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Abstract

Short-chain fatty acids, metabolites produced by colonic microbiota from fermentation of dietary
fiber, act as anti-inflammatory agents in the intestinal tract to suppress proinflammatory diseases.
GPR109A is the receptor for short-chain fatty acids. The functions of GPR109A has been the
subject of extensive studies, however, the molecular mechanisms underlying GPR109A
expression is largely unknown. We show that GPR109A is highly expressed in normal human
colon tissues, but is silenced in human colon carcinoma cells. The GPR109A promoter DNA is
methylated in human colon carcinoma. Strikingly, we observed that IFNv, a cytokine secreted by
activated T cells, activates GPR109A transcription without altering its promoter DNA methylation.
Colon carcinoma grows significantly faster in IFNy-deficient mice than in wildtype mice in an
orthotopic colon cancer mouse model. A positive correlation was observed between GPR109A
protein level and tumor-infiltrating T cells in human colon carcinoma specimens, and IFNy
expression level is higher in human colon carcinoma tissues than in normal colon tissues. We
further demonstrated that IFNy rapidly activates pSTATL that binds to the promoter of p300 to
activate its transcription. p300 then binds to the GPR109A promoters to induce H3K18
hyperacetylation, resulting in chromatin remodeling in the methylated GPR109A promoter. The
IFNy-activated pSTATL then directly binds to the methylated but hyperacetylated GPR109
promoters to activate its transcription. Overall, our data indicate that GPR109A acts as a tumor
suppressor in colon cancer and the host immune system might use IFNy to counteract DNA
methylation-mediated GPR109A silencing as a mechanism to suppress tumor development.
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Introduction

Short-chain fatty acids, metabolites produced by colonic bacteria from fermentation of
dietary fiber, are the essential energy source for colonocytes. Without these short-chain fatty
acids for energy, colonocytes undergo autophagy and die. In addition, short-chain fatty
acids, such as butyrate, also act as a histone deacetylase (HDAC) inhibitor that mediates
both normal and cancerous colonocyte proliferation (1), and anti-inflammatory response in
the intestinal tract (2). GPR109A is a G-protein-coupled receptor for short-chain fatty acids
(2-6). It has been shown that inhibition of DNA methylation increases GPR109A expression
in human colon carcinoma cells, suggesting that GPR109A is silenced by DNA methylation
(2). Although the function of GPR109A has been extensively studied in normal cells and
cancer cells, the molecular mechanisms underlying GPR109A expression is unknown.

IFNYy is a proinflammatory cytokine secreted primarily by activated T cells (7). IFNy
functions through signal transducer and activator of transcription 1 (STAT1) to regulate the
expression of its target genes. It has been reported that IFNy secretion is elevated in the
peripheral blood (8) and IFNvy expression level is increased in the inflamed colonic mucosa
tissues in patients with ulcerative colitis (UC) (9). The expression and activation level of
STAT1 is also significantly increased in colonic tissues of UC patients (10). Furthermore,
chronic IFNy signaling increases Cox-2 and iNOS expression to promote inflammation-
dependent spontaneous colon cancer development (11). These observations thus suggest that
chronic IFNy signaling plays a key role in human UC pathogenesis and in inflammation-
dependent spontaneous colorectal cancer development (8, 9, 11-13). However, it is apparent
that the IFNy signaling pathway is a two-edged sword. Although chronic IFNy signaling
promotes inflammation-dependent colon cancer development, the best known function of
IFNYy in the tumor microenvironment is tumor suppression (7, 14-16).

We report here a novel mechanism underlying the regulation of GPR109A expression in
colon cancer cells. Our data reveal that although the GPR109 promoter is methylated in
human colon carcinoma cells, exposure of tumor cells to IFNy reverses DNA methylation-
mediated GPR109A silencing both in vitro and in vivo without altering the methylation
status of the GPR109A promoter.

Materials and Methods

Human cell lines and tissue specimens

Human colon cancer cell lines SW480, SW620, SW116 and T84, and mouse colon
carcinoma cell line CT26 were obtained from American Type Culture Collection (ATCC)
(Manassas, VA). ATCC has characterized these cells by morphology, immunology, DNA
fingerprint, and cytogenetics. De-identified human colon carcinoma specimens were
obtained from the Georgia Regents University Medical Center and University Hospital with

Cancer Immunol Res. Author manuscript; available in PMC 2016 July 01.



1duosnue Joyiny 1duosnue Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Bardhan et al. Page 3

approval by the Georgia Regents University and University Hospital Human Assurance
Committees.

Mouse tumor model

IFNy KO mice (129S7(B6)-1fngtm1Ts/J) and age-matched WT control mice (BALB/cJ)
were obtained from the Jackson Laboratory. Mice were anesthetized under constant flow of
oxygen and isofluorane. A small abdominal incision was made to expose the cecum. Tumor
cells (1x10* cells in 20 pl saline) were injected into the cecal wall on the serosal side. The
wound was sealed with a wound clip. The use of mice and surgery procedures was approved
by Georgia Regents University Institutional Animal Care and Use Committee.

RT-PCR analysis

Total RNA was isolated from cells using Trizol (Invitrogen, San Diego, CA) according to
the manufacturer’s instructions, and used for the first strand cDNA synthesis using the
MMLYV reverse transcriptase (Promega, Madison, WI). The cDNA was then used as the
template for PCR amplification. RT-PCR was conducted as previously described (17). The
sequences of primers are listed in Table S1.

Analysis of gene expression with RT-PCR array

Total RNA was isolated from freshly dissected human colon carcinoma specimens and
matched adjacent normal colon tissues. RNAs from 3 patients were pooled and used for
cDNA probe preparation using the RT2 First Strand Kit (Cat# 330401 Qiagen). The Human
Inflammasomes PCR Arrays (Qiagen, Cat# PAHS-097Z) were used to analyze the
inflammation-related gene expression using real-time RT-PCR according to the
manufacturer’s instructions.

Western blot analysis

Western blotting analysis was performed as previously described (16). The blot was probed
with antibodies specific for pSTAT1 (Cat# 612133, BD Biosciences, San Diego, CA),
H3K9ac (Cat# 9649, Cell Signaling, Danvers, MA) H3K18Ac (Cat# 9675, Cell Signaling),
H3K27ac (Cat#4753, Cell signaling), H3 (Cat#4499, Cell Signaling), p300 (Cat# sc-584,
Santa Cruz Biotech, Santa Cruz, CA), GPR109A (Cat#sc-134583, Santa Cruz Biotech) and
-actin (Cat# A1978, Sigma-Aldrich, St Louis, MO).

Cell treatment

For demethylation of DNA, cells were treated for 3 days with 5’-aza-deoxycytidine (Sigma)
at a final concentration of 1 ug/ml. For IFNy treatment, cells were cultured in the presence
of recombinant IFNy (R & D Systems, Minneapolis, MN) at a final concentration of 100
U/ml.

