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ABSTRACT

Although a protective role for mesalamine against colon cancer
in ulcerative colitis has been shown epidemiologically, its mo-
lecular mechanism is unknown. We cloned and sequenced a
novel human tropomyosin (hTM) isoform, TC22, which is an
alternatively spliced variant of normal epithelial hTM isoform 5
(hTMS), identical apart from 25 C-terminal amino acids. TC22 is
expressed in 100% of colorectal carcinoma but is not ex-
pressed in normal colon epithelial cells. To explore a molecular
mechanism of chemoprevention, we examined the effect of
mesalamine on TC22 expression using LS180 colon cancer
cells. Expression of hTM5 and TC22 was investigated at the
protein and gene levels by fluorescence-activated cell sorting
and real-time reverse transcription-polymerase chain reaction.
Small interference RNA (siRNA) against the TC22 variant were
transfected into LS180 colon cancer cells, reducing protein and
transcript levels by 45 to 50%. Mesalamine or sulfasalazine (2

mM), but not sulfapyridine, significantly (p < 0.02-0.006) re-
duced the expression of the TC22 transcript and significantly
(p < 0.05 to <0.0002) reduced the expression of TC22 protein
in a dose-dependent and reversible manner. Rosiglitazone, a
specific peroxisome proliferator-activated receptor-y (PPARY)
agonist, similarly and significantly (p < 0.002) reduced TC22
protein expression. A polymerase chain reaction array of 84
cancer-related genes performed on TC22 siRNA-transfected
cells demonstrated a significant (more than two times) change
in targets involved in apoptosis, adhesion, angiogenesis, and
tissue remodeling. We conclude that mesalamine, sulfasala-
zine, and rosiglitazone significantly reduced the cellular expres-
sion of TC22, implicating PPARvy in this modulation. Similar
suppression of TC22 by siRNA produced gene level changes
on several critical carcinogenic pathways. These findings sug-
gest a novel antineoplastic molecular effect of mesalamine.

Patients with ulcerative colitis (UC) have an increased risk
of developing colorectal cancer (CRC), ranging from 2%
within the first decade, 8% in the second, and 18% after 30
years of disease (Ekbom et al., 1990; Eaden et al., 2001).
Sulfasalazine (SASP) and its active metabolite 5-Aminosa-
licylate (5-ASA, mesalamine) have been the first-tier drugs of
choice in the management of UC. Epidemiological studies
suggest that SASP (Moody et al., 1996) and 5-ASA (Rubin et
al., 2007) may reduce the risk of CRC in UC, with an odds
ratio of 0.51 at lower doses and 0.23 at dosages greater than
1.2 g/day (Velayos et al., 2005). The mechanism of this anti-
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carcinogenic effect of SASP and 5-ASA remains unknown
(Croog et al., 2003).

Despite several decades of research, the mode of action of
5-ASA in UC is unclear. Various mechanisms suggested in-
clude altering the bacterial flora, antioxidant effects, and
modulating the immune functions (Harris et al., 1972; West
et al., 1974; Rubinstein et al., 1978; Shanahan et al., 1986).
Although 5-ASA is a weak cyclooxygenase (COX) inhibitor, it
is an effective lipoxygenase inhibitor, suppressing LTB4 and
sulfido-peptide release, which is more clinically relevant in
UC (Sharon et al., 1978; Peskar et al., 1987). 5-ASA has also
been shown to reduce the tumor size of CRC in a rat model
(Davis et al., 1992). In both in vivo and in vitro experiments,
it was implicated in inducing apoptosis, reversibly reducing
cell proliferation (Reinacher-Schick et al., 2000, 2003). The
appeal of 5-ASA as a cancer-preventing medication is under-
standable because azobonded sulfasalazine (SASP) bypasses

ABBREVIATIONS: UC, ulcerative colitis; 5-ASA, mesalamine, 5-aminosalicylate; COX, cyclooxygenase; CRC, colorectal cancer; PPAR, peroxi-
some proliferator-activated receptor; SASP, sulfasalazine; siRNA, small interference RNA; SP, sulfapyridine; FACS, fluorescence-activated cell
sorting; TNF, tumor necrosis factor; TZD, thiazolidinedione; DMEM, Dulbecco’s modified Eagle’s medium; ELISA, enzyme-linked immunosorbent
assay; TM, tropomyosin; RT-PCR, reverse transcription-polymerase chain reaction; GAPDH, glyceraldehyde-3-phosphate dehydrogenase; aa,
amino acid(s); MMP, matrix metalloproteinase; PDGFA, platelet-derived growth factor A; VEGFA, vascular endothelial growth factor A; IGF1,
insulin-like growth factor 1; ITGA, integrin «; OD, optical density; mAb, monoclonal antibody.
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small-bowel absorption to be cleaved by the colonic bacterial
azoreductase enzyme, allowing the 5-ASA moiety to achieve
very high intraluminal concentrations in the colon. Of the
two metabolites of SASP, 5-ASA and sulfapyridine (SP),
5-ASA acts topically on the colonic mucosa and is largely
excreted in the stool, whereas SP is absorbed from the colon
and is excreted mainly in the urine (Das et al., 1973; Das and
Dubin, 1976; Frieri et al., 1999).

