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ABSTRACT

Chronic hepatitis B virus (HBV) infection remains a substantial public health burden worldwide. Alpha-interferon (IFNa) is
one of the two currently approved therapies for chronic hepatitis B (CHB), to explore the mechanisms underlying IFNa
treatment response, we investigated baseline and 24-week on-treatment intrahepatic gene expression profiles in 21 CHB
patients by mRNA-seq. The data analyses demonstrated that PeglFNa treatment significantly induced antiviral responses.
Responders who achieved HBV DNA loss and HBeAg or HBsAg seroconversion displayed higher fold change and larger
number of up-regulated interferon-stimulated genes (ISGs). Interestingly, lower expression levels of certain ISGs were
observed in responders in their baseline biopsy samples. In HBeAg+ patients, non-responders had relative higher
baseline HBeAg levels than responders. More importantly, HBeAg— patients showed higher HBsAg loss rate than
HBeAg+ patients. Although a greater fold change of ISGs was observed in HBeAg— patients than HBeAg+ patients,
upregulation of ISGs in HBeAg+ responders exceeded HBeAg— responders. Notably, PeglFNa treatment increased
monocyte and mast cell infiltration, but decreased CD8 T cell and M1 macrophage infiltration in both responders and
non-responders, while B cell infiltration was increased only in responders. Moreover, co-expression analysis identified
ribosomal proteins as critical players in antiviral response. The data also indicate that IFNa may influence the
production of viral antigens associated with endoplasmic reticulum. Collectively, the intrahepatic transcriptome
analyses in this study enriched our understanding of IFN-mediated antiviral effects in CHB patients and provided
novel insights into the development of potential strategies to improve IFNa therapy.
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Introduction

Hepatitis B virus (HBV) infection remains a severe
public health threat worldwide, with more than 250
million chronically infected individuals at increased
risk of developing advanced liver disease and hepato-
cellular carcinoma, which caused an annual death of
more than 860,000 people [1]. Alpha-interferon
(IFNa) and nucleos(t)ide analogues are the two cur-
rently approved therapies for chronic hepatitis B
(CHB) [2]. With both antiviral and immunomodula-
tory effects, IFNa therapy can induce a higher durable
HBsAg loss rate, but viral response to IFNa is limited

to a minor portion of patients and the underlying
mechanism remains elusive [3].

It is well acknowledged that CHB is a consequence
of immune response against HBV, instead of cyto-
pathic effects [4]. In CHB, IFNa generally exhibits
its anti-HBV effects by either inducing interferon-
stimulated genes (ISGs) or coordinating the innate
and adaptive immune responses [5]. High pretreat-
ment expression of ISG in liver tissues of chronic
hepatitis C patients impedes the response to IFNa
therapy [6], similar findings were observed in CHB
patients as well [7]. It has even been previously
reported that IFNa can induce sustained antiviral
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response without immune cell involvement [8]. How-
ever, a study on the woodchuck model of CHB
suggested that the antiviral response by IFNa is associ-
ated with NK/T cell and B cell signatures, beyond the
induction of antiviral ISGs [9]. Other clinical studies
reported that IFNa treatment led to significant expan-
sion of natural killer (NK) cells and subsequent IFN-y
production [10], and that IFN-y and B cell signatures
were correlated with IFNa treatment response [11]. In
addition, high pretreatment expression of genes
involved in adaptive immunity was found to be
associated with favourable IFNa treatment response
[12]. Although these studies have enriched our under-
standing of the anti-HBV effects of IFNa, but the dis-
crepant findings prompted us to conduct further
investigation.

Fine needle aspirates are capable of providing com-
prehensive landscape of intrahepatic immunity [13].
Given that 24 weeks after PegIFNa treatment is a criti-
cal time point to evaluate on-treatment response [14],
in the current study, we aim to investigate the intrahe-
patic gene expression profiles of CHB patients by fine
needle aspiration before and after 24 weeks PegIFNa
therapy, thereby evaluating the effects of IFNa on
ISG expression, innate and adaptive immune
responses. More importantly, by comparing transcrip-
tional signatures between responders and non-respon-
ders, we intend to determine whether pre-treatment
expression levels or on-treatment alterations of certain
gene expression are predictive of a favourable
response to IFNa treatment. The impact of HBeAg
status on PeglFNa treatment response will be evalu-
ated as well.

Materials and methods
Study population
Treatment-naive CHB patients who received baseline

liver biopsy within 3 weeks before starting PegIFNa

Baseline evaluation and liver biopsy

{—L\ 24\‘\1 peglFNa on-treatment liver biopsy
|
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Figure 1. Flow diagram of the study design. Patients received
PeglFNa treatment for 48 weeks and followed up for another
48 weeks post-treatment. Liver biopsies were performed
before treatment and 24-week on-treatment. Biopsy samples
were subjected to mRNA-seq and analysed to evaluate gene
expression and immune cell infiltration levels according to
patients’ treatment response.
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therapy were enrolled. A second liver biopsy was per-
formed post 24-week PeglFNa treatment. In the pre-
sent study, a responder was defined as a patient who
achieved undetectable HBV DNA as well as HBsAg
and/or HBeAg seroconversion during a 48-week fol-
low-up post 48 weeks’ PegIFNa therapy. Clinical
data was retrieved from the medical record system.
All patients provided written informed consent and
the protocol was approved by the Institutional Review
Board of Huashan Hospital, Fudan University.

Statistical analysis

Comparison between groups of patients was per-
formed using Student’s ¢-test or the non-parametric
Mann-Whitney U test. p value <0.05 is considered
to be statistically significant.

(Additional materials and methods are available in
the Supplemental Material.)

Results

Study design and clinical characteristics of
patients

Twenty-one treatment-naive CHB patients (16 males
and 5 females) who were treated weekly with PeglFNa
were enrolled in this study. Each patient received two
liver biopsies, i.e. the pretreatment baseline biopsy and
the on-treatment biopsy obtained at week 24 of IFN
treatment (Figure 1). The demographic and clinical
characteristics of the included patients are shown in
Supporting Table S1. Eight patients who achieved
HBV DNA undetectable (<50 IU/mL) and underwent
either HBeAg seroconversion (HBeAg positive at
baseline) or HBsAg seroconversion (HBeAg negative
at baseline) at the end of the treatment or during 48-
week follow-up were defined as responders, whereas
the remaining 13 patients were classified as non-
responders.