DNA methylation analysis

Genomic DNA was purified using DNeasy Tissue Kit (Qiagen) according to the
manufacturer’s instructions. Sodium bisulfite treatment of genomic DNA was carried out
using DNA Madification Kit (Zymo Research) according to the manufacturer’s instructions.
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Methylation-sensitive PCR (MS-PCR) and DNA sequencing were carried out as previously
described (18). For DNA sequencing, the bisulfite-modified genomic DNA was used as the
template for PCR amplification of the human GPR109A promoter region. The amplified
DNA fragments were cloned into pCR2.1 vector (Invitrogen), and individual clones were
sequenced. DNA methylation was analyzed using QUMA program as previously described
(19). All primer sequences are listed in Table S1.

Immunohistochemistry

Immunohistochemical staining was performed at the Georgia Pathology Service. CD4- and
CD8-specific antibodies were obtained from Dako (Cat# 1S649 and 15623, DAKO,
Carpinteria, CA). GPR109A-specific antibody has been previously described (20). Stained
tissue specimens were evaluated independently by two pathologists (CMH and JRL). For the
CD4 and CD8 immunohistochemical slides, each pathologist scored the density of
peritumoral lymphocytes In addition, the percentage of tumor staining was documented.

Chromatin immunoprecipitation (ChIP) assay

ChIP assays were carried out using anti-pSTAT1 antibody (Cat#sc-8394, Santa Cruz), anti-
HDACL (Cat#sc-7872, Sant Cruz) and protein A-agarose beads (Millipore) as previously
described (16). The GPR109A promoter DNA was detected by PCR using gene-specific
primers (Table S1).

Protein-DNA interaction assay

DNA-protein interaction was determined by electrophoresis mobility shift assay (EMSA) as
previously described (19). The probe sequences are listed in Table S1.

Gene silencing

T84 cells were transiently transfected with scrambled siRNA (Dharmacon, Lafayette, CO),
p300-specific SiIRNA (Cat# sc-29431, Santa Cruz), and STAT1-specific siRNA (Qiagen,
cat# S102662324, S102662884) respectively, using lipofectamine 2000 (Invitrogen)
overnight.

Chromatin remodeling assay

Cells (5x10%) were harvested and washed in cold PBS, and then re-suspended in nuclear
extraction buffer (25 mM Tris-HCI pH 8.0, 50 mM KCI, 5 mM MgCls, 8% glycerol, 0.5%
NP-40, and protease/phosphatase inhibitors) and incubated on ice for 10 min. Then the cells
were homogenized in a glass homogenizer, and spun down at 1000g for 5 min. Cell pellets
were washed once with DNasel buffer, spun down at 1000g for 5 min and then washed once
with nucleus storage buffer (NSB: 50% glycerol, 50 mM Tris-HCI pH 8.0, 5 mM MgCly,
2.5mM DTT, 0.1 mM EDTA, Protease/phosphatase inhibitors). Endonuclease digestion was
performed in a reaction mixture containing 320 ul of nuclei in NSB, 480 ul of 2x Nuclease
buffer (30 mM NacCl, 8 mM CacCly), 160 pl Tris buffer (50 mM Tris-HCI pH 8.0, 5 mM
MgCl,) and DNasel (0.5 Unit/ml) (Roche Applied Science). Before the addition of DNasel,
an aliquot was removed from the reaction mixture for the zero time point. After addition of
DNasel, the digestion mixture was incubated at 37°C. Aliquots were taken out of the
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digestion mixture at 3, 6, 9 and 12 min after DNasel addition, mixed immediately with 500
ul of chilled phenol:choloroform:isoamyl alcohol (25:24:1) mixture, vortexed and spun
down at 14000 rpm for 10 min. DNA was collected from the top aqueous layer, purified, and
analyzed by PCR. Human GPR109A promoter-specific primers were used to amplify the
purified genomic DNA.

Statistical analysis

Results

Statistical analysis was performed using Student’s t test. A P <0.05 was taken as statistically
significant.

GPR109A is silenced by DNA methylation in human colon carcinoma

Analysis of GPR109A mRNA levels from matched normal colon tissues and colon
carcinoma tissues indicates that GPR109A is highly expressed in normal human colon
epithelial cells but is silenced in human colon carcinoma cells. GPR109A expression is
approximately 1.4-fold to 150-fold higher in the normal colon tissues as compared to that in
the matched colon carcinoma tissues among the six matched pairs of tissues analyzed (Fig
1A). To determine whether the GPR109A promoter is methylated in vivo in colon
carcinoma, genomic DNA was isolated from human colon carcinoma tissues of five colon
cancer patients. MethPrimer program was used to design MS-PCR primers and MS-PCR
analysis of the bisulfite-modified genomic DNA indicated that the GPR109A promoter is
methylated in all 5 colon cancer specimens examined (Fig. 1B). To determine whether
GPR109A expression can be re-activated by inhibition of DNA methylation, tumor cells
were treated with 5'-aza-deoxylcytidine (Aza-dC) and analyzed for GPR109A expression.
Consistent with the heavy DNA methylation level, Aza-dC treatment dramatically increased
GPR109A expression in human colon carcinoma cells in a dose-dependent manner (Fig.
1C).

Inhibition of DNA methylation up-regulates GPR109A expression in human colon
carcinoma cells (2). However, DNA sequence analysis indicates that there are no classical
CpG islands in the human GPR109A gene promoter region (Fig. 1D). To determine whether
DNA methylation directly regulates GPR109A expression, we analyzed the methylation
level of the GPR109A promoter. Genomic DNA was isolated from human colon carcinoma
SW116 and T84 cells and madified with bisulfite. Bisulfite sequencing PCR primers were
designed using the MethPrimer program and were used to amplify one region of the
GPR109A promoter. The amplified region was cloned. Single clones were then sequenced
and examined for DNA methylation level. It is clear that the majority of cytosines of the
CpG dinucleotides in this region are methylated in SW116 and T84 cells (Fig. 1D). Taken
together, these data demonstrate that GPR109A is silenced in human colon carcinoma cells
by methylation of its promoter DNA.
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STAT1 directly binds to the GPR109A promoter region to activate transcription from the
methylated promoter