It has been suggested that the effect of 5-ASA may actually
be mediated via peroxisome proliferator-activated receptor y
(PPARY) (Rousseaux et al., 2005). Viewed from a physiolog-
ical standpoint, PPARs are activated by fatty acids and
transduce metabolic signals into transcriptional responses
via specific nuclear response elements. PPARYy is expressed
in several cell types, most highly in adipocytes and colonic
epithelium, and it is essential for mucosal integrity (Dubu-
quoy et al., 2002; Wu, 2003). PPARy heterodimerizes in the
nucleus with retinoid X receptor «, and this complex binds to
DNA response elements, which increase nuclear factor-«B,
c-Jun, and c-fos as well as decrease mucosal inflammatory
cytokines, such as interleukin-18, TNF-«, and several che-
mokines (Su et al., 1999; Dubuquoy et al., 2002). Studies
have also suggested a role in the use of PPARy agonists in the
treatment of patients with inflammatory bowel disease (Su et
al., 1999; Lewis et al., 2001, 2008; Dubuquoy et al., 2003) and
in the prophylaxis of UC-related neoplasia in animal models
(Tanaka et al., 2001; Girnun and Spiegelman, 2003; Osawa et
al., 2003). Trinitrobenzene sulfonic acid colitis model using
PPARYy(+/—) mice was found to be refractory to 5-ASA,
whereas wild-type mice largely responded. Likewise, in vitro
studies showed that 5-ASA paralleled the actions of rosigli-
tazone, a commercially available thiazolidinedione (TZD), in
the induction of PPARy mRNA, nuclear migration, and pro-
tein expression in HT29 cells (Rousseaux et al., 2005).

In UC, we reported autoimmune responses (both humoral
and cellular) against human tropomyosin isoform 5 (hTM5),
a cytoskeletal microfilament protein that is predominantly
expressed in normal colonic epithelium (Geng et al., 1998;
Taniguchi et al., 2001). More recently, using the ¢cDNA li-
brary from the colon cancer cell line T84, we have cloned and
sequenced a novel hTM isoform, TC22, which is strongly
associated with colonic neoplasia and carcinoma with 100%
sensitivity but is not detected in normal colon epithelium
(Lin et al., 2002). TC22 is identical to hTM5 apart from the
C-terminal domain, representing amino acids 222 to 247
coding exon 9. TC22 is an alternatively spliced variant of
hTMS5 that is expressed during the neoplastic process (Lin et
al., 2002). A study of nondysplastic, inflammatory colonic
tissues from 65 patients with UC showed that TC22 expres-
sion was significantly associated with disease extent and
duration (Geng et al., 2007), two conditions strongly associ-
ated with carcinogenesis in UC. This suggests that TC22
expression may be an important biomarker for the identifi-
cation of patients with UC who are at high risk for colon
cancer and provides the possibility of its modulation as a tool
for exploring chemoprevention.

In this study, we describe the effects of SASP and its
metabolite, 5-ASA, on the cellular expression of TC22 in the
human colon cancer cell line L.S180 at both the protein and
gene expression levels. The effect of 5-ASA treatment on
TC22 is characterized in terms of dose-response, reversibil-
ity, and the effect of retreatment. To evaluate the specificity

of the effect of 5-ASA on T'C22, we also examined the effect of
the SASP, SP, acetylsalicylic acid (aspirin), a potent nonste-
roidal anti-inflammatory agent (sulindac), and a commer-
cially available PPARy agonist (rosiglitazone). We also ex-
plored the possibility of these drugs inducing apoptosis in
this colon cancer cell line model. Finally, to investigate the
potential pathophysiological significance of TC22 modulation
on carcinogenesis, we suppressed TC22 expression via spe-
cific siRNA and studied the effect on an array of cancer-
related targets.

Materials and Methods

Cell Culture. LS-180 colon cancer cells (American Type Culture
Collection, Manassas, VA) were grown in DMEM with 10% fetal
bovine serum. SASP, 5-ASA, sulfapyridine, aspirin, and sulindac
were obtained from Sigma-Aldrich (St. Louis, MO). Various concen-
trations of drugs were made fresh in serum-free DMEM. For SP and
SASP, the medium was first made alkaline to allow the dissolution of
the compounds and then pH-adjusted to pH 7.3. Solutions of both
5-ASA and SASP tend to precipitate at pH 7.4 at higher molarities.
Rosiglitazone was obtained from Cayman Chemical (Ann Arbor, MI),
dissolved in DMSO, and used at a concentration of 10 uM (Rous-
seaux et al., 2005; Han and Roman, 2006). A DMSO-treated group
was included as a vehicle control in all experiments that involved
rosiglitazone.

The intraluminal concentrations of 5-ASA in patients with inflam-
matory bowel disease receiving SASP or mesalamine maintenance
therapy have been reported as approximately 7.0 to 14.0 mM (Lau-
ritsen et al., 1984; Allgayer, 2003). In a series of initial experiments
using 0 to 20 mM 5-ASA, we have observed that 5-ASA at the
molarity of 10 mM or greater is toxic to cells in culture. Thus, after
a series of titration experiments, a more conservative final concen-
tration of 1 to 2 mM 5-ASA was used for all of the subsequent
experiments. As an additional control, we also used 2 mM aspirin in
parallel. Sulindac (1 mM) was chosen based on established literature
(Shiff et al., 1995).

Cells were incubated with 10 ml of serum-free DMEM, with and
without the drugs. To examine the “reversibility” or “irreversibility”
of the effect seen with 5-ASA, cells were incubated for 4 h with the
drug, washed three times, and incubated for 24 h either with serum-
free DMEM or retreated with the respective drug solution. After
these daily reincubations for up to 5 days, cells were removed with
0.25% Trypsin-EDTA, counted, and stained with trypan blue to
verify that >90% were viable in every experiment. Cells were
washed, frozen in part for Western blot analysis, or fixed and per-
meabilized with BD Cytofix/Cytoperm (BD Biosciences, San Jose,
CA) for 20 min at 4°C for FACS analysis.

Western Blot and ELISA Analyses Using Specific Monoclo-
nal Antibodies. We have described previously the development of
specific monoclonal antibodies against hTM5 (hWTM5 IgM) and TC22
(TC22-4 1gG) (Geng et al., 1998; Lin et al., 2002). The specificity and
sensitivity of these antibodies to various human tropomyosin (TM)
isoforms synthesized recombinantly was verified by Western blot
and by ELISA methods as reported previously (Lin et al., 2002). The
reactivity was detected by chemiluminescence method.