Global hepatic gene expression alteration in
response to PeglFNa

To reveal the impact of PegIFNa on intrahepatic gene
expression, we performed mRNA-seq of collected liver
biopsy samples. Overall, 464 genes (175 up-regulated
and 289 down-regulated) with absolute fold change
>1.5 and p value <0.05 in response to 24 weeks
PeglFNa therapy were identified (Figure 2(A)). Heat-
map shows the top 50 (30 up-regulated and 20 down-
regulated) most significantly differentially expressed
genes (DEGs), which includes members of the retinoic
acid-inducible gene (RIG)-I-like receptor (RLR)
family-DDX58/RIG-I, DDX60 and IFIHI (Figure 2
(B)). These genes are important pattern recognition
receptors involving in the recognition of viruses by
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Figure 2. PeglFNa treatment activates antiviral response. (A) Gene expression levels at baseline and 24-week on-treatment were
compared, which identified 175 up-regulated and 289 down-regulated genes (p < 0.05 and [fold change| >1.5). (B) The top 50 (30
up-regulated and 20 down-regulated) differentially expressed genes were presented. (C) More genes down-regulated than up-
regulated at the threshold of fold change| >1.5 and p <0.05 or 0.01, when [fold change| >4, up-regulated genes outnumbered
down-regulated genes. (D) Functional enrichment analysis revealed that the 175 up-regulated and 289 down-requlated genes
were enriched in antiviral defense responses and T cell activation, respectively.

the innate immune system [15,16]. The upregulation
of antiviral defense related genes by multiple folds
was an interesting observation made, indicating that
the most significant DEGs are predominantly the
up-regulated ones (Figure 2(C)). The total DEGs
were then subjected to functional enrichment analysis,
which revealed that the up-regulated genes were
mainly involved in response to IFNa and defense
response to virus, while the down-regulated genes
were predominantly implicated in leukocyte acti-
vation, including T cell activation (Figure 2(D)).

Gene set enrichment analysis

We next performed gene set enrichment analysis
(GSEA) to examine which pathways are correlated
with PeglFNa administration. There were 718, 9,
and 28 gene sets that were enriched for Gene Ontology
(GO) biological processes, Hallmark annotated by
GSEA and KEGG pathways, respectively. The results
demonstrated that these top gene sets were signifi-
cantly related to defense response to virus. In detail,
the most enriched top 10 GO biological processes
were all involved in response to IFNa or negative
regulation of viral process (Figure 3(A)). The most sig-
nificantly enriched KEGG pathway was RIG-I like
receptor signalling pathway (Figure 3(B)) and the

most significantly enriched hallmark pathway was
IFNa response (Figure 3(C)). Representative enrich-
ment plots of the most enriched gene set in each cat-
egory were displayed (Figure 3(D)), and heatmap
shows expression alteration of the top 10 genes of
each gene set (Figure 3(E)).

ISG expression analysis

It is well known that IFN exerts its antiviral effects
intracellularly by regulating the expression of ISGs
[17]. To evaluate the impact of IFNa treatment on
ISG expression, a list of 190 IFN-induced genes col-
lected from published literatures was analysed [6,18],
and the results showed that 76 genes were up-regu-
lated, 6 genes were down-regulated, and 108 were
unchanged with the threshold of absolute fold
change >1.5 and p <0.05 (Figure 4(A)). As expected,
many critical antiviral ISGs, such as DDX58,
DDX60, IFI44, IFI6, ISG15, 1SG20, MX2 and
OAS1/2/3 appeared in the up-regulated genes. To
explore the relationship between intrahepatic ISG
expression and treatment response, we analysed
expression alteration of the 190 genes in responders
and non-responders separately. The results showed
that most ISGs were up-regulated more significantly
in responders (Figure 4(B)). Generally, 90 genes



GO biological process
Defense response to virus
Response to type | interferon
g lation of multi ism process

Response to virus
Negative regulation of viral process
Regulatlon of viral gename replication

Negative regulation of viral genome replication

KEGG pathway

RIG | like receptor signaling pathway
Dorso ventral axis formation
Olfactory transduction

Cytosolic dna sensing pathway

O glycan biosynthesis

Proteasome

of ing mutualism through parasitism | Pyrimidine metabolism

EMERGING MICROBES & INFECTIONS 1879

Hallmark

Interferon alpha response
Interferon gamma response
Unfolded protein response
Cholesterol homeostasis
KRAS signaling DN
Inflammatory response

inoglycan biosy i itin sulfate | Protein secretion

Defense response to other organism

Regulation of type | interferon production
—
0 1 2 3

Normalized enrichment score

Enrichment plot:
GO_DEFENSE, RESPONSE, TO_VIRUS
2 o7{
el P <0.001 o
% S NES=3.05 Bos
. I
£ o2
o Eo
o0
o
E ow
Baseline -

signaling pathway Defense response to virus

RIG | like receptor

Interferon alpha response

Glyoosammoglycan biosynthesis heparan sulfate
Notch signaling pathway

Enrichment plot:
KEGG_RIG_I_LIKE | RECEPI'OR SIGNALING_PATHW

Z-score

PI3K-AKT-MTOR signaling
TGF beta signaling

—

—_—
00 05 10 15 20 0 1 2 3 4

Normalized enrichment score

Normalized enrichment score

Enrichment plot:
HALLMARK_INTERFERON_ALPHA_RESPONSE

P <0.001
P <0.001 8o NES=3.29

NES=2.22 Bos

AT R (1 1

High

B | IFN-24W

Figure 3. Gene set enrichment analysis. (A) Significantly enriched GO biological processes were mainly involved in antiviral
responses. (B) The RIG-I-like receptor pathway was the most significantly enriched KEGG pathway. (C) Interferon alpha response
and interferon gamma response were the most enriched Hallmarks. (D) The GSEA plot of the most enriched GO biological process
(defense response to virus), KEGG pathway (RIG-I-like receptor pathway) and Hallmark (Interferon alpha response). (E) Heatmap
demonstrated expressions of the top 10 genes in each of the most enriched gene sets.