While analyzing the inflammation-related gene expression in colon carcinoma cells, we
observed, surprisingly, that GPR109A was up-regulated by IFNy, a proinflammatory
cytokine secreted by activated T cells. RT-PCR analysis of four human colon carcinoma cell
lines revealed that GPR109A was dramatically up-regulated by IFNy despite its promoter
DNA being methylated (Fig. 2A). Analysis of GPR109A expression kinetics revealed that
GPR109A mRNA starts to increase 3-6 h after IFNy treatment and continued to increase
even 24 h after the treatment (Fig. 2A). Furthermore, IFNy at a concentration as low as 10
u/ml can re-regulate GPR109A expression (Fig. 2A). Flow cytometry analysis revealed that
IFNYR is expressed on the cell surface of all 4 cancer cell lines examined (Fig. 2B). Western
blotting analysis indicated that pPSTATZL, the key mediator of the IFNy signaling pathway, is
rapidly activated by IFNy through phosphorylation in human colon carcinoma cells.
pSTATL was detected as early as 10 min after IFNy treatment (Fig. 2C). Analysis of the
human GPR109A gene promoter revealed the presence of two gamma activation sequence
(GAS) elements in the region (Fig. 2D). ChIP analysis with pSTAT1-specific mAb showed
that IFNy-activated pSTAT1 is associated with both GAS sites in the GPR109A promoter
chromatin (Fig. 2D). Furthermore, EMSA indicated that pPSTAT1 binds to the GAS DNA
element directly (Fig. 2E). IFNy functions through both STAT1-dependent and STAT1-
independentl signaling pathways (21). To determine whether IFNy-induced GPR109A
expression depends on STAT1, STAT1 was silenced using specific siRNAs in human colon
carcinoma T84 cells. Analysis of GPR109A expression revealed that silencing STAT1
diminished IFNy-induced GPR109A expression (Fig. S1). These observations thus indicate
that IFNYy up-regulates GPR109A expression through direct binding of pSTAT1 to the
methylated GPR109A promoter DNA to activate its transcription.

To determine whether other cytokines induce GPR109A expression, T84 cells were treated
with IFNa, IFNB, TNFa, 1L23 and GM-CSF for 24h, and analyzed for GPR109A
expression. None of these cytokines up-regulate GPR109A in human colon carcinoma cells
(Fig. S2).

IFNy regulates GPR109A expression in colon carcinoma cells in vivo

IFNY is primarily produced by activated T cells in vivo. To determine the expression levels
of GPR109A and T-cell infiltration in human colon carcinoma, we analyzed 18 human colon
carcinoma specimens using immunohistochemical staining with GPR109A-, CD4-, and
CD8-specific antibodies. The stained tissues were then analyzed by two pathologists (CMH
and JRL). The images are presented in Figure 3 and Figures S3-5. The staining scores are
presented in Table S2. Four colon carcinoma specimens (Patients 7, 9, 10 and 13) showed
no detectable GPR109A protein level. Tumor tissues from two of these four patients
(Patients 7 and 9) also had minimal to no CD4* and CD8* T-cell infiltrations. However,
tumor specimen from patient 10 had moderate to abundant T-cell filtration, but GPR109
protein levels were low to non-detectable in the tumor cells. In the tumor tissues from the
remaining fourteen patients, either or both CD4* and CD8™" T cells were present inside the
tumors, and GPR109A protein was detectable in the tumor cells. These observations indicate
that although the GPR109A promoter DNAS is methylated in human colon carcinoma cells
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(Figs. 1), GPR109A is expressed in most of the human colon carcinoma cells (with the
exception of samples from Patients 10 and 13) if CD4* or CD8™ T cells are present in the
tumor microenvironment (Table S2).

To determine the inflammation gene expression profiles, we analyzed the expression levels
of inflammation-related genes in human colon carcinomas and matched adjacent normal
colon tissues using OCR arrays. Real-time RT-PCR analysis identified 41 inflammation-
related genes that are differentially expressed in normal colon tissues and in colon
carcinoma tissues. Among these 41 genes, the expression level of IFNy is about 4 times
higher in carcinoma tissues than in the adjacent normal colon tissues (Table S3).

To determine functionally whether IFNy activates GPR109A transcription from the
methylated promoter under pathophysiologic conditions, we established mouse colon
carcinoma CT26 cell orthotopic transplant models in WT and IFNy KO mice. The gpr109a
promoter is methylated in CT26 cells (Fig. 4A); however, IFNy treatment dramatically
increased gpr109a mRNA levels in CT26 cells in vitro (Fig. 4A). A low-dose of CT26
(1x10* cells/mouse) and a short tumor growth time (21 days) were used in this study to
unmask the difference between wt and IFNy KO mice. When surgically implanted into
mouse cecum, CT26 tumors grew much faster in IFNy KO mice than in WT mice (Fig. 4B).
Analysis of the dissected tumor tissues revealed that mMRNA levels of gpr109a is
significantly higher in tumors grown in WT mice than that in IFNy KO mice (Fig. 4C). Our
data thus demonstrate that IFNy activates gpr109a transcription from their methylated
promoters in vivo.

IFNy does not alter GPR109A promoter DNA methylation

IFNYy has been shown to induce DNA demethylation (22). To determine whether IFNy up-
regulates GPR109A expression through inhibition of DNA methylation, human colon
carcinoma cells were cultured in the absence or presence of IFNy for 24 h and the DNA
methylation level in the pSTAT1-binding consensus regions (Fig. 2D) of the GPR109A
promoter was analyzed. DNA sequencing analysis indicated that the GPR109A promoter
DNA is still methylated after IFNy treatment in human colon carcinoma cells (Fig. 5).

Inhibition of HDACs enhances IFNy-mediated GPR109A up-regulation

Promoter DNA methylation of CpG islands often causes chromatin condensation to block
transcription factor binding to the DNA, thereby silencing gene expression (23). However,
histone acetylation may mediate the switch between repressive and permissive chromatin
and thus dictate the functional state of genes (24-26). Our above observations that IFNy up-
regulates GPR109A expression from the methylated GPR109A promoter without altering the
promoter DNA methylation level suggest that histone acetylation might play a role in IFNy-
mediated GPR109A expression. Therefore, we hypothesized that inhibition of HDAC
activity may enhance GPR109A transcription activation by IFNy. To test this hypothesis,
human colon carcinoma cells were treated with either TSA or IFNy, or both TSA and IFNy
together, and analyzed for GPR109A expression. RT-PCR analysis revealed that either TSA
or IFNy treatment dramatically increased GPR109A expression (Fig. 6A). However,
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combined TSA and IFNy treatment resulted in an even greater up-regulation of GPR109A
than either agent alone (Fig. 6A).

It is known that HDAC1 mediates histone acetylation level in many gene promoters (27).
Our observation that inhibition of HDAC activity dramatically increased IFNy-induced
GPR109A expression in human colon carcinoma cells led us to reason that IFNy might
regulate GPR109A expression by repressing HDAC1 expression. To test this hypothesis, we
analyzed HDAC1 association with the GPR109A promoter. ChIP analysis showed that
HDACL is associated with the chromatin at one of the two regions analyzed at the GPR109A
promoter region (Fig. 6A). Consistent with the observation that HDAC1 expression is not
regulated by IFNy, which also did not alter HDAC1 association with the GPR109A promoter
chromatin (Fig. 6A).

p300 is the immediate early target of the IFNy signaling pathway

Histone acetyltransferases (HAT) and HDACs antagonize each other through modification
of the lysine side chains (27, 28). p300 is a HAT that often acts as a transcription co-factor
(29-33). For example, p300 can mediate H3K18/27 acetylation (34-37). Therefore, we
sought to determine whether IFNy mediates p300 expression to regulate GPR109A
expression. RT-PCR analysis revealed that IFNy treatment indeed rapidly up-regulates p300
expression level in human colon carcinoma cells. The increase in p300 mRNA and protein
levels started 10 min after IFNy treatment and reached a plateau at 6 h (Fig. 6B). Analysis of
the human p300 gene promoter region identified two GAS sites (Fig. 6C), and ChIP analysis
indicted that IFN-vy-activated pSTATL is associated with one of the two GAS sites at the
p300 promoter region in human colon carcinoma cells (Fig. 6C). Consistent with the ChIP
results, EMSA indicated that pSTATL1 directly and specifically binds to the GAS DNA of
the p300 promoter (Fig. 6D). Taken together, our data indicated that p300 is an immediate
early target of the IFNy signaling pathway in human colon cancer cells.