FACS Analysis. Cells were suspended with the following primary
antibodies: CG3 IgM, 1 ul (1:100) for hTM5; TC22-4 IgG, 1 pl (1:100)
for TC22; and unrelated isotype control monoclonal antibodies
(MOPC IgG or IgM) in equal concentrations. After incubation at 4°C
overnight, cells were washed with 30 volumes of phosphate-buffered
saline/0.5% bovine serum albumin/2 mM EDTA twice. Cells were
resuspended and incubated at 4°C for 1 h with secondary antibodies,
cyanine-2 conjugate G-a-M IgM or IgG, washed, and h'TM5 and TC22
expression was detected by florescent-activated cell sorting within
1 h, measuring emission at 506 nm.
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Real-Time RT-PCR Assay. RNA was extracted using the
RNeasy Mini Kit (Qiagen, Valencia, CA) according to the manufac-
turer’s instruction. The RNase-Free DNase set (Qiagen) was used
during RNA purification. cDNA was generated using Advantage
RT-for-PCR kit (Clontech, Mountain View, CA). DNA contamination
was tested by PCR of the reverse-transcriptase samples. All runs
were accompanied by a negative control, which included all reagents
except for cDNA. Expression of target mRNA was normalized with
respect to actin using the AACt method.

Real-time RT-PCR was performed by two independent methods
for the TC22 transcript (GenBank accession number AY004867) and
by one method for the hTM5 transcript (GenBank accession numbers
X04588, BC000771, and AK026559). SYBR Green detection was
completed for both TC22 and hTM5 transcripts on the LightCycler
(Roche, Indianapolis, IN) using the Qiagen SYBR Green PCR kit. All
samples underwent 40 cycles of denaturing at 95°C for 15 s, anneal-
ing at 60°C for 20 s, and extending at 72°C for 20 s. Primers for TC22
were 5'-CTG AGT TTG CTG AGA GAT CGG TAG-3' and 5'-AGG
TCA GTG GTG TGA GCA GTA AG-3'. Primers for hTM5 were
5'-GAT AAA CTC AAG GAG GCA GAG ACC-3' and 5'-GAC TGG
GCG TTC TAC ATC TCA T-3'.

In addition, TaqgMan assays were completed for TC22 in parallel
with the SYBR assays. TagMan analysis was performed with the
Prism 7900 Sequence Detection System (Applied Biosystems, Foster
City, CA) using TagMan Universal PCR Master Mix. All samples
underwent 40 cycles of denaturing at 95°C for 10 s and annealing/
extending at 60°C for 1 min. TagMan Gene Expression Assay (assay
ID Hs01080278_mH) was commercially obtained from Applied Bio-
systems for analysis of the TC22 gene product, which included for-
ward and reverse primers and the oligonucleotide probe.

siRNA against TC22. Silencer select predesigned siRNA against
the TC22 gene product (GenBank accession number AY004867) were
commercially obtained from Ambion (Austin, TX). Transfection was
performed on 0.1 X 108 cells/well using siPORT transfection reagent
(Ambion). Titration experiments identified an optimum concentra-
tion of 30 nM siRNA to effectively silence TC22 protein and gene
products. Cells were transfected in parallel with CY-3-labeled
GAPDH to assess transfection efficiency and scrambled siRNA as a
negative control. Medium was changed 24 h after transfection, and
cells were observed for CY3 fluorescence. Cells were harvested at
48 h, and transfection efficiency was also assayed at this time using
GAPDH antibody.

PCR Assay of Carcinogenic Pathways. RT? Profiler Human
Cancer Pathway Finder PCR Array was obtained from SABio-
sciences (Frederick, MD). Untransfected, scrambled siRNA (negative
control), and TC22-siRNA-transfected LLS180 cells were assayed via
an optimized, real-time RT-PCR reaction for 84 genes known to be
involved in human carcinogenesis according to the manufacturer’s
protocol.

Apoptosis. Apoptosis was examined by Vybrant Apoptosis Assay
Kit 2 (Invitrogen, Carlsbad, CA) according to the manufacturer’s
protocol.

Statistical Analysis. Statistical analysis was performed by a
one-tailed, paired, Student’s ¢ test against the null hypothesis of no
significant change. All average values are displayed with error bars
indicating S.E.M.

Results

Specificity and Sensitivity of the Monoclonal Anti-
bodies against hTM5 and TC22. Using recombinant iso-
forms of hTM (hTM1-hTMS5) and TC22, we determined the
sensitivity and specificity of CG3 and TC22-4 by ELISA and
Western blot assays (Fig. 1A). CG3 monoclonal antibody
(mAb) reacts with the N-terminal residues (aa 4-10) of
hTMS5, which are common to both hTM5 and TC22. However,
CG3 reacts with hTM5 with much greater intensity than

185

Mesalamine and Anticarcinogenesis in Ulcerative Colitis

with equimolar concentrations of TC22, as indicated by the
OD values (top of each lane, Fig. 1A) and by the visualized
bands. Because hTM5 is a structural, major cytoskeletal
protein in colonic epithelial cells (Geng et al., 1998) and TC22
is an alternatively spliced variant, hTM5 is far more abun-
dant in the cells (Lin et al., 2002). Therefore, at cellular
concentrations of TC22 and hTMS5, the cross-reactivity of
CG3 to TC22 is likely to be of minimal significance. The
TC22-4 antibody is both highly sensitive and specific to the
unique C-terminal region of the TC22 peptide (aa residues
222-247) that distinguishes it from hTM5 (Fig. 1B). All
ELISA OD values against hTMs 1, 2, 3, 4, and 5 by TC22-4
were negative; however, it strongly reacted both by ELISA
(OD >4.000) and Western blot against the recombinant TC22
protein (Fig. 1A).