were up-regulated, 4 genes were down-regulated,
and 96 genes remain unchanged in the responder
group; while in the non-responder group, the num-
ber was 74, 9 and 107, respectively (Figure 4(C)).
We then compared baseline and IFN-24W levels of
these ISGs and found that 30 ISGs exhibited lower
baseline expression levels in responders, while their
expression levels at IFN-24W were comparable
(Figure 4(D); Supporting Fig. S1A). Expressions of
MX1 and IFI6 were displayed as representatives
(Figure 4(E,F)). To date, a number of ISGs have
been identified as suppressor of HBV replication
(Supporting Table S2). The differential expressions
of selected HBV suppressor ISGs in responders

and non-responders at baseline and IFN-24W are
displayed in Supporting Fig. S1B.

Identification of genes related to PeglFNa
treatment response

The difference of ISG expression between respon-
ders and non-responders prompted us to explore
gene expression pattern at a global level, and thus
total genes were classified into nine groups accord-
ing to their expression alteration (Figure 5(A)). For
genes up-regulated in both responders and non-
responders (C group), a relative higher fold change
was observed in responders (Figure 5(B)); while for
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Figure 4. 1SG expression analysis. (A) Heatmap displayed expression alteration of the 190 ISGs in general population between IFN-
24W and baseline. The results showed that 76 1SGs were up-regulated and 6 1SGs were down-regulated after 24-week PeglFNa
treatment, while alteration of the remaining 108 ISGs was not statistically significant. (B) 1SGs expression alteration analysed sep-
arately in responders and non-responders revealed that most ISGs up-regulated higher in the responder. (C) Summary of 1SGs
expression alteration in responders and non-responders and their relationships. (D) Expression comparison revealed that 30
ISGs expressed lower in responders at baseline. (E) Boxplot of ISG (MX1 and IFI6) expression at baseline and IFN-24W showed
higher fold change in responders rather than non-responders, since comparable expression levels at IFN-24W but lower
expression levels in responders at baseline were observed. R, responder; NR, non-responder; FC, fold change.

genes down-regulated in both responders and non-
responders (G group), no significant fold change
difference was found (Figure 5(B)). Functional
enrichment analysis of genes in the C group
revealed that these genes were mainly implicated
in defense response to virus and Type I IFN signal-
ling pathway (Figure 5(C)). In addition, 41 genes
up-regulated in non-responders (A and B groups)
were either showed no change (n=34) or even
down-regulated (n=7) in responders (Figure 5

(A)). GO enrichment analysis showed that these
41 genes were enriched in Interleukin-1 production
regulation and defense response to virus (Figure 5
(D)). While 153 genes up-regulated in responders
(F and I groups) either showed no change (n=
148) or even down-regulated (n=>5) in non-respon-
ders (Figure 5(A)). Functional enrichment analysis
revealed that these genes mainly participate in T
cell activation and differentiation during adaptive
immune response (Figure 5(E)).
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Figure 5. Identification of genes related to PeglFNa treatment response. (A) Alteration of gene expression was analysed separately
in responders and non-responders, 41 genes (group AB) were up-regulated in the non-responder group but down-regulated (n =
7) or not changed (n = 34) in the responder group, 152 genes (group C) up-regulated both in responders and non-responders, 153
genes (group Fl) were up-regulated in the responder group but down-regulated (n =5) or not changed (n =148) in the non-
responder group, 165 genes (group G) down-regulated both in responders and non-responders. (B) Fold change comparison
between responders and non-responders revealed that genes in group C up-regulated more significantly in responders, while
down-regulated genes in group G were comparable. (C) GO term enrichment analysis showed that genes in group C had signifi-
cantly enriched antiviral signalling, including defense response to virus, response to type | IFN. (D) Enrichment analysis revealed
that genes in group AB were mainly implicated in regulation of interleukin-1 production and defense response. (E) Enrichment
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R, responder; NR, non-responder; FC, fold change.

Immune cell infiltration analysis

Immune cell infiltration in HBV-infected liver is an
important part of antiviral immune response [19].
To comprehensively understand the compositional
differences in infiltrated immune cells and their
relationships to treatment response, we engaged a
method known as CIBERSORT. Overview of immune
cell fractions across samples is presented in Figure 6
(A), which revealed that macrophage (particularly
anti-inflammatory M2 population) was the predomi-
nant immune cell fraction, followed by T cell and

monocyte, without any bias in responders or non-
responders, at baseline or 24-week PegIFNa treatment
(Figure 6(B)). No marked alteration of CD4 T cell was
observed in responders or non-responders, while a
sharp decrease of CD8 T cell was observed in both
responders and non-responders (Figure 6(C)). In
addition, a significant reduction of follicular helper
T cell (TFH) and Treg was observed in responders
compared to non-responders (Figure 6(C)). For B
cells, a significant increase was observed in responders
(Figure 6(D)). Although the proportion of total
macrophage had no significant change in
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B cells was observed in responders. (E) A decrease of M1 macrophages was observed in both responders and non-responders.

R, responder; NR, non-responder.

response to PeglFNa (Supporting Fig. S2A), M1
macrophage, rather than M2 macrophage, signifi-
cantly decreased in responders and non-responders
after 24-week PeglFNa treatment (Figure 6(E); Sup-
porting Fig. S2B). In addition, an increase of monocyte
and mast cell was observed in response to PegIlFNa
treatment (Supporting Fig. S2C, D), while there was
no significant alteration of NK cells (Supporting Fig.
S2E).