IFNy activates GPR109A transcription through p300 association with its promoter

To determine whether p300 directly mediates IFNy regulation of GPR109A transcription, we
first analyzed p300 association with the GPR109A promoter chromatin. ChIP analysis
revealed that IFNy treatment dramatically increased p300 association with the GPR109A
promoter chromatin (Fig. 6E). Next, we sought to determine whether p300 mediates
GPR109 expression. p300 was silenced with p300-specific SiRNA in human colon
carcinoma cells, and GPR109A expression levels were then analyzed. Real-time RT-PCR
analysis revealed that silencing p300 diminished IFNy-induced GPR109A (Fig. 6F). Thus,
we conclude that p300 directly mediates pSTAT1-activated GPR109A transcription in
human colon carcinoma cells.

IFNy increases p300 expression to increase H3K18 hyperacetylation

Although p300 acetylates multiple lysine residues in both H3 and H4 (37), p300 has been
shown to specifically mediate H3K18/27 acetylation (34, 36). We therefore analyzed the
effects of IFNy on H3K18/27 acetylation. H3K9ac was also included as a positive control.
IFNYy treatment increased the global acetylation levels of H3K9, H3K18 and H3K27 in
human colon cancer cells (Fig. 7A). However, repeated ChIP analysis revealed that H3K27

Cancer Immunol Res. Author manuscript; available in PMC 2016 July 01.



1duosnue Joyiny 1duosnue Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Bardhan et al.

Page 9

is not acetylated in the GPRL09A promoter regions and that IFNy treatment does not induce
acetylation of H3K27 in the GPR109A promoter region in human colon cancer cells (Fig.
7B). H3KQ is constitutively acetylated in the GPR109A promoter region in human colon
cancer cells, and IFNy increases H3K9 acetylation and induces H3K18 acetylation in the
GPR109A promoter region in human colon cancer cells. To determine whether IFNy induces
H3K18 hyperacetylation specifically through p300, p300 was silenced with p300-specific
siRNA. Silencing p300 diminished the IFNy-induced acetylation in both H3K9 and H3K18
in the GPR109A promoter region in human colon cancer cells (Fig. 7C). Therefore, our data
indicated that H3K9 is constitutively acetylated in the GPR109A promoter region, and IFNy
signaling activates p300 to induce hyperacetylation of H3K18 in the GPR109A promoter
region in human colon cancer cells.

IFNy induces GPR109A promoter chromatin remodeling

Our above findings raise the possibility that IFNy induces chromatin remodeling at the
GPR109A promoter region to convert a methylated DNA-mediated repressive chromatin
conformation to a hyperacetylated and transcriptionally permissive one to facilitate pSTAT1
binding to activate GPR109A transcription. To test this hypothesis, we used limited DNasel
digestion to detect chromatin remodeling at the GPR109A promoter region. Human colon
carcinoma cells were treated with IFNy. Nuclei were then isolated from the cells and
incubated with DNase | for various time periods. Genomic DNA was purified from the
nuclei and used as the template for PCR amplification using the GPR109A promoter DNA-
specific primers. Comparison of the PCR-amplified DNA fragment levels showed that the
GPR109A promoter chromatin regions in IFNy-treated cells are significantly more
accessible to DNasel than their counterparts in the untreated cells (Fig. S6). Thus, our data
indicate that IFNvy induces p300-mediated H3K18 hyperacetylation and resultant chromatin
remodeling to create a transcriptionally permissible chromatin conformation at the
methylated GPR109A promoter regions, which facilitates IFNvy-activated pSTAT1 binding
to the GAS sites to activate GPR109A transcription.

Discussion

In colorectal cancer, genome-wide analysis showed that many of the methylated genes have
known or predicted function in the suppression of tumorigenesis (38). Therefore, colon
cancer cells use DNA methylation as a mechanism to silence tumor suppressor genes to
advance the disease (39). Although there are no classical CpG islands in the human
GPR109A gene promoter region, we identified several CpG diculeotides in the region, and
observed that cytosines in these dinucleotides are methylated in human colon carcinoma
cells. Analysis of six matched pairs of normal human colon tissues and colon carcinoma
tissues revealed that GPR109A expression is indeed dramatically lower in the tumor tissues
as compared to the adjacent normal colon tissues, which is consistent with the GPR109A
promoter DNA methylation status. These observations thus indicate that GPR109A is
silenced by its promoter DNA methylation in human colon carcinoma cells in vitro and in
colon carcinoma tissues in vivo.
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GPR109A is the receptor in colonocytes for the gut commensal bacterial metabolite butyrate
(2), and mediates the butyrate-dependent anti-inflammatory effects to suppress colonic
inflammation and inflammation-dependent colon cancer (2, 13). Therefore, it is not
surprising that the GPR109A gene is silenced in human colon carcinoma cells. However,
although the GPR109A promoter is methylated, GPR109A is expressed to some degree in a
majority of colon carcinoma specimens examined, suggesting the presence of a novel
mechanism that activates GPR109A transcription in the tumor microenvironment in spite of
the methylation of its promoter. IFNy is a proinflammatory cytokine secreted by activated T
cells that functions as a key component of the host cancer immune surveillance system (40).
IFNYy exerts its function through activation of STAT1 that acts as a master transcription
factor to regulate IFNy target gene transcription. Our observations that T cells extensively
infiltrate colon cancer tissues and that high expression level of GPR109A is present in colon
carcinoma cells in WT but not in IFNy KO mice suggest that IFNy is responsible, at least in
part, for GPR109A expression in colon carcinoma in vivo. Because IFNYy is a key component
of the host cancer immune surveillance system (40-42), our data thus suggest that the
immune system might counteract tumor cell-induced and DNA methylation-mediated
silencing of GPR109A expression through IFNy-mediated reactivation of GPR109A
transcription in tumor cells.