Specific Reduction of TC22 Protein by 5-ASA. LS180
colon cancer cells were incubated with 2 mM 5-ASA for 0.5, 1,
1.5, 2, 3, 4, 8, and 24 h. The viability of the cells was greater
than 90% after each incubation. Figure 2, A and B, shows the
expression of TC22 and hTM5 at various time points after
incubation with 2 mM 5-ASA. There was no significant
change in TC22 expression at 0.5 or 1 h (Fig. 2A). However,
at 1.5 h, TC22 expression decreased sharply on average by
45.03% (S.E.M. * 1.66, p < 0.0117) compared with the 0 h
time point and continued to decrease by 49.17% (S.E.M. *=
7.28, p < 0.0468) at 2 h, by 38.03% (S.E.M. = 5.78, p <
0.0341) at 3 h, by 49.10% (S.E.M. = 7.03, p < 0.0002) at 4 h,
by 45.60% (S.E.M. = 3.87, p < 0.027) at 8 h, and by 49.39%
(S.E.M. = 5.89, p < 0.0002) at 24 h. Therefore, a significant
40 to 50% reduction of TC22 expression was observed start-
ing within 1.5 h of treating the cells with 2 mM 5-ASA and
was sustained for 24 h without further addition of the drug
(Fig. 2, A and B). It is important to note that the suppression
of TC22 was specific, because as hTM5 expression examined
in parallel remained essentially unchanged (Fig. 2A).

This effect on TC22 was found to be dose-dependent, be-

A TC22 hTM1 hTM2 hTM3 hTM4 hTM5
CG3 0.156 0.002 0.004 0.006 0.015 2.038
- .
TC22-4 >4.000 0.003 0.002 0.003 0.003 0.005
- : ,
B 222 248
hTMS5 KLECTKEEHLCTQRMLDQTLLDLNEM
222 247
TC22 RLYSQLERNRLLS NELKLTLHDLCD

Fig. 1. A, reactivity of TC22-4 and CG3 antibodies to hTM isoforms by
ELISA and Western blot. Western blot analysis of anti-hTM5 (CG3) and
anti-TC22 (T'C22-4) mAbs against recombinant h'TM isoforms hTMs 1 to
5 and TC22 (50 ng/lane). Corresponding ELISA values are shown above
each lane. The specificity of the respective mAbs is evident. Because the
epitope recognized by CG3 mAD is against aa residues 4 to 10 of hTMS5,
which is common in both hTM5 and TC22, CG3 activity against TC22 can
also be seen. However, TC22-4 mAb raised against the C-terminal pep-
tide of TC22, as shown in B, did not react with hTM5. B, amino acid
sequence for hTM5 and TC22. The sequence is identical for both proteins
from amino acid residues 1 to 221. However, at the C-terminal domain, aa
residues 222 to 247 are different.

2T0Z ‘T Jeqwiadaq uo 1sanb Aq 6o sjeuinofjadse weydjow wol} papeojumod


http://molpharm.aspetjournals.org/

aspet’

186

Das et al.

cause 1 mM 5-ASA treatment reduced TC22 by only 26.91%
(S.E.M. = 8.79) at 2 h of treatment. However, 2 mM 5-ASA at
the same 2-h time point reduced TC22 expression by 49.17%
(p < 0.0468) (Fig. 3A). We also analyzed whether the effect of
2 mM 5-ASA on TC22 expression was reversible if 5-ASA
exposure was removed and whether retreatment with a fresh
batch of drug caused any further effect (Fig. 2C displays a
representative experiment). When the L.S180 cells were in-
cubated with 2 mM 5-ASA for 4 h, washed, replaced with 10
ml of serum-free DMEM, and harvested after 24 h, the TC22
suppression was only 11.35% (S.E.M. = 2.68, p < 0.0737)
compared with pretreatment value. However if the LS180
cells were incubated with 2 mM 5-ASA for 4 h, washed, and
retreated with fresh 2 mM 5-ASA solution, the suppression
was 59.02% (S.E.M. * 6.336, p < 0.0057), greater on average
than the suppression seen with single treatments at 4

A

10

(49.10%) or 24 h (49.39%). Cells were also retreated daily
with fresh solutions of 2 mM 5-ASA for up to 5 days, showing
a continued suppression of TC22 by 32.96% (S.E.M. = 9.07,
p < 0.012) at 72 h and by 46.09% (S.E.M. * 6.74, p < 0.001)
at 5 days. Therefore, the effect of 5-ASA on TC22 expression
was observed to be dose-dependent, reversible, and enhanced
with continued treatment.

Effect of Other Drugs on Expression of TC22. Several
related compounds were also investigated for their effect on
TC22 expression and h'TM5 expression in vitro (Fig. 3B). At
4 h, we found that 2 mM SASP significantly reduced TC22
expression by 44.4% (S.E.M. = 16.52, p < 0.03) compared
with the pretreatment value, whereas 2 mM SP had no effect.
Rosiglitazone (10 uM) also significantly reduced TC22 ex-
pression by 41.0% (S.E.M. = 8.3, p < 0.002), similar to the
level of modulation by 5-ASA and SASP. Neither SASP, SP,
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Fig. 2. A, summary of FACS data using 2 mM 5-ASA treatment on TC22 and hTM5 expression in LS180 cells. A significant inhibition of TC22
(40-50%) is noted at 1.5 h that is sustained over 24 h. However, hTM5 levels remain essentially unchanged (+10%). Each data point is derived from
n = 3 to 10 experiments, mean = S.E.M. B, effect of 2 mM 5-ASA on TC22 expression in L.S180 cells at various time points. A representative example
of FACS data of TC22 expression after exposure to 5-ASA (2 mM) is shown. The first peak is the profile when the cells were incubated with unrelated
mAb, MOPC IgG. The second peak is the FACS profile of TC22 reactivity at various time intervals after subtraction of MOPC IgG profile by the
Overton method. C, reversibility and the effect of retreatment with 2 mM 5-ASA on TC22 expression in LS180 cells. The suppression of TC22 is
reversible after removal of the drug at 4 h and incubation with serum-free medium for 24 h (Reversibility). However, retreatment of the cells at 4 h
with a fresh solution of 5-ASA (2 mM) showed further suppression of TC22 expression (Retreatment).
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nor rosiglitazone affected cellular expression of hTM5 (data
not shown). The large S.E.M. of SASP is due to the difficulty
in keeping SASP in solution at pH 7.2 to 7.4. However, the
suppression was still significant (p < 0.03) compared with
the pretreatment value (Fig. 3B).

