exerted by the yeast component of the GS-

HBV polymerase was the predominant specificity among 4774 vaccine'” allowing to improve antigen presentation
the circulating T-cell pool detectable following 10 days of by in vivo HBV antigen preloaded dendritic cells.??
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Moreover, lack of phenotype modulation of peripheral
antigen-presenting cells does not exclude changes in their
activation state within lymph nodes and liver at the site of
antigen presentation.

The increased reactivity of HBV envelope-specific T cells
detected following 10 days of in vitro expansion contrasts
with the lack of response to envelope peptides observed by
ex vivo analysis after a few hours of peptide stimulation.
Because short-term contact with antigen in ex vivo assays is
expected to primarily stimulate in vivo activated effector T
cells, which are ready to express their function, lack of
ex vivo responses may indicate a partial and incomplete
restoration of envelope-specific T-cell functions with a poor
capacity to generate terminally differentiated effectors.
Although conclusions must be drawn carefully because
ex vivo analysis was limited to IFN-y detection, our data are
in line with the concept that envelope-specific responses are
the most exhausted and more difficult to be restored, as a
possible result of the high amounts of envelope antigens
that are constantly present in the circulation and liver of
chronic patients.

Despite the improvement induced by vaccination, the
overall HBV-specific T-cell response only rarely became
comparable to what was observed in acute self-limited in-
fections, which represent the reference for quality and
strength of T-cell reactivity associated with successful con-
trol of infection. This partial T-cell restoration detected both
in vitro and ex vivo may explain the minimal effect on
HBsAg levels observed in treated patients. Intensity and
poly-functionality of T-cell responses, assessed as percent-
age of cytokine-producing T cells and number of improved
functions induced by therapy, were better in a subgroup of
patients, but these differences were not correlated with
baseline levels of serum HBsAg and HBV DNA or with
baseline efficiency of T-cell responses before starting ther-
apy. Interestingly, a decreased frequency of PD-1+/CD127—
CD8 T cells was detected in patients treated with vaccine
and TDF, suggesting that therapeutic vaccination can induce
a progressive phenotypic modulation toward a less-
exhausted T-cell profile, as compared with patients treated
with NUC alone.

The effect of vaccination on HBV-specific T-cell re-
sponses was associated with a modulation of Tregs. In CHB
infection, a suppressive effect of Tregs on T cells has been
reported; it can be mediated by direct T-cell-cell contact and
by secretion of suppressive cytokines inhibiting the devel-
opment of an efficient HBV-specific T-cell functionality.?***
As a likely effect of the yeast component of the vaccine, GS-
4774 therapy significantly reduced the frequency of total
Tregs as well as the percentage of activated and resting Treg
cell subpopulations, which was not seen in control patients
treated with NUC alone. Instead, the number of conventional
nonsuppressive Treg cells tended to be constant throughout
the course of treatment. Conventional Treg cells, however,
up-regulated proliferation and activation markers during
GS-4774 therapy, indicating a predominant stimulation of
memory-like non-Treg cells on vaccine therapy. Thus, these
findings demonstrate that the yeast-based GS-4774 T-cell
vaccine can decrease the frequency of Treg subpopulations

Effect of GS-4774 and Tenofovir Therapy on T cells 13

that are known to express suppressive activity, while fa-
voring the activation of the nonsuppressive conventional
Treg cell subset.

In summary, our study indicates that although the GS-
4774 vaccine was unable to elicit a significant decline of
HBsAg, it can efficiently induce CD8 T-cell responses. This is
certainly relevant because the CD8-mediated function is
known to be essential for the control of infection. On the
other hand, however, lack of effect on HBV-specific CD4 T
cells may explain why vaccination was ineffective on HBsAg
levels, in view of the essential role played by HBV-specific
CD4 T cells in providing help to B cells and CD8+ T cells.
The improvement of baseline HBV-specific T-cell responses
was sustained by all antigenic specificities. Interestingly,
also HBsAg-specific responses, which are expected to be
profoundly exhausted in chronic patients, were improved by
therapy when assessed after expansion in vitro but not by
ex vivo analysis. This implies that, despite some functional
improvement, frequency of HBsAg-specific T cells remained
quite low in vivo with poor terminal effector differentiation.
Together with the lack of CD4 induction, partial restoration
of envelope-specific T-cell responses, as suggested by their
lack of detection ex vivo, may be another important cause of
the vaccine failure in reducing HBsAg load. This is suggested
by their known association with complete control of infec-
tion and anti-HBs seroconversion,'® although the opposite
possibility that persistent HBsAg may limit functional
restoration of HBV envelope-specific T cells cannot be
totally ruled out.