It has been shown that DNA methylation may render tumor cells resistant to IFN-induced
apoptosis and that IFN-stimulated gene expression determines tumor cell sensitivity to DNA
demethylation-induced apoptosis (43, 44). Strikingly, in the present study we observed that
IFNYy can override the silencing effects of DNA methylation to activate GPR109A
transcription without obvious demethylation of the GPR109A promoter DNA in human
colon carcinoma cells. Current approach to re-activate DNA methylation-silenced tumor
suppressor genes primarily relies on chemical inhibitors, mainly 5’-aza-dC that inhibits
DNA (cytosine-5)-methyltransferase (DNMT) activity (43, 45). This type of DNA
methylation inhibitors are highly cytotoxic, and their use as chemotherapeutic agents in
cancer therapy is associated with extensive toxicity (45). Our data suggest that
immunotherapeutic approach, such as adoptive or active CTL immunotherapy (46), might be
an alternative and yet effective and less toxic approach to activate DNA methylation-
silenced expression of genes in cancer tissues. In addition, 5’-aza-dC is a general DNA
methylation inhibitor that causes global DNA demethylation. In contrast, IFNy-activated
pSTATL only binds to specific DNA sequences (GAS element) to activate specific gene
transcription. Therefore, IFNy-activated expression of genes from DNA-methylation-
silenced promoters is gene-specific; this approach is thus likely to be associated with low
toxicity.

p300 is a histone acetyltransferase that also functions as a master transcriptional mediator in
mammalian cells (27, 34, 47-49). In this study, we demonstrate that p300 is an immediate
early target of the IFNy signaling pathway. p300 transcription activation was detected 10
min after IFNy treatment. STAT1 was also activated within 10 min after IFNy treatment.
Although it has been shown that pSTAT1 and p300 directly interact with each other (50), we
observed that pSTAT1 physically binds to the p300 promoter region. Therefore, the likely
signaling transduction cascade is that pSTAT1 is activated first, and it then binds to the p300
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promoter to activate p300 transcription. Elevation of p300 enhances its association with the
GPR109A promoters to induce H3K18 hyperacetylation, and chromatin remodeling,
resulting in a permissive chromatin conformation at the GPR109A promoter to facilitate
pSTATL binding to activate GPR109A transcription.

Based on the activation and expression kinetics of pSTAT1, p300, and GPR109A, we
propose a model to illustrate IFNy-induced GPR109A transcription activation from their
methylated promoters. We propose that the GPR109A promoter is methylated and thus
transcriptionally inactive in human colon carcinoma cells. Exposure of human colon
carcinoma cells to IFNy induces rapid STATL activation. Activated STAT1 directly binds to
the p300 promoter region to rapidly activate p300 transcription. P300 then binds to the
GPR109A promoters to induce H3K18 hyperacetylation and resultant chromatin remodeling
to create a transcriptionally permissive chromatin at the GPR109A promoter regions without
an obvious change in the methylation status of the promoter DNA. A transcriptionally
permissive chromatin structure allows pSTAT1 binding to activate GPR109A transcription
despite DNA methylation (Fig. S7).

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.

Acknowledgments

Financial support: This work was supported by National Institutes of Health grants CA133085 and CA182518, and
the VA merit review award 101BX001962 (to K.L.).

We thank Ms. Kimberly Smith and Kimya Jones for their excellent technical assistance in immunohistochemical
staining of tumor tissues.

References

1. Donohoe DR, Collins LB, Wali A, Bigler R, Sun W, Bultman SJ. The Warburg Effect Dictates the
Mechanism of Butyrate-Mediated Histone Acetylation and Cell Proliferation. Mol Cell. 2012;
48:612-26. [PubMed: 23063526]

2. Thangaraju M, Cresci GA, Liu K, Ananth S, Gnanaprakasam JP, Browning DD, et al. GPR109A is
a G-protein-coupled receptor for the bacterial fermentation product butyrate and functions as a
tumor suppressor in colon. Cancer Res. 2009; 69:2826-32. [PubMed: 19276343]

3. Offermanns S, Colletti SL, Lovenberg TW, Semple G, Wise A, APLJ. International Union of Basic
and Clinical Pharmacology. LXXXII: Nomenclature and Classification of Hydroxy-carboxylic Acid
Receptors (GPR81, GPR109A, and GPR109B). Pharmacol Rev. 2011; 63:269-90. [PubMed:
21454438]

4. Tunaru S, Kero J, Schaub A, Wufka C, Blaukat A, Pfeffer K, et al. PUMA-G and HM74 are
receptors for nicotinic acid and mediate its anti-lipolytic effect. Nat Med. 2003; 9:352-5. [PubMed:
12563315]

5. Taggart AK, Kero J, Gan X, Cai TQ, Cheng K, Ippolito M, et al. (D)-beta-Hydroxybutyrate inhibits
adipocyte lipolysis via the nicotinic acid receptor PUMA-G. J Biol Chem. 2005; 280:26649-52.
[PubMed: 15929991]

6. Ahmed K, Tunaru S, Offermanns S. GPR109A, GPR109B and GPR81, a family of hydroxy-
carboxylic acid receptors. Trends Pharmacol Sci. 2009; 30:557-62. [PubMed: 19837462]

7. Williams CL, Schilling MM, Cho SH, Lee K, Wei M, Aditi, et al. STAT4 and T-bet are required for
the plasticity of IFN-gamma expression across Th2 ontogeny and influence changes in Ifng
promoter DNA methylation. J Immunol. 2013; 191:678-87. [PubMed: 23761633]

Cancer Immunol Res. Author manuscript; available in PMC 2016 July 01.



1duosnue Joyiny 1duosnue Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Bardhan et al.

Page 12

8. Gonsky R, Deem RL, Landers CJ, Derkowski CA, Berel D, McGovern DP, et al. Distinct IFNG

methylation in a subset of ulcerative colitis patients based on reactivity to microbial antigens.
Inflamm Bowel Dis. 2011; 17:171-8. [PubMed: 20848535]

9. Tsukada Y, Nakamura T, limura M, lizuka BE, Hayashi N. Cytokine profile in colonic mucosa of

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

ulcerative colitis correlates with disease activity and response to granulocytapheresis. Am J
Gastroenterol. 2002; 97:2820-8. [PubMed: 12425554]

10.