Identification of meta-modules related to
PeglFNa treatment

In order to determine gene expression signatures cor-
related to PegIlFNa treatment, weighted gene co-

expression network analysis (WGCNA) was applied
to the RNA-seq data. The results show that a total of
18 gene modules were identified (Figure 7(A)), and
the Module Eigengene (ME), which served as a repre-
sentative of a module, was calculated. Correlation
between the ME values and several variables was eval-
uated, which shows that the red and green module are
positively and negatively correlated with IFNa treat-
ment, respectively (Figure 7(B)). Heatmap shows
expression of all genes in each of the two modules
across all samples at baseline and 24-week IFNa treat-
ment (Figure 7(C)). Gene-gene network analysis of
green module identified ribosomal proteins including
RPL18A, RPL6, RPS6 and RPL5 as hub genes (Figure 7
(D)). Functional enrichment analysis of genes in green
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significance.

module demonstrates that these genes are implicated
in multiple biological processes including eukaryotic
translation elongation, NADH dehydrogenase com-
plex assembly and small molecule catabolic process
(Figure 7(E)).

Impact of HBeAg status on IFN treatment
response

HBeAg is a secreted form of the viral precore protein
and the exact function of HBeAg in HBV life cycle
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remains poorly understood [20]. Clinical studies have
shown that CHB patients with positive HBeAg
(HBeAg+) respond less effectively to type I IFN treat-
ment than those with negative HBeAg (HBeAg-—)
[21,22]. Consistently, we here revealed that non-
responders possessed higher baseline HBeAg levels
than responders in HBeAg+ group (Figure 8(A)).
More importantly, higher HBsAg loss rate was
observed in the HBeAg— group compared to the
HBeAg+ group (3/9 vs 0/12) (Figure 8(B)). We have
recently reported that the cytoplasmic precursor of
HBeAg, namely p22, blocks nuclear translocation of
pSTATI, thus impeding JAK-STAT signalling and
reducing ISG expression to confer resistance to IFN
therapy [23]. Therefore, we compared expression
alterations of ISGs between HBeAg+ and HBeAg—
patients, and found that most ISGs experienced
greater fold change in HBeAg— patients in response
to PegIFNa (Figure 8(C)). When treatment response
was taken into consideration, a similar trend was
observed in the non-responder group (Figure 8(D)),
while in the responder group, most ISGs upregulated
more significantly in HBeAg+ patients (Figure 8(E)).
We then compared gene expression difference
between HBeAg+ and HBeAg— responders. The
results showed that according to the threshold men-
tioned above, 455 up-regulated and 195 down-regu-
lated genes were identified in HBeAg+ responders,
while 265 up-regulated and 140 down-regulated
genes were identified in HBeAg— responders (Figure
8(F); Supporting Fig. S3A), and the top 15 up-regu-
lated and down-regulated genes in each group are pre-
sented in Supporting Fig. S3B. Further analysis
revealed that 368 and 178 genes were exclusively up-
regulated in HBeAg+ and HBeAg— group, respectively
(Figure 8(G)), while 166 genes were down-regulated
uniquely in the HBeAg+ group and 111 genes were
down-regulated uniquely in the HBeAg— group
(Figure 8(G)). Functional enrichment analysis of
these genes demonstrates that in the HBeAg+ group,
up-regulated genes are mainly implicated in antiviral
responses, while down-regulated genes are involved
in viral gene expression and protein targeting to the
ER membrane (Supporting Fig. S3C). In the HBeAg
— group, up-regulated genes are significantly enriched
in cell morphogenesis; while similar to the HBeAg+
group, down-regulated genes in the HBeAg— group
are also enriched in viral gene expression and protein
targeting to the ER membrane (Supporting Fig. S3C).
Genes involved in top enriched GO biological pro-
cesses are presented in Figure 8(H). We also analysed
immune cell infiltration and found a decreased
infiltration of CD8 T cell and T follicular helper cell
and an increase of mast cells in both HBeAg+ and
HBeAg— groups (Supporting Fig. S3D, E), however,
the difference in HBeAg+ group was not statistically
significant (Supporting Fig. S3F). In addition,

although not statistically significant, an increase of
naive B cell was observed in both HBeAg+ and
HBeAg— group (Supporting Fig. S3F).

Discussion

The PeglFNa is one of the approved therapies for
chronic HBV infection, which possesses both antiviral
and immunomodulatory effects, but the molecular
mechanism of treatment response remains poorly
understood [5]. To this aim, we herein analysed the
intrahepatic gene expression profiles in paired liver
biopsy samples obtained from 21 CHB patients before
and at 24 weeks of PegIlFNa treatment. For the first
time, gene alteration and immune cell infiltration
were evaluated and compared between responders
and non-responders using baseline and on-treatment
paired human liver biopsy samples (Figure 1). The
current study thus provides novel insights into the
antiviral mechanisms of PegIlFNa in vivo.

The pleiotropic antiviral effects of IFNa on HBV
replication have been demonstrated by numerous
studies, which include but not limited to inhibiting
HBV viral gene transcription or inducing cccDNA
degradation [24-26], disrupting the assembly of
PgRNA-containing capsids or promoting their degra-
dation [27-29]. Our results revealed that PegIlFNa
administration down-regulated more genes than the
number of up-regulated ones in CHB patient livers,
but the up-regulated genes experienced more signifi-
cant extent of alteration (Figure 2(A-C)). Functional
enrichment analysis demonstrated that PegIFNa
induced strong activation of antiviral signalling
including responses to IFNa and defense responses
to virus (Figure 2(D); Figure 3(A-D)). Generally,
type I IFNs exert their antiviral effects by inducing
expression of hundreds of ISGs [17]. In chronic hepa-
titis C (CHC) patients, it has been shown that
PeglFNa treatment induced significant upregulation
of ~250 genes, of which most were ISGs [6]. We eval-
uated the expression of these genes in the current
study and found 190 out of 250 genes were detectable.
The results showed that 76 genes were up-regulated, 6
genes were down-regulated, while up to 108 genes
showed no significant alteration (Figure 4(A)), which
is quite different from findings in CHC. In addition,
in CHC patients, investigators found that non-respon-
ders had higher expression levels of ISGs before treat-
ment, and PegIFNa almost failed to further increase
their expressions [6]. We here showed that in CHB
patients, lower baseline levels of ISG expression were
also observed in responders (Figure 4(D,E)), but
PegIFNa promoted ISG expression in both responders
and non-responders to a comparable level after 24-
week IFNa treatment (Figure 4(E); Supporting Fig.
S1A, B). Furthermore, when treatment response is
taken into consideration, the dysregulation of the
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190 genes was significantly different between respon-
ders and non-responders, and more genes were up-
regulated in responders (Figure 4(C)). Such discre-
pancy between CHC and CHB is likely due to virus-
specific mechanism(s), as HBV acts more like a stealth
virus under the host innate surveillance [30]. A pre-
vious study using the woodchuck hepatitis virus
(WHYV) model revealed that the antiviral response to