In conclusion, our study shows that HBV-specific CD8 T
cells of chronic naive patients are not totally refractory to
an exogenous antigen stimulation even when antigen
administration through vaccination is not preceded by a
prolonged control of virus replication by NUC therapy. If
the conclusions of the present study are interpreted in the
context of our prior results, a first element of the overall
emerging picture is that NUC therapy can induce a pro-
gressive improvement in the efficiency of T-cell responses,
as a function of the time of treatment, and that at least 2 to
3 years of therapy are needed to induce detectable and
durable improvements in HBeAg-negative CHB.'®** How-
ever, only the limited proportion of NUC-treated patients
who succeed in anti-HBs seroconversion can achieve
optimal levels of T-cell functional restoration, with quality
and strength of responses very similar to what is detect-
able after spontaneous resolution of an acute infection.
Vaccination and TLR7 stimulation can improve the effect
of NUC on T-cell responses but they are not sufficient to
permit the acquisition of an optimal immune reactivity
adequate to provide complete control of infection.”* Alto-
gether, our data suggest that restoration of an efficient T-
cell function may still occur after decades of exposure to
high antigen loads, thereby confirming that immune
modulation can represent a successful approach to cure
HBV infection. However, the way to rapidly reconstitute a
completely protective immune response still needs to be
defined. In particular, future combination therapies
including vaccines should consider the sequential admin-
istration of drugs able to improve T-cell responsiveness to
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antigen stimulation by lowering the antigen load, such as,
for example, silencing RNA compounds or capsid assembly
inhibitors, or by inhibiting immune checkpoints or
modulating T-cell metabolism, followed by T- and B-cell
boosting through vaccination.'?

Supplementary Material

Note: To access the supplementary material accompanying
this article, visit the online version of Gastroenterology at
www.gastrojournal.org, and at https://doi.org/10.1053/
j-gastro.2019.03.044.
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Supplementary Figure 2. GS-4774 HLA Allele Association Assessment. The association of HLA class | and class Il antigens to
clinical response (>0.5 log decline) was examined by Fisher’s exact test. The dashed line represents a Fisher’s exact value of P
<0.05 and the dotted line represents a Bonferroni corrected value of <0.05.

d

Supplementary Figure 1. GS-4774 Efficacy Assessment. (A) Mean HBsAg (log10 IU/mL) levels were measured for changes in
comparison to baseline at through Study Week 48; (B) Change from baseline to week 24 and 48 in HBsAg (log10 [U/ml) in
patient subgroups stratified by baseline ALT level (>ULN or <ULN) and HBeAg status (positive or negative); (C) Mean (95% ClI)
HBsAg (Log10 IU/mL) Change from Baseline by Visit: ALT >ULN and HBeAg+ at Baseline; (D) Mean (95% CIl) HBsAg (Log10
IU/mL) Change from Baseline by Visit: ALT >ULN and HBeAg- at Baseline; (E) Mean (95% CI) HBsAg (Log10 IU/mL) Change
from Baseline by Visit: ALT <ULN and HBeAg+ at Baseline; (F) Mean (95% CI) HBsAg (Log10 IU/mL) Change from Baseline by
Visit: ALT <ULN and HBeAg- at Baseline; (G) Categorical percentage decline of HBsAg by treatment after 24 weeks: GS-4774
2 YU vs TDF only (P=.155), GS4774 10 YU vs TDF only (P=.408), GS4774 40 YU vs TDF only (P=.076); (H) HBV DNA levels
<LLOQ by treatment at Study Weeks 24 and 48.
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Supplementary Figure 3. Behaviour of CMV/EBV/FLU-specific CD4+ and CD8+T cells after in vitro expansion in individual
patients treated with GS-4774 + TDF or NUC alone. Longitudinal analysis (baseline, w12, w24, w48) of IFN-v, TNF-q«, IL-2
production and cytotoxic potential (CD107a) of CD4+ and CD8-+ T-cells after in vitro expansion in individual treated pa-
tients. Y-axis refers to the percentage of CD8 and CD4 T-cells derived from each treated patient able to produce cytokines and
to degranulate following 10 days stimulation with CMV/EBV/FLU-specific overlapping peptides. The x-axis indicates the time