Schreiber S, Rosenstiel P, Hampe J, Nikolaus S, Groessner B, Schottelius A, et al. Activation of
signal transducer and activator of transcription (STAT) 1 in human chronic inflammatory bowel
disease. Gut. 2002; 51:379-85. [PubMed: 12171960]

Hanada T, Kobayashi T, Chinen T, Saeki K, Takaki H, Koga K, et al. IFNgamma-dependent,
spontaneous development of colorectal carcinomas in SOCS1-deficient mice. J Exp Med. 2006;
203:1391-7. [PubMed: 16717119]

Arthur JC, Jobin C. The struggle within: microbial influences on colorectal cancer. Inflamm Bowel
Dis. 2011; 17:396-409. [PubMed: 20848537]

Zimmerman MA, Singh N, Martin PM, Thangaraju M, Ganapathy V, Waller JL, et al. Butyrate
suppresses colonic inflammation through HDAC1-dependent Fas upregulation and Fas-mediated
apoptosis of T cells. Am J Physiol Gastrointest Liver Physiol. 2012; 302:G1405-15. [PubMed:
22517765]

Gerber SA, Sedlacek AL, Cron KR, Murphy SP, Frelinger JG, Lord EM. IFN-gamma mediates the
antitumor effects of radiation therapy in a murine colon tumor. Am J Pathol. 2013; 182:2345-54.
[PubMed: 23583648]

Britzen-Laurent N, Lipnik K, Ocker M, Naschberger E, Schellerer VS, Croner RS, et al. GBP-1
acts as a tumor suppressor in colorectal cancer cells. Carcinogenesis. 2013; 34:153-62. [PubMed:
23042300]

Zimmerman M, Yang D, Hu X, Liu F, Singh N, Browning D, et al. IFN-y Upregulates Survivin
and Ifi202 Expression to Induce Survival and Proliferation of Tumor-Specific T Cells. PLoS One.
2010; 5:214076. [PubMed: 21124930]

Yang J, Hu X, Zimmerman M, Torres CM, Yang D, Smith SB, et al. Cutting edge: IRF8 regulates
Bax transcription in vivo in primary myeloid cells. J Immunol. 2011; 187:4426-30. [PubMed:
21949018]

Liu F, Liu Q, Yang D, Bollag WB, Robertson K, Wu P, et al. Verticillin A Overcomes Apoptosis
Resistance in Human Colon Carcinoma through DNA Methylation-Dependent Upregulation of
BNIP3. Cancer Res. 2011; 71:6807-16. [PubMed: 21911457]

Hu X, Yang D, Zimmerman M, Liu F, Yang J, Kannan S, et al. IRF8 regulates acid ceramidase
expression to mediate apoptosis and suppresses myelogeneous leukemia. Cancer Res. 2011;
71:2882-91. [PubMed: 21487040]

Martin PM, Ananth S, Cresci G, Roon P, Smith S, Ganapathy V. Expression and localization of
GPR109A (PUMA-G/HM74A) mRNA and protein in mammalian retinal pigment epithelium. Mol
Vis. 2009; 15:362-72. [PubMed: 19223991]

Gil MP, Bohn E, O’Guin AK, Ramana CV, Levine B, Stark GR, et al. Biologic consequences of
Statl-independent IFN signaling. Proc Natl Acad Sci U S A. 2001; 98:6680-5. [PubMed:
11390995]

Xue ZT, Sjogren HO, Salford LG, Widegren B. An epigenetic mechanism for high, synergistic
expression of indoleamine 2,3-dioxygenase 1 (IDO1) by combined treatment with zebularine and
IFN-gamma: potential therapeutic use in autoimmune diseases. Mol Immunol. 2012; 51:101-11.
[PubMed: 22424783]

Coolen MW, Stirzaker C, Song JZ, Statham AL, Kassir Z, Moreno CS, et al. Consolidation of the
cancer genome into domains of repressive chromatin by long-range epigenetic silencing (LRES)
reduces transcriptional plasticity. Nat Cell Biol. 2010; 12:235-46. [PubMed: 20173741]

Taylor GC, Eskeland R, Hekimoglu-Balkan B, Pradeepa MM, Bickmore WA. H4K16 acetylation
marks active genes and enhancers of embryonic stem cells, but does not alter chromatin
compaction. Genome Res. 2013; 23:2053-65. [PubMed: 23990607]

Zhou VW, Goren A, Bernstein BE. Charting histone modifications and the functional organization
of mammalian genomes. Nat Rev Genet. 2011; 12:7-18. [PubMed: 21116306]

Cancer Immunol Res. Author manuscript; available in PMC 2016 July 01.



1duosnue Joyiny 1duosnue Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Bardhan et al.

Page 13

26. Eberharter A, Becker PB. Histone acetylation: a switch between repressive and permissive
chromatin. Second in review series on chromatin dynamics. EMBO Rep. 2002; 3:224-9.
[PubMed: 11882541]

27. Lin YY, Kiihl S, Suhail Y, Liu SY, Chou YH, Kuang Z, et al. Functional dissection of lysine
deacetylases reveals that HDAC1 and p300 regulate AMPK. Nature. 2012; 482:251-5. [PubMed:
22318606]

28. Crump NT, Hazzalin CA, Bowers EM, Alani RM, Cole PA, Mahadevan LC. Dynamic acetylation
of all lysine-4 trimethylated histone H3 is evolutionarily conserved and mediated by p300/CBP.
Proc Natl Acad Sci U S A. 2011; 108:7814-9. [PubMed: 21518915]

29. Ndlovu MN, Van Lint C, Van Wesemael K, Callebert P, Chalbos D, Haegeman G, et al.
Hyperactivated NF-{kappa}B and AP-1 transcription factors promote highly accessible chromatin
and constitutive transcription across the interleukin-6 gene promoter in metastatic breast cancer
cells. Mol Cell Biol. 2009; 29:5488-504. [PubMed: 19687301]

30. Genin P, Lin R, Hiscott J, Civas A. Differential regulation of human interferon A gene expression
by interferon regulatory factors 3 and 7. Mol Cell Biol. 2009; 29:3435-50. [PubMed: 19349300]

31. Evans PM, Chen X, Zhang W, Liu C. KLF4 interacts with beta-catenin/TCF4 and blocks
p300/CBP recruitment by beta-catenin. Mol Cell Biol. 2010; 30:372-81. [PubMed: 19901072]

32. Shandilya J, Swaminathan V, Gadad SS, Choudhari R, Kodaganur GS, Kundu TK. Acetylated
NPM1 localizes in the nucleoplasm and regulates transcriptional activation of genes implicated in
oral cancer manifestation. Mol Cell Biol. 2009; 29:5115-27. [PubMed: 19581289]

33. Li TW, Ting JH, Yokoyama NN, Bernstein A, van de Wetering M, Waterman ML. Wnt activation
and alternative promoter repression of LEF1 in colon cancer. Mol Cell Biol. 2006; 26:5284-99.
[PubMed: 16809766]

34.Jin Q, Yu LR, Wang L, Zhang Z, Kasper LH, Lee JE, et al. Distinct roles of GCN5/PCAF-
mediated H3K9%ac and CBP/p300-mediated H3K18/27ac in nuclear receptor transactivation.
EMBO J. 2011; 30:249-62. [PubMed: 21131905]

35. Kouzarides T. Chromatin modifications and their function. Cell. 2007; 128:693-705. [PubMed:
17320507]

36. Wolf L, Harrison W, Huang J, Xie Q, Xiao N, Sun J, et al. Histone posttranslational modifications
and cell fate determination: lens induction requires the lysine acetyltransferases CBP and p300.
Nucleic Acids Res. 2013; 41:10199-214. [PubMed: 24038357]