We also treated the cells with 2 mM aspirin because of its
structural similarity with 5-ASA. In contrast to 5-ASA, 2 mM
aspirin decreased TC22 only by 7.31% (S.E.M. + 3.8), which
was not significantly different from the pretreatment value.
Sulindac (1 mM) decreased TC22 by only 13.9% (S.E.M. =
5.57, p < 0.070) (Fig. 3B). Thus, neither sulindac nor aspirin
significantly affected cellular TC22 or hTM5 expression.

Apoptosis. At 4 h of treatment with 5-ASA or SASP, there
was no significant change in apoptosis noted (Fig. 4). Al-
though these values were not statistically significant, there
was a numerical increase in the cell populations of early
apoptotic cells in the FACS analysis (Fig. 4). There was no
notable difference in necrotic cells or late apoptotic cells
among the groups, suggesting low toxicity of the drug at the
concentrations used.

Real-Time RT-PCR Assay. Real-time RT-PCR assays were
conducted in parallel with the protein experiments at 4 and
24 h of incubation with 5-ASA. These experiments demon-
strated a significant, 50 to 60% suppression of the TC22 tran-
script at 4 h, which was verified both by SYBR (p < 0.006) and
TagMan (p < 0.018) assays (Fig. 5). At 24 h, the transcript level
for TC22 returned to the baseline. hTM5 transcription mea-
sured on the same samples by the SYBR method showed no
significant change at both 4 and 24 h (Fig. 5).

TC22 Silencing by siRNA and Carcinogenesis PCR
Array. LS180 colon cancer cells were transfected with TC22

A OK 2hr ' B

-15
g 25 \\ &
& —— 1mM 5ASA E
¥ — K —
(&] [§]
E =
a5 ! :
o o

45

\ ——2mM 5ASA
*p<0.0468
-55
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siRNA in parallel with CY-3-labeled GAPDH siRNA and
were assessed for efficiency at 48 h (Fig. 6A). Success of the
transfection was verified at the protein level by FACS, dem-
onstrating a 53% decrease in TC22 protein expression in the
transfected cells compared with a 2% change in TC22 protein
expression in the scrambled siRNA-negative control cells
(Fig. 6B). RT-PCR demonstrated a similar (45%) decrease in
TC22 transcript levels in the TC22 siRNA-transfected cells.

Examination of TC22 siRNA-transfected cells by an 84-
gene focused carcinogenic array (RT? Profiler Human Cancer
Pathway Finder PCR Array; SABiosciences), compared with
untransfected cells, generated the modulations shown in Ta-
ble 1. Similar changes were observed comparing the data
from the transfected cells with those from the scrambled
siRNA negative control. Most notably, among the statisti-
cally significant (>2-fold) changes observed, TC22 silencing
was predominantly proapoptotic, with increases of two TNF
superfamily products [TNFRSF10B (+3.1-fold), TNFRSF25
(+2.0-fold)] and involved in cell adhesion with increases in
two integrin subunits [I[TGA1l (+2.6-fold), ITGA3 (+3.0-
fold)]. In addition, the array indicates that suppression of
TC22 may induce angiogenesis [IGF1 (+6.9-fold), TEK
(+12.7-fold), VEGFA (+3.1-fold), PDGFA (—2.0-fold)] and
two matrix metalloproteinases [MMP1 (+9.2-fold) and
MMP2 (+3.6-fold)].

Discussion

Our study shows that 5-ASA and SASP specifically de-
crease the cellular expression of TC22, a novel biomarker
of colon cancer. The inactive metabolite of SASP, SP, failed

5L B
15 2 ASA 2mM SP e E
1mM Sulindac
-25 B
-35 E
5 | - .
10uM Rosi
*p<0.002
-55 T
2mM 5ASA
1 *p<0.002
2mM SASP
*p<0.03

*p values compared against "0" hr

Fig. 3. A, dose-response of 5-ASA on TC22. Dose-response of 1 and 2 mM 5-ASA on TC22 expression at 2 h. 5-ASA (2 mM) was found to be the

appropriate concentration for suppression of TC22 expression (n = 3). B,

effect of various drugs on TC22 expression in LS180 cells at 4 h. TC22

expression in LS180 cells at 4 h of treatment with aspirin (2 mM), SP (2 mM), sulindac (1 mM), rosiglitazone (Rosi) (10 uM), sulfasalazine (SASP) (2
mM), and 5-ASA (2 mM) by FACS. Significant suppression was evident with 5-ASA, SASP, and rosiglitazone but was not found with aspirin, SP, and

sulindac (n = 3 experiments).
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to produce any effect on TC22. A concentration of 2 mM in
vitro was chosen because of measured intraluminal con-
centrations of 7.0 to 14.0 mM 5-ASA in patients with
inflammatory bowel disease receiving maintenance ther-
apy (Lauritsen et al., 1984; Allgayer, 2003), titration ex-

periments indicating cell toxicity in culture greater than
10 mM, and experimental difficulties in the solubility of
SASP at pH 7.4. The specific reduction in cellular expres-
sion of TC22 and not the normal colon epithelial h'TM
isoform, hTM5, by 5-ASA and SASP is particularly intrigu-