woodchuck IFN-alpha did not correlate with the intra-
hepatic induction of ISGs [9]. However, our results
obtained from clinical samples indicate that a favour-
able PegIlFNa treatment response indeed depends on
the significant upregulation of a large number of
ISGs, rather than a few specific ISGs (Figure 4(B)).
Hence, it is worth noting that, for the above studies,
both the host-and virus-specific regulations of IFN
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treatment response should be taken into consideration
in terms of data analyses and interpretations.

Immunomodulatory effect is another mechanism
by which IFNa suppresses HBV infection. We
engaged CIBERSORT to assess the impact of PegIFNa
treatment on intrahepatic immune cell infiltration
(Figure 6(A,B)). Our data showed that the proportion
of B cells was enlarged only in responders (Figure 6
(D)), while infiltration of monocyte and mast cell
was increased in both responders and non-responders
after PegIFNa treatment (Supporting Fig. S2C, D). In
addition, T cell infiltration and M1 macrophage were
decreased in both responders and non-responders
(Figure 6(C,E)). Consistent with our CIBERSORT
results, a recent study demonstrated a similar altera-
tion of T cell phenotypic profiles in peripheral blood
during HBsAg loss [31]. The infiltrated immune cells
in livers of responders and non-responders can be
more quantitatively analysed by flow cytometry and/
or single cell RNA sequencing in future study.

An effective T cell immune response contributes to
HBV clearance, but was usually impaired during
chronic HBV infection [32]. Type I IFN has been
reported to suppress T cell activation by promoting
PD1 expression and blocking PD1 pathway can
restore the antiviral T-cell response in CHB [33-35].
Besides, Kupffer cells in liver can support HBV-
induced CD8 T cell exhaustion [36]. In agreement
with previous studies [10], here we also demonstrated
that CD8 T cell infiltration was decreased in both
responders and non-responders under PegIFNa
administration (Figure 6(C)). This is consistent with
functional enrichment analysis of down-regulated
genes showing that T cell activation and adaptive
immune response are inhibited by PegIlFNa (Figure
2(D)), which may ameliorate liver inflammation and
tissue damage.

The B cell-mediated humoral immune response
plays an important role in limiting HBV infection
[37], which may in turn affect the function of specific
subset of B cell. It has been reported that HBsAg-
specific B cell in CHB patients showed atypical mem-
ory phenotype and damaged classical memory B cell
[38]. This kind of HBsAg-specific B cell showed
impaired antibody production and functional exhaus-
tion, which could be partially rescued by PD-1 block-
ade [39,40]. In addition, a recent study revealed that
HBcAg-specific B cell presented classical memory
phenotype and their response was associated with
natural history of HBV infection [41]. In line with
this, type I IFN treatment has been reported to
increase B cell activity by directing B cells into transi-
tional, regulatory population in multiple sclerosis
patients [42]. However, a latest study reported that
treatment with tenofovir disoproxil fumarate plus
PegIFNa reduced B cell infiltration in CHB patients
[43]. Thus, whether PegIlFNa treatment can improve

B cell function and increase antibody production in
CHB deserves further investigation.

Macrophage can be polarized to a pro-inflamma-
tory M1 type which involved in pathogen clearance
or an anti-inflammatory M2 type implicating in effer-
ocytosis [44]. Bility et al. demonstrated that HBV pro-
moted M2-like activation in macrophage and thus led
to HBV-induced immune impairment and liver dis-
ease in a humanized mouse model [45]. We here
found that PegIFNa treatment decreased infiltration
of M1 macrophages without affecting M2 macrophage
counts but increased monocytes in both responders
and non-responders (Figure 6(E); Supporting Fig.
§2B, C). The results indicate that PegIFNa repressed
intrahepatic monocyte differentiation into M1 macro-
phage, in CHB patients, hence, M1 macrophage is not
involved in IFN-mediated antiviral response.

As for monocytic population, previous studies have
demonstrated that HBV infection resulted in immu-
nosuppressive monocytes expansion and led to T cell
dysfunction [46-48]. In addition, it has also been
reported that IFNa could enhance the cytotoxicity of
monocytes [49]. Our data showed that PegIlFNa treat-
ment increased monocytes infiltration (Supporting
Fig. S2C). We are yet to decipher if these monocytes
are immunosuppressive or cytotoxic to HBV-infected
hepatocytes.

Type I IEN is known to suppress mast cell function
[50]. However, it has been reported that in CHC, type
I TFN could enhance the secretion of mast cell-derived
HLA-G, which was associated with liver fibrosis
[51,52], indicating that type I IFN may promote
HCV-related liver fibrosis, which seems contrary to
the current evidence that IFN acts against liver fibrosis
[53]. Here we found that PegIFNa treatment was
associated with increased mast cell infiltration (Sup-
porting Fig. S2D), the findings need further confir-
mation and the potential function of these mast cells
should be assessed in future study.

It has been reported that IFNa can expand and acti-
vate functional NK cell population, resulting in an
enhanced antiviral response [54,55]. A previous
study with the woodchuck model showed that intrahe-
patic NK cells were increased by IFNa treatment and
inhibited WHYV via both cytolytic and non-cytolytic
mechanisms [9]. However, no significant alteration
of NK cell infiltration was observed in our study (Sup-
porting Fig. S2E). In this regard, it is also worth noting
that the regulation of intrahepatic NK cell by IFNa can
be species-specific [11].

We employed WGCNA to identify gene signatures
highly correlated with PegIlFNa treatment. Fifteen
modules were determined and the red module was sig-
nificantly positively associated with PegIFNa treat-
ment, while the green module showed significant
negative correlation with PegIFNa treatment (Figure
7(A-C)). Gene-gene network analysis identified



RPL18A, RPL6 and RPS6 as hub genes of the green
module (Figure 7(D)). Functional enrichment analysis
revealed that genes in the green module were mainly
implicated in eukaryotic translation elongation,
NADH dehydrogenase complex assembly and small
molecule catabolic process (Figure 7(E)). RPLISA
has been implicated in viral gene transcription. It
has been previously observed that during dengue
virus infection, RPL18 is redistributed to the peri-
nuclear region and RPL18 inactivation results in
reduced viral translation and replication [56]. RPL6
is involved in MHC class I antigen presentation and
enables T cell immune surveillance of viruses, and
the depletion of RPL6 has been shown to decrease
the generation of influenza A virus-encoded peptide
and impair ubiquitin-dependent peptide presentation
[57]. In HCV-infected cells, RPS6 played a critical role
in facilitating HCV translation over host translation
[58]. The roles of these ribosomal proteins in regulat-
ing HBV replication deserve further exploration.

We have recently revealed that the intracellular
HBeAg cripples IFNa signalling to desensitize IFN
therapy [23], and thus we also investigated the differ-
ences between HBeAg+ and HBeAg— responders in
the current study. We observed lower HBeAg levels
in responders than non-responders in HBeAg+
patients and higher HBsAg loss rate in HBeAg—
patients than HBeAg+ patients (Figure 8(A,B)). In
addition, in all patients and non-responders, greater
fold change of ISGs was observed in HBeAg— patients
(Figure 8(C-D)). These observations are in accord-
ance with previous studies showing a negative impact
of HBeAg on patient’s response to IFN therapy [21-
23]. Interestingly, in responders, ISGs were upregu-
lated more significantly in a limited number of
HBeAg+ patients than HBeAg— patients (Figure 8
(E)), indicating that a higher level of ISG induction
is required for HBeAg+ patients to become responders
(HBeAg seroconversion), although the underlying
mechanism is unclear. We further revealed that
more genes dysregulated in HBeAg+ patients than
HBeAg— patients, and most of the dysregulated
genes were unique between the two groups (Figure 8
(A,B)). Functional enrichment analyses indicated
that genes exclusively up-regulated in HBeAg+
patients were mainly implicated in antiviral responses,
while genes exclusively up-regulated in the HBeAg—
group were enriched in cell morphogenesis (Support-
ing Fig. S3C). Interestingly, although genes exclusively
down-regulated in HBeAg+ and HBeAg— groups were
different, but both were enriched in biological pro-
cesses including viral gene expression and protein tar-
geting to the ER membrane (Supporting Fig. S3C),
indicating that IFNa may specifically influence the
production of HBeAg and/or HBsAg, as both viral
antigens require ER for expression and secretion
[59]. Interestingly, a group of down-regulated genes

EMERGING MICROBES & INFECTIONS . 1887

are related to the signal recognition particle (SRP)-
dependent cotranslational protein targeting to mem-
brane (Supporting Fig. S3C), inferring that the biosyn-
thesis of the precore protein and subsequent HBeAg
may be inhibited by IFNa treatment. Immune cell
infiltration analysis indicated that although the differ-
ences in HBeAg+ group were not statistically signifi-
cant, naive B cell and mast were increased, while
CD8 T cell and T follicular helper cell were decreased
in HBeAg+ and HBeAg— group as above described
(Supporting Fig. S3F; Figure 6(C)). PeglFNa treat-
ment up-regulated cell morphogenesis-related genes
in HBeAg— CHB patients, but whether and how cell
morphogenesis impact IFN-mediated anti-HBV
response awaits further investigation.

In summary, by exploring the alteration of intrahe-
patic gene expression profile in CHB patients who
received PegIlFNa treatment, we demonstrated that
responders had a higher upregulation magnitude of
certain antiviral ISGs. In addition, we found various
pathways and immune cells were associated with
IFNa treatment response. Furthermore, ribosomal
proteins and ER-associated proteins were identified
as critical players in antiviral response. These findings
enriched our understanding of IFN-mediated anti-
HBV effects and provided novel insights into the
development of potential strategies to improve IFNa
therapy.

Disclosure statement

No potential conflict of interest was reported by the author

(s).

Funding

This work was supported by National Natural Science Foun-
dation of China (81871640, 82172255, 81770565 and
82000576); Shanghai Shen Kang Hospital Development
Center (No.SHDC12019116); US National Institutes of
Health (RO1AT134818).

ORCID
Jiming Zhang © http://orcid.org/0000-0001-5820-950X

References

[1] Revill PA, Chisari FV, Block JM, et al. A global scien-
tific strategy to cure hepatitis B. Lancet Gastroenterol
Hepatol. 2019;4:545-558.

[2] Zoulim F, Lebosse F, Levrero M. Current treatments
for chronic hepatitis B virus infections. Curr Opin
Virol. 2016;18:109-116.

[3] Janssen HL, van Zonneveld M, Senturk H, et al.
Pegylated interferon alfa-2b alone or in combination
with lamivudine for HBeAg-positive chronic hepatitis
B: a randomised trial. Lancet. 2005;365:123-129.


http://orcid.org/0000-0001-5820-950X

1888

(4]

(5]

[10]

(11]

[12]

(13]

[14]

[15]

[16]

(17]

(18]

[19]

(20]

[21]

N.LIET AL.

Chisari FV, Isogawa M, Wieland SF. Pathogenesis of
hepatitis B virus infection. Pathol Biol (Paris).
2010;58:258-266.

Fanning GC, Zoulim F, Hou J, et al. Therapeutic strat-
egies for hepatitis B virus infection: towards a cure.
Nat Rev Drug Discov. 2019;18:827-844.
Sarasin-Filipowicz M, Oakeley EJ, Duong FH, et al.
Interferon signaling and treatment outcome in
chronic hepatitis C. Proc Natl Acad Sci USA.
2008;105:7034-7039.

Xiao C, Qin B, Chen L, et al. Preactivation of the inter-
feron signalling in liver is correlated with nonresponse
to interferon alpha therapy in patients chronically
infected with hepatitis B virus. J Viral Hepat.
2012;19:e1-e10.

Allweiss L, Volz T, Lutgehetmann M, et al. Immune
cell responses are not required to induce substantial
hepatitis B virus antigen decline during pegylated
interferon-alpha  administration. =]  Hepatol.
2014;60:500-507.

Fletcher SP, Chin DJ, Gruenbaum L, et al. Intrahepatic
transcriptional signature associated with response to
interferon-alpha treatment in the woodchuck model
of chronic hepatitis B. PLoS Pathog. 2015;11:
€1005103.

Micco L, Peppa D, Loggi E, et al. Differential boosting
of innate and adaptive antiviral responses during
pegylated-interferon-alpha therapy of chronic hepa-
titis B. ] Hepatol. 2013;58:225-233.

Wu HL, Hsiao TH, Chen PJ, et al. Liver gene
expression profiles correlate with virus infection and
response to interferon therapy in chronic hepatitis B
patients. Sci Rep. 2016;6:31349.

Jansen L, de Niet A, Makowska Z, et al. An intrahepa-
tic transcriptional signature of enhanced immune
activity predicts response to peginterferon in chronic
hepatitis B. Liver Int. 2015;35:1824-1832.

Gill US, Pallett L], Thomas N, et al. Fine needle aspi-
rates comprehensively sample intrahepatic immunity.
Gut. 2019;68:1493-1503.

European Association for the Study of the Liver.
Electronic address EEE, European Association for
the study of the L. EASL 2017 clinical practice guide-
lines on the management of hepatitis B virus infection.
J Hepatol. 2017;67:370-398.

Vanpouille-Box C, Hoffmann JA, Galluzzi L.
Pharmacological modulation of nucleic acid sensors
- therapeutic potential and persisting obstacles. Nat
Rev Drug Discov. 2019;18:845-867.

Schoggins JW, Wilson SJ, Panis M, et al. A diverse
range of gene products are effectors of the type I inter-
feron antiviral response. Nature. 2011;472:481-485.
Sadler AJ, Williams BR. Interferon-inducible antiviral
effectors. Nat Rev Immunol. 2008;8:559-568.
Schneider WM, Chevillotte MD, Rice CM. Interferon-
stimulated genes: a complex web of host defenses.
Annu Rev Immunol. 2014;32:513-545.

Iannacone M, Guidotti LG. Immunobiology and
pathogenesis of hepatitis B virus infection. Nat Rev
Immunol. 2022;22:19-32.

Seeger C, Mason WS. Molecular biology of hepatitis B
virus infection. Virology. 2015;479-480:672-686.
Heijtink RA, Janssen HL, Hop WC, et al. Interferon-
alpha therapy for chronic hepatitis B: early response
related to pre-treatment changes in viral replication.
J Med Virol. 2001;63:217-219.

(22]

(23]

(24]

(25]

(26]

(27]

(28]

(29]

(30]

(31]

(32]

(33]

(34]

(35]

(36]

(37]

(38]

Kako M, Kanai K, Aikawa T, et al. Response to inter-
feron-alpha 2a in patients with e antigen-negative
chronic  hepatitis B. ] Clin Gastroenterol.
1997;25:440-445.

Mitra B, Wang J, Kim ES, et al. Hepatitis B virus pre-
core protein p22 inhibits alpha interferon signaling by
blocking STAT nuclear translocation. J Virol. 2019;93:
€00196.

Caselmann WH, Meyer M, Scholz S, et al. Type I inter-
ferons inhibit hepatitis B virus replication and induce
hepatocellular gene expression in cultured liver cells. J
Infect Dis. 1992;166:966-971.

Bonvin M, Achermann F, Greeve I, et al. Interferon-
inducible expression of APOBEC3 editing enzymes
in human hepatocytes and inhibition of hepatitis B
virus replication. Hepatology. 2006;43:1364-1374.
Tur-Kaspa R, Teicher L, Laub O, et al. Alpha inter-
feron suppresses hepatitis B virus enhancer activity
and reduces viral gene transcription. J Virol
1990;64:1821-1824.

Wieland SF, Guidotti LG, Chisari FV. Intrahepatic
induction of alpha/beta interferon eliminates viral
RNA-containing capsids in hepatitis B virus trans-
genic mice. ] Virol. 2000;74:4165-4173.

Robek MD, Boyd BS, Wieland SF, et al. Signal trans-
duction pathways that inhibit hepatitis B virus
replication. Proc Natl Acad Sci U S A
2004;101:1743-1747.

Wieland SF, Eustaquio A, Whitten-Bauer C, et al.
Interferon prevents formation of replication-compe-
tent hepatitis B virus RNA-containing nucleocapsids.
Proc Natl Acad Sci USA. 2005;102:9913-9917.
Wieland SF, Chisari FV. Stealth and cunning: hepatitis
B and hepatitis C viruses. ] Virol. 2005;79:9369-9380.
Xiong S, Zhu D, Liang B, et al. Longitudinal character-
ization of phenotypic profile of T cells in chronic
hepatitis B identifies immune markers associated
with HBsAg loss. EBioMedicine. 2021;69:103464.
Maini MK, Pallett L]. Defective T-cell immunity in
hepatitis B virus infection: why therapeutic vacci-
nation needs a helping hand. Lancet Gastroenterol
Hepatol. 2018;3:192-202.

Terawaki S, Chikuma S, Shibayama S, et al. IFN-alpha
directly promotes programmed cell death-1 transcrip-
tion and limits the duration of T cell-mediated immu-
nity. ] Immunol. 2011;186:2772-2779.

Sisirak V, Faget ], Gobert M, et al. Impaired IFN-alpha
production by plasmacytoid dendritic cells favors
regulatory T-cell expansion that may contribute to
breast  cancer  progression. = Cancer  Res.
2012;72:5188-5197.

Fisicaro P, Valdatta C, Massari M, et al. Antiviral
intrahepatic T-cell responses can be restored by block-
ing programmed death-1 pathway in chronic hepatitis
B. Gastroenterology. 2010;138:682-693. 693 el-4.

Li M, Sun R, Xu L, et al. Kupfter cells support hepatitis
B virus-mediated CD8+ T cell exhaustion via hepatitis
B core antigen-TLR2 interactions in mice. ] Immunol.
2015;195:3100-3109.

Ma Z, Zhang E, Gao S, et al. Toward a Functional cure
for hepatitis B: the rationale and challenges for thera-
peutic targeting of the B cell immune response. Front
Immunol. 2019;10:2308.

Maini MK, Burton AR. Restoring, releasing or repla-
cing adaptive immunity in chronic hepatitis B. Nat
Rev Gastroenterol Hepatol. 2019;16:662-675.



[39]

[40]

[41]

[42]

[43]

[44]

[45]

[46]

(47]

(48]

[49]

Burton AR, Pallett L], McCoy LE, et al. Circulating
and intrahepatic antiviral B cells are defective in hepa-
titis B. J Clin Invest. 2018;128:4588-4603.
Salimzadeh L, Le Bert N, Dutertre CA, et al. PD-1
blockade partially recovers dysfunctional virus-
specific B cells in chronic hepatitis B infection. J Clin
Invest. 2018;128:4573-4587.

Vanwolleghem T, Groothuismink ZMA, Kreeftt K,
et al. Hepatitis B core-specific memory B cell
responses associate with clinical parameters in
patients with chronic HBV. ] Hepatol. 2020;73:52-61.
Schubert RD, Hu Y, Kumar G, et al. IFN-beta treat-
ment requires B cells for efficacy in neuroautoimmu-
nity. ] Immunol. 2015;194:2110-2116.

van Buuren N, Ramirez R, Turner S, et al
Characterization of the liver immune microenviron-
ment in liver biopsies from patients with chronic
HBYV infection. JHEP Rep. 2022;4:100388.

Murray PJ. Macrophage polarization. Annu Rev
Physiol. 2017;79:541-566.

Bility MT, Cheng L, Zhang Z, et al. Hepatitis B virus
infection and immunopathogenesis in a humanized
mouse model: induction of human-specific liver fibro-
sis and M2-like macrophages. PLoS Pathog. 2014;10:
€1004032.

Li H, Zhai N, Wang Z, et al. Regulatory NK cells
mediated between immunosuppressive monocytes
and dysfunctional T cells in chronic HBV infection.
Gut. 2018;67:2035-2044.

Fang Z, Li ], Yu X, et al. Polarization of monocytic
myeloid-derived suppressor cells by hepatitis B surface
antigen is mediated via ERK/IL-6/STAT3 signaling
feedback and restrains the activation of T cells in
chronic hepatitis B virus infection. ] Immunol.
2015;195:4873-4883.

Yang F, Yu X, Zhou C, et al. Hepatitis B e antigen
induces the expansion of monocytic myeloid-derived
suppressor cells to dampen T-cell function in chronic
hepatitis B virus infection. PLoS Pathog. 2019;15:
€1007690.

Webb DS, Gerrard TL. IFN-alpha and IFN-gamma
can affect both monocytes and tumor cells to modulate

(50]

(51]

(52]

(53]

(54]

(55]

(56]

(571

(58]

(59]

EMERGING MICROBES & INFECTIONS . 1889

monocyte-mediated Immunol.
1990;144:3643-3648.

Kobayashi T, Shimabukuro-Demoto S, Tsutsui H,
et al. Type I interferon limits mast cell-mediated ana-
phylaxis by controlling secretory granule homeostasis.
PLoS Biol. 2019;17:3000530.

Amiot L, Vu N, Rauch M, et al. Expression of HLA-G
by mast cells is associated with hepatitis C virus-
induced liver fibrosis. ] Hepatol. 2014;60:245-252.
Amiot L, Vu N, Drenou B, et al. The anti-fibrotic role
of mast cells in the liver is mediated by HLA-G and
interaction with hepatic stellate cells. Cytokine.
2019;117:50-58.

Nirei K, Kanda T, Nakamura H, et al. Persistent hepa-
tic inflammation plays a role in hepatocellular carci-
noma after sustained virological response in patients
with HCV infection. Int ] Med Sci. 2018;15:466-474.
Madera S, Rapp M, Firth MA, et al. Type I IFN pro-
motes NK cell expansion during viral infection by pro-
tecting NK cells against fratricide. ] Exp Med.
2016;213:225-233.

Gill US, Peppa D, Micco L, et al. Interferon alpha
induces sustained changes in NK cell responsiveness
to hepatitis B viral load suppression In vivo. PLoS
Pathog. 2016;12:¢1005788.

Cervantes-Salazar M, Angel-Ambrocio AH, Soto-
Acosta R, et al. Dengue virus NS1 protein interacts
with the ribosomal protein RPL18: this interaction is
required for viral translation and replication in Huh-
7 cells. Virology. 2015;484:113-126.

Wei ], Kishton RJ, Angel M, et al. Ribosomal proteins
regulate MHC class I peptide generation for immuno-
surveillance. Mol Cell. 2019;73:1162-1173 e5.

Huang JY, Su WC, Jeng KS, et al. Attenuation of 40S
ribosomal subunit abundance differentially affects
host and HCV translation and suppresses HCV repli-
cation. PLoS Pathog. 2012;8:e1002766.

Mitra B, Thapa RJ, Guo H, et al. Host functions used
by hepatitis B virus to complete its life cycle: impli-
cations for developing host-targeting agents to
treat  chronic  hepatitis B.  Antiviral Res.
2018;158:185-198.

cytotoxicity. ]



	Abstract
	Introduction
	Materials and methods
	Study population
	Statistical analysis

	Results
	Study design and clinical characteristics of patients
	Global hepatic gene expression alteration in response to PegIFNα
	Gene set enrichment analysis
	ISG expression analysis
	Identification of genes related to PegIFNα treatment response
	Immune cell infiltration analysis
	Identification of meta-modules related to PegIFNα treatment
	Impact of HBeAg status on IFN treatment response

	Discussion
	Disclosure statement
	ORCID
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile ()
  /CalRGBProfile (Adobe RGB \0501998\051)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments false
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings false
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.90
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.90
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [595.245 841.846]
>> setpagedevice