37. Henry RA, Kuo YM, Andrews AJ. Differences in specificity and selectivity between CBP and
p300 acetylation of histone H3 and H3/H4. Biochemistry. 2013; 52:5746-59. [PubMed:
23862699]

38. Suzuki H, Gabrielson E, Chen W, Anbazhagan R, van Engeland M, Weijenberg MP, et al. A
genomic screen for genes upregulated by demethylation and histone deacetylase inhibition in
human colorectal cancer. Nat Genet. 2002; 31:141-9. [PubMed: 11992124]

39. Herman JG, Baylin SB. Gene silencing in cancer in association with promoter hypermethylation. N
Engl J Med. 2003; 349:2042-54. [PubMed: 14627790]

40. Shankaran V, lkeda H, Bruce AT, White JM, Swanson PE, Old LJ, et al. IFNgamma and
lymphocytes prevent primary tumour development and shape tumour immunogenicity. Nature.
2001; 410:1107-11. [PubMed: 11323675]

41. Stark GR, Darnell JE Jr. The JAK-STAT pathway at twenty. Immunity. 2012; 36:503-14.
[PubMed: 22520844]

42. Borden EC, Sen GC, Uze G, Silverman RH, Ransohoff RM, Foster GR, et al. Interferons at age 50:
past, current and future impact on biomedicine. Nat Rev Drug Discov. 2007; 6:975-90. [PubMed:
18049472]

43. Luszczek W, Cheriyath V, Mekhail TM, Borden EC. Combinations of DNA methyltransferase and
histone deacetylase inhibitors induce DNA damage in small cell lung cancer cells: correlation of
resistance with IFN-stimulated gene expression. Mol Cancer Ther. 2010; 9:2309-21. [PubMed:
20682643]

44. Reu FJ, Bae S, Cherkassky L, Leaman DW, Lindner D, Beaulieu N, et al. Overcoming resistance
to interferon-induced apoptosis of renal carcinoma and melanoma cells by DNA demethylation. J
Clin Oncol. 2006; 24:3771-9. [PubMed: 16801630]

Cancer Immunol Res. Author manuscript; available in PMC 2016 July 01.



1duosnue Joyiny 1duosnuely Joyiny 1duosnuey Joyiny

1duosnuep Joyiny

Bardhan et al.

45.

46.

47.

48.

49.

50.

Page 14

Glover AB, Leyland-Jones BR, Chun HG, Davies B, Hoth DF. Azacitidine: 10 years later. Cancer
Treat Rep. 1987; 71:737-46. [PubMed: 2440570]

Vanneman M, Dranoff G. Combining immunotherapy and targeted therapies in cancer treatment.
Nat Rev Cancer. 2012; 12:237-51. [PubMed: 22437869]

Ogryzko VV, Schiltz RL, Russanova V, Howard BH, Nakatani Y. The transcriptional coactivators
p300 and CBP are histone acetyltransferases. Cell. 1996; 87:953-9. [PubMed: 8945521]

Das C, Lucia MS, Hansen KC, Tyler JK. CBP/p300-mediated acetylation of histone H3 on lysine
56. Nature. 2009; 459:113-7. [PubMed: 19270680]

Steger DJ, Grant GR, Schupp M, Tomaru T, Lefterova MI, Schug J, et al. Propagation of
adipogenic signals through an epigenomic transition state. Genes Dev. 2010; 24:1035-44.
[PubMed: 20478996]

Zhang JJ, Vinkemeier U, Gu W, Chakravarti D, Horvath CM, Darnell JE Jr. Two contact regions
between Statl and CBP/p300 in interferon gamma signaling. Proc Natl Acad Sci U S A. 1996;
93:15092-6. [PubMed: 8986769]

Cancer Immunol Res. Author manuscript; available in PMC 2016 July 01.



1duosnue Joyiny 1duosnuely Joyiny 1duosnuey Joyiny

1duosnuey Joyiny

Bardhan et al.

A

C

Page 15
#1_ #2434 45 46 B % W
X oS % N
N T N T N & KSR S
2 & & &
UM UMUM UMUM

p=0.039 @ Normal
O Tumor

160 D -

® 100 Transcription
140 B
120
100
80 \’WW.\*
60
40
20 : |
0 . 0 . - . S o

CpG Ii I II O / I I HI[H‘HHH I} lelh |
SW116 3000 y lm\+1 roee
0 010250510 0 0102505 1.0 Azadc

21466 -1162
-GPR109A 000000000000

T XXX ssssceecssss

Relative GPR109A
mRNA level

p-Actin eeee 00 0000
000000000000 5S\V116
000000000000
000000000000
00000000000

00000000 C000
000000000000
000000000000
000000000000
000000000000 T3,
00000000000

Control
209401 M
®0.25 uM
IETEY

=1.0uM

-
[¢)]

mRNAi_eveI
g

e
mRNA Level

Relative GPR109A
Relative GPR109A

000000000000
000000000000
SIV16 0- 000000000000

Té4 000000000000

Figure 1. The human GPR109A promoter is methylated and GPR109A expression issilenced in
human colon carcinoma cells

A. GPR109A expression level in matched pairs of human normal colon and colon carcinoma
tissues. Colon carcinoma tissues and adjacent normal tissues were collected from 6 patients,
and analyzed for GPR109A expression by RT-PCR. GAPDH was used as normalization
control. Bottom panel: the GPR109A levels were quantified using the NIH J program. The
ratio of GPR109A vs GAPDH in patient #1 was arbitrarily set at 1. The GPR109A
expression levels of the remaining five specimens were then normalized based on patient #1.
B. Methylation status of the GPR109A gene promoter in human colon carcinoma specimens.
Genomic DNA was isolated from colon carcinoma specimens of 5 colon cancer patients and
modified with bisulfate. The modified DNA was then analyzed by MS-PCR (U,
unmethylated; M, methylated). Numbers above the figure are patient codes. C. Inhibition of
DNA methylation increases GPR109A expression. SW116 and T84 cells were treated with
Aza-dC for 3 days at the indicated doses and analyzed for GPR109A expression level by
semi-quantitative RT-PCR (top panel) and real-time RT-PCR (bottom panel). The
GPR109A expression levels of untreated cells were arbitrarily set at 1. Column: mean, bar:
SD. D. Methylation level of the human GPR109A gene promoter in human colon carcinoma
cell lines. The human GPR109A gene DNA sequence was exported from the human genome
database and analyzed for CpG islands using MethyPrimer computer program. Top panel:
the human GPR109A gene promoter structure. Vertical bars under the line indicate location
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of CpG dinucleotides, and the number under the line indicates nucleotide number relative to
GPR109A transcription initiation site (+1). Bottom panel: methylation level of the GPR109A
gene promoter in the indicated cell lines. Genomic DNA was modified with bisulfite. The
indicated DNA fragment was amplified by PCR and cloned into pCR2.1 vector. Individual
clones for each cell line were sequenced and the methylation level of the cytosine in the
CpGs was analyzed using QUMA computer program (open circle, unmethylated CpG;
closed circle, methylated CpG).
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Figure 2. IFNy activates GPR109A transcription from the methylated GPR109A promoter
A. Tumor cells were treated with IFNy and analyzed for GPR109A expression level by RT-