points of analysis.
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Supplementary Figure 4. Behaviour of multifunctional HBV-specific CD4+ and CD8+T cells in relation to GS-4774+TDF
treatment. Longitudinal analysis (baseline, w12, w24, w48) of double IFN-y+/TNF-a+ and triple IFNy+/TNFa+/IL2+ HBV-
specific CD8+ and CD4+ T cells after in vitro HBV peptide stimulation in individual GS-4774+TDF treated patients. The
definition of improved T cell response in individual patients was based on the simultaneous presence of two criteria: two
multifunctional responses higher than baseline during therapy and follow-up with a fold increase greater than 2 in at least one
of them. Different multifunctionality profiles were identified according to the different numbers of improved multifunctional
responses: one patient able to recover 4 analyzed parameters, four patients able to improve 3 different parameters, three able
to improve 1 or 2 parameters and three with no functional improvement. Statistical significance was assessed by the Chi
Square test and Fisher F tests by comparing the numbers of improved T cell functions between CD8 and CD4 T cell responses

in GS-4774 plus TDF treated patients.
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Supplementary

Figure 5. Contribution of each
HBV antigen to the overall HBV-
specific T cell response. Column
charts represent the stimulatory
activity of each HBV antigen
within the total population of
IFNy (top), TNF«a (middle), IL2
(bottom) producing CD8+ T cells

in chronic naive patients under
combined GS-4774 and Tenofo-
vir therapy (n=11) and under
NUC therapy alone (n=10) at
sequential timepoints (Bas, w12, o
w24; w48). Columns illustrate the Q-
contribution (expressed as per- -
centage) of each antigenic region <
to the global HBV-specific cyto- §
kine production before, during =
and after therapy.
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Supplementary Figure 6. Ex vivo analysis of dendritic cells and monocytes in patients treated with GS-4774+TDF or NUC
alone. (A) Antigen presenting cells (APCs) gating strategy. Lineage-negative (CD3/CD56/CD20) HLA-DR-+ APCs were derived
from total live PBMCs and gated by forward and side scatter followed by single-cell using area and height parameters. Three
distinct subsets of monocytes were identified:“classical” CD14-+CD16- (cMN), “non classical” CD14°*CD16+ (ncMN), and
“intermediate” CD14+CD16+ (intMN). CD11¢ myeloid DCs (mDC) and CD123 plasmacytoid DCs (pDC) were instead identified
from the CD14/CD16 double negative population. (B) Graphs show the frequencies of the 5 distinct cell populations before
(baseline) and during (w24) treatment in the indicated patient groups. Each symbol indicates a patient and bar shows mean
value plus standard error; statistics by the Wilcoxon-signed-rank test. (C) Expression of co-stimulatory and activation mole-
cules (CD40, CD80, CD86) as well as maturation markers (CD83) was assessed on each cell populations before (baseline) and
during (w24) treatment (n=7 patients for both GS-4774+TDF and NUC alone therapy). Results are expressed as mean fre-
quency plus standard error of each markers detected in the overall patient population at the indicated time points; statistics by
the Wilcoxon-signed-rank test.
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Figure 7.T-cell phenotype
in patients treated with GS-
4774+TDF or NUC alone.
(A) Representative plots of
PD-1 and CD127 co-
expression on total CD8 T
cells from chronic HBV pa-
tients under GS-4774 and
Tenofovir  therapy  (left
panels) or NUC alone (right
panels) at sequential time
points (Bas and w24; n=10
and n=9, respectively). (B)
Frequencies of CD127"°%
PD-1+ CD8+ T cells before
(baseline) and during (w24)
treatment in the indicated
patient groups. Each sym-
bol indicates a patient;
statistics by the Wilcoxon-
signed-rank test. (C) Fold-
change of CD127"°" PD-1+
T-cell subsets analyzed in
the global CD8+ T-cell
population, as the ratio be-
tween the frequency of
CD127°% PD-1+ T cell in g
GS-4774 + TDF treated or -
NUC treated patients at w24 >~
with respect to the corre- <
sponding baseline values g
(statistics by the Wilcoxon- =
signed-rank test).
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