Control LS180

N 2
40.00 1?—:
Pl
10";
35.00 ]
1] f
3000 TR TR )
Annexin-V FITC Fig. 4. Early and late apoptosis upon
Zm%S-ASA. 4hrs exposure of LS180 cells to 2 mM
P 25.00 1 m b2 5-ASA or 2 mM SASP for 4 h. Left,
% R mean value (= S.E.M.) of early apo-
2 104 ptosis and late apoptosis from three
S mld ] experiments. Right, FACS profile
< le‘-é demonstrating a rightward shift to-
e E ward greater propidium iodide and
s 10 @ + Annexin V positivity. No statistically
15.00 4 E significant differences in apoptosis
1 : were noted compared with untreated
T e ww cells. FITC, fluorescein isothiocya-
Annexin-V FITC nate.
1m0 2mM SASP, 4hrs
1 in [z
5.00 — mﬂ_g
Pl 3
m‘-g
0.00 4 ] "
Early Apoptosis Late Apoptosis 10403 :
EUntreated E2mM5ASA O2mM SASP E
Annexin-V FITC
p=<0.018
= ki
1.20 O hTMS (SYBR)
0005 OTC22 (SYBR
'd ™y Geaig )

[ OTC22 (Taq)

|

0.80

Ratio

0.60

0.20

0.00

Fig. 5. Real-time RT-PCR for hTM5 and TC22 transcripts
in LS180 cells treated with 2 mM 5-ASA. A significant
reduction of the TC22 transcript at 4 h was measured by
both SYBR (p < 0.006) and TagMan (p < 0.018) assays (n =
3). The level of TC22 transcript returned to baseline at
24 h. Note that the hTM5 transcript did not significantly
change at 4 or 24 h.

0hr 4 hr 24 hr
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ing because TC22 is strongly associated with colonic neo-
plasia and carcinoma but is not detected in normal colon
epithelium (Lin et al., 2002). We reported previously that
21 of 22 colon cancer specimens showed TC22 expression,
whereas only 1 of 17 noncancer colonic mucosal samples
and 0 of 13 hyperplastic polyps expressed the protein (p <
0.0001) (Lin et al., 2002). Although the specific physiologic
and pathophysiologic roles of TC22 remain unclear, this
association with the carcinogenic process is further
strengthened by the data we present here demonstrating
the modulation of several cancer-related pathways after
silencing the TC22 gene product. Of particular note is the
induction of two subtypes of the TNF superfamily, both

Phase Contrast (40x) Fluoresence (40x)

04

Untreated LS180 TC22-siRNA Transfected LS180

Fig. 6. Silencing of TC22 by siRNA. A, efficiency of siRNA Transfection.
Cy3-TC22 siRNA-transfected LS180 cells seen by phase contrast and
fluorescence (magnification, 45X) 48 h after transfection. B, suppression
of TC22 protein. A representative example of FACS data of TC22 expres-
sion in the untransfected and TC22 siRNA-transfected cells. Decrease of
TC22 protein by 53% was noted in the transfected cells compared with
the untransfected control. The first peak is the profile when the cells were
incubated with the unrelated mAb, MOPC IgG. The second peak is the
FACS profile of TC22 reactivity, scaled, after subtraction of MOPC IgG
profile by the Overton method.
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because of the clinical relevance of the modulation of TNF
molecules in UC and because of the potentially proapop-
totic effect of these specific receptors in TC22-suppressed
cells. In addition, several other pathways seem to be af-
fected by the specific loss of TC22, including notable in-
creases in VEGFA and several other genes involved in
angiogenesis. However, as demonstrated by our experi-
ments on apoptosis, these genetic modulations by treat-
ment with mesalamine or silencing of the TC22 gene prod-
uct were not fully realized into functional changes in
tumor cell behavior. Although others have shown 5-ASA to
induce apoptosis in vitro at concentrations in excess of 40
mM (Bus et al., 1999), our results suggest that at a clini-
cally relevant dosage of 2 mM, there was no significant
increase in apoptosis. Although our data failed to demon-
strate statistical significance, we did observe increased
populations of cells in early apoptosis in individual exper-
iments, suggesting that at higher drug concentrations, this
finding may become significant. Thus, although we were
able to establish a firm a link between the suppression of
TC22 by 5-ASA with a variety of relevant genetic targets
related to carcinogenesis, our data did not show signifi-
cance in biological endpoints, such as apoptosis, at these
concentrations. Further study is clearly warranted to elu-
cidate the physiologic effects of TC22 modulation.

We studied the level of transcription of TC22 by both
SYBR and TagMan assays at 4 h of treatment because the
suppression of the TC22 protein by FACS was most con-
sistently observed at this time point. The suppression of
the TC22 transcript is up to 50 to 60% (p < 0.018 to <
0.006) at 4 h; however, unlike the protein level, it returns
to baseline by 24 h. It is possible that although the sup-
pression of the TC22 protein by 5-ASA was sustained for
24 h, the effect on the gene is shorter in duration. Accord-
ingly, an increase in protein amount might be observed
beyond 24 h because the effect of the drug weakens with
time, and the transcript level returns to normal within the
cell. This hypothesis is further supported by the data
showing that the protein suppression by the drug was both
reversible and increased with retreatment. These dose-
response data also suggest the importance of the clinical
use of higher concentrations of 5-ASA, >1.2 g/day, which
were shown epidemiologically to be particularly chemopre-

TABLE 1
Effect of TC22-siRNA on gene level changes related to carcinogenesis
Gene Description Change
fold
Apoptosis signaling TNFRSF10B TNF receptor superfamily containing intracellular death domain that +3.1
transduces apoptosis.
TNFRSF25 TNF receptor superfamily, possibly involved in regulating +2.0
lymphocyte homeostasis. Stimulates nuclear factor-«xB activity and
regulates cell apoptosis.
Cell adhesion ITGA1 Integrin, al +2.6
ITGA3 Integrin, a3 (CD49C) +3.0
Angiogenesis IGF1 Insulin-like growth factor 1/somatomedin C +6.9
TEK TEK tyrosine kinase (related to TIE family) found in endothelial cells +12.7
interacts with angiopoietin-1 to mediate endothelial cell-smooth
muscle cell communication in venous morphogenesis.
VEGFA Vascular endothelial growth factor A +3.1
PDGFA Platelet-derived growth factor A -2.0
Matrix metalloproteinases MMPI1 Breakdown of extracellular matrix in embryonic development and +9.2
MMP2 reproductive tissue remodeling. +3.6
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ventative (Velayos et al., 2005; Rubin et al., 2007). The
reversibility of TC22 expression after the removal of 5-ASA
in vitro and the enhancement of suppression after retreat-
ment may provide experimental evidence for the impor-
tance of clinical compliance (Kane et al., 2001) in the
reduction of dysplasia/colorectal cancer in UC (Moody et
al., 1996; Croog et al., 2003; Velayos et al., 2005; Rubin et
al., 2007).

SASP contains approximately one-third 5-ASA and two-
thirds SP by weight. Therefore, at presumably the “same”
experimental concentration of 2 mM, SASP significantly (p <
0.03) reduced TC22 by a similar amount as three times the
dosage, by weight, of 5-ASA (49.10% for 5-ASA versus 44.4%
for SASP). Thus, the suppression of TC22 by SASP seems to
be unique, in that it cannot be explained exclusively because
of the effect of the 5-ASA moiety present in SASP alone. The
data raise the possibility that had we normalized our exper-
imental condition not by molarity, but rather by the total
amount of 5-ASA present, there may have been an even
greater suppression of TC22 by SASP than that with 5-ASA
alone. However, such a dosage of SASP would in vivo cause a
significant adverse effect because of the SP moiety (Das et al.,
1973) and would in vitro prove to be cytotoxic and difficult to
dissolve at pH 7.4.

It has been suggested that the antineoplastic effect of
5-ASA in UC may be due to its continuous anti-inflamma-
tory effects, which may protect against colorectal cancer.
However, other more potent anti-inflammatory agents,
such as corticosteroids and immunomodulators, such as
6-mercaptopurine (Matula et al., 2005), were unable to
show similar antineoplastic effects in epidemiological set-
tings. Because of some structural similarity between
5-ASA and aspirin, the mode of action of 5-ASA is often
confused with that of aspirin, and their unique antineo-

plastic effects assumed to be caused by a similar mecha-
nism. In actuality, there are considerable differences bio-
chemically and pharmacologically between these two
drugs with regard to physical structure and pharmacoki-
netics (Fig. 7). There are also notable differences in terms
of availability to the tissue, primarily systemic for aspirin
versus primarily topical for 5-ASA, as well as mode of
action, primarily COX-mediated for aspirin versus essen-
tially COX-unrelated for 5-ASA. The biological functions of
the two compounds also differ considerably. Whereas as-
pirin has well demonstrated thrombolytic effects, 5-ASA
does not. It is important to note that the suppression of
TC22 observed here is specific to 5-ASA and its parent
drug SASP and is not observed in an identical dosage of
aspirin and a potent inhibitor of the COX pathway, sulin-
dac. Taken together, these data suggest that the reduction
in TC22 expression is via a COX-independent mechanism.

It has been demonstrated that the anti-inflammatory
effect of 5-ASA may be mediated in part via the PPARYy
pathway (Rousseaux et al., 2005). In human trials of TZDs,
beneficial effects have been reported in mild to moderate
UC with up to 44% response and 17% remission (Lewis et
al., 2001, 2008; Girnun and Spiegelman, 2003). Our results
indicate that rosiglitazone, a TZD and specific agonist of
PPARY, reduced the expression of TC22 by almost the
same amount (41.0%, p < 0.002) as 5-ASA (49.2%) and
SASP (44.4%) within 4 h. These data provide evidence that
the antineoplastic effect of 5-ASA may be mediated via the
induction of the PPARy pathway.

Thus, the specific reduction of TC22 expression, a biomar-
ker for colon carcinogenesis, by SASP, 5-ASA, and the PPARYy
agonist rosiglitazone may provide a novel molecular mecha-
nism for mesalamine’s epidemiologically observed anticancer
potential in patients with UC.
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Fig. 7. Structures of the various compounds used.

2T0Z ‘T Jeqwiadaq uo 1sanb Aq 6o sjeuinofjadse weydjow wol} papeojumod


http://molpharm.aspetjournals.org/

aspet’

References

Allgayer H (2003) Review article: mechanisms of action of mesalazine in preventing
colorectal carcinoma in inflammatory bowel disease. Aliment Pharmacol Ther 18
(Suppl 2):10-14.

Bus PJ, Nagtegaal 1D, Verspaget HW, Lamers CB, Geldof H, Van Krieken JH, and
Griffioen G (1999) Mesalazine-induced apoptosis of colorectal cancer: on the verge
of a new chemopreventive era? Aliment Pharmacol Ther 13:1397-1402.

Croog VJ, Ullman TA, and Itzkowitz SH (2003) Chemoprevention of colorectal cancer
in ulcerative colitis. Int J Colorectal Dis 18:392—400.

Das KM and Dubin R (1976) Clinical pharmacokinetics of sulfasalazine. Clin Phar-
macokinet 1:406—425.

Das KM, Eastwood MA, McManus JP, and Sircus W (1973) Adverse reactions during
salicylazosulfapyridine therapy and the relationship with drug metabolism and
acetylator phenotype. N Engl J Med 289:491—495.

Davis AE, Patterson F, and Crouch R (1992) The effect of therapeutic drugs used in
inflammatory bowel disease on the incidence and growth of colonic cancer in the
dimethylhydrazine rat model. Br J Cancer 66:777-780.

Dubuquoy L, Dharancy S, Nutten S, Pettersson S, Auwerx J, and Desreumaux P
(2002) Role of peroxisome proliferators-activated receptor gamma and retinoid X
receptor heterodimer in hepatogastroenterological diseases. Lancet 360:1410—
1418.

Dubuquoy L, Jansson EA, Deeb S, Rakotobe S, Karoui M, Colombel JF, Auwerx J,
Pettersson S, and Desreumaux P (2003) Impaired expression of peroxisome pro-
liferators-activated receptor y in ulcerative colitis. Gastroenterology 124:1265—
1276.

Eaden JA, Abrams KR, and Mayberry JF (2001) The risk of colorectal cancer in
ulcerative colitis: a meta-analysis. Gut 48:526-535.

Ekbom A, Helmick C, Zack M, and Adami HO (1990) Ulcerative colitis and colorectal
cancer. A population-based study. N Engl J Med 323:1228-1233.

Frieri G, Pimpo MT, Palumbo GC, Onori L, Viscido A, Latella G, Galletti B, Panta-
leoni GC, and Caprilli R (1999) Rectal and colonic mesalazine concentration in
ulcerative colitis: oral vs. oral plus topical treatment. Aliment Pharmacol Ther
13:1413-1417.

Geng X, Biancone L, Dai HH, Lin JJ, Yoshizaki N, Dasgupta A, Pallone F, and Das
KM (1998) Tropomyosin isoforms in intestinal mucosa: production of autoantibod-
ies to tropomyosin isoforms in ulcerative colitis. Gastroenterology 114:912-922.

Geng X, Yingxin K, Sefah A, Papper M, and Das KM (2007) Expression of a novel
colon cancer marker, TC22, in ulcerative colitis mucosa: a possible molecular tool
for screening (Abstract). Gastroenterology 132:A634.

Girnun GD and Spiegelman BM (2003) PPARYy ligands: taking part in chemopre-
vention. Gastroenterology 124:564—5617.

Han S and Roman J (2006) Rosiglitazone suppresses human lung carcinoma cell
growth through PPARy-independent signal pathways. Mol Cancer Ther 5:430—
437.

Harris J, Archampong EQ, and Clark CG (1972) The effect of Salazopyrin on water
and electrolyte transport in the human colon measured in vivo and in vitro. Gut
13:855.

Kane SV, Cohen RD, Aikens JE, and Hanauer SB (2001) Prevalence of Nonadher-
ence with maintenance mesalamine in quiescent ulcerative colitis. Am J Gastro-
enterol 96:2929-2933.

Lauritsen K, Hansen J, Ryde M, and Rask-Madsen J (1984) Colonic azodisalicylate
metabolism determined by in vivo dialysis in healthy volunteers and patients with
ulcerative colitis. Gastroenterology 86:1496—-1500.

Lewis JD, Lichtenstein GR, Deren JJ, Sands BE, Hanauer SB, Katz JA, Lashner B,
Present DH, Chuai S, Ellenberg JH, et al. (2008) Rosiglitazone for active ulcerative
colitis: a randomized placebo-controlled trial. Gastroenterology 134:688—695.

Lewis JD, Lichtenstein GR, Stein RB, Deren JJ, Judge TA, Fogt F, Furth EE,
Demissie EJ, Hurd LB, Su CG, et al. (2001) An open label trial of the PPARy ligand
rosiglitazone for active ulcerative colitis. Am J Gastroenterol 96:3323-3328.

Lin JL, Geng X, Bhattacharya SD, Yu JR, Reiter RS, Sastri B, Glazier KD, Mirza ZK,
Wang KK, Amenta PS, et al. (2002) Isolation and sequencing of a novel tropomy-
osin isoform preferentially associated with colon cancer. Gastroenterology 123:
152-162.

Matula S, Croog V, Itzkowitz S, Harpaz N, Bodian C, Hossain S, and Ullman T (2005)

191

Mesalamine and Anticarcinogenesis in Ulcerative Colitis

Chemoprevention of colorectal neoplasia in ulcerative colitis: the effect of 6-mer-
captopurine. Clin Gastroenterol Hepatol 3:1015-1021.

Moody GA, Jayanthi V, Probert CS, Mac Kay H, and Mayberry JF (1996) Long-term
therapy with sulphasalazine protects against colorectal cancer in ulcerative colitis:
a retrospective study of colorectal cancer risk and compliance with treatment in
Leicestershire. Eur J Gastroenterol Hepatol 8:1179-1183.

Osawa E, Nakajima A, Wada K, Ishimine S, Fujisawa N, Kawamori T, Matsuhashi
N, Kadowaki T, Ochiai M, Sekihara H, et al. (2003) Peroxisome proliferator
activated receptor gamma ligands suppress colon carcinogenesis induced by
azoxymethane in mice. Gastroenterology 124:361-367.

Peskar BM, Dreyling KW, May B, Schaarschmidt K, and Goebell H (1987) Possible
mode of action of 5-aminosalicylic acid. Dig Dis Sci 32:515-56S.

Reinacher-Schick A, Schoeneck A, Graeven U, Schwarte-Waldhoff I, and Schmiegel
W (2003) Mesalazine causes a mitotic arrest and induces caspase-dependent
apoptosis in colon carcinoma cells. Carcinogenesis 24:443—451.

Reinacher-Schick A, Seidensticker F, Petrasch S, Reiser M, Philippou S, Theegarten
D, Freitag G, and Schmiegel W (2000) Mesalazine changes apoptosis and prolif-
eration in normal mucosa of patients with sporadic polyps of the large bowel.
Endoscopy 32:245-254.

Rousseaux C, Lefebvre B, Dubuquoy L, Lefebvre P, Romano O, Auwerx J, Metzger D,
Wahli W, Desvergne B, Naccari GC, et al. (2