PCR (top panel). The GPR109A expression in T84 cells were also analyzed by real-time
PCR (middle panel). Column: mean, Bar: SD. Bottom panel: SW116 cells were treated with
IFN-y at 10 and 100 U/ml for 24h and analyzed by Western blotting analysis. B. Tumor cells
were stained with IFN-yR mAb and analyzed for cell surface IFN-yR protein level. Grey
area: 1gG isotype control; solid line: IFN-yR-specific staining. C. T84 cells were treated
with IFN-vy for the indicated time and analyzed for pPSTAT1 protein level by Western
blotting. D. The human GPR109A promoter structure. The GAS element locations and
consensus sequences are shown under the bar. The ChIP PCR amplified regions are
indicated above the bar. Bottom panel: SW116 and T84 cells were either untreated (—1FN-v)
or treated with IFN-y (+1FN-v) for 6 h and analyzed by ChIP using pSTAT1-specific mAb.
Purified genomic DNA (gDNA) was used as a positive control for the PCR (left panel). The
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ChIP DNA was then analyzed by real time PCR (right panel). E. T84 cells were either
untreated or treated with IFN-y (+1FN-v) for 6 h and used for nuclear extract preparation.
The nuclear extracts were incubated with the GAS element-containing DNA probe in the
absence or presence of 1gG or pSTAT1 mAb and then analyzed for protein-DNA interaction
by EMSA. A mutant GAS DNA probe (MT probe) was used as negative control.
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GPR109A CD4

Figure 3. GPR109A protein level and T-cell infiltration level in human colon car cinoma tissues
Human colon carcinoma specimens were stained with GPR109A-, CD4-, and CD8-specific

antibodies. Shown are images from two patients with high (A, patient 3 as in Fig. S2-4) and
low (B, patient 9 as in Fig. S2-4) GPR109A, CD4 and CD8 staining, respectively.
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Figure4. IFNy activates gpr109a transcription from their methylated promotersin vivo
A. Genomic DNA was isolated from mouse colon carcinoma cell line CT26 (left bottom

panel), and analyzed for gpr109a promoter DNA methylation by MS-PCR. U:
unmethylated, M: methylated. CT26 cells were also treated with IFN-y (100U/ml) and
analyzed for GPR109A expression level by real-time RT-PCR (right panel). Column: mean,
Bar: SD. B. CT26 cells (1x10*/mouse) were surgically implanted into the cecal wall of WT
(n=9) and IFN-y KO (n=7) mice. Tumor growth on the colon tissues were analyzed 21 days
after tumor transplant. Left panel: representative image of WT and IFN-yKO mouse colon
tissues showing colon tumor development (red arrows). The tumor volumes were quantified
and presented in the right panel. C. Colon carcinoma tissues as shown in B were dissected
from the colon tissues of three WT and three IFN-yKO mice, respectively, and analyzed by
real-time RT-PCR for GPR109A expression levels. Each column represents relative
GPR109A expression level in one mouse.
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Figure5. IFNy does not alter the methylation level of the GPR109 Apromoter DNAsin human

colon carcinoma cells

T84 cells were cultured in the absence or presence of IFN-y for 24 h. Genomic DNA was
isolated from the cells and analyzed for the GPR109A promoter DNA methylation level in
the 2 GAS-containing GPR109A promoter regions as shown. Open circle: Unmethylated

CpG; Closed circle: Methylated CpG.
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Figure 6. IFNy regulates GPR109A expression through direct regulation of p300 expression
A. T84 cells were treated with TSA (200 nM) or IFN-y (100U/ml) for 24 h and analyzed for

the expression of the indicated genes by RT-PCR (left panel) and real-time RT-PCR (middle
panel). The untreated (—IFN-y) or treated cells (+IFN-y) were also analyzed by ChIP using

HDAC1-specific antibody for HDAC1 association with the GPR109A promoter region

(right panel). B. T84 cells were treated with IFN-vy for the indicated time and analyzed by
RT-PCR for p300 expression level by semi-quantitative PCR (left panel) and real-time PCR
(middle panel). p300 protein level in T84 cells was analyzed by Western blotting (right
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panel). C. Top panel: The human p300 promoter structure. The ChlIP PCR-amplified regions
are indicated above the bar. The GAS element locations and consensus sequences are shown
under the bar. Bottom panel: T84 cells were either untreated (—1FN-y) or treated with IFN-y
(+IFN-y) for 6 h and analyzed by ChIP using pSTAT1-specific mAb for pSTAT1
association with the p300 promoter region. Left panel: semi-quantitative PCR. Right panel:
real-time PCR. The value of untreated cells was set at 1. D: EMSA of pSTAT1 binding to
the GAS element-containing p300 promoter DNA. T84 cells were either untreated or treated
with IFNy (+IFN-y) for 6 h and used for nuclear extract preparation. The nuclear extracts
were incubated with the GAS element-containing DNA probe in the absence or presence of
IgG or pPSTAT1 mAb and then analyzed for protein-DNA interactions. E. T84 cells were
cultured in the absence (=IFN-v) or presence (+1FN-y) of IFNy for 6 h and then analyzed by
ChIP using p300-specific antibody to detect p300 association with the GPR109A promoter
chromatin. Left panel: semi-quantitative PCR. Right panel: real-time PCR. The value of 1gG
of untreated cells was set at 1. F. T84 cells were transiently transfected with scrambled or
p300-specific siRNAs overnight, and then treated with IFNy for 8 h. p300 and GPR109A
expression levels were then analyzed by real-time RT-PCR.
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Figure 7. IFNy up-regulates p300 expression to mediate H3K 18 acetylation in the GPR109A
promoter region
A. IFN-vy induces global acetylation of H3K9, H3K18 and H3K27. SW116 and T84 cells

were treated with IFN-vy. Histone acidic extracts were prepared at the indicated time points
from the cells and analyzed for the indicated acetylated lysine residues of H3 by Western
blotting. B. H3K27 is not acetylated in the GPR109A promoter regions. T84 cells were
treated with IFN-y overnight and analyzed for acetylated H3K27 in the GPR109A promoter
regions by ChIP. C. p300 mediates H3K18 acetylation in the GPR109A promoter region.
T84 cells were transiently transfected with either scramble siRNA or p300-specific SIRNA
overnight, followed by treatment with IFN-y for 8h. Cells were then analyzed by ChlIP for
acetylated H3K9 and H3K18 levels in the GPR109A promoter region. Top panel: semi-
guantitative PCR. Bottom panel: real-time PCR. The value of 1gG of untreated cells was set
at 1.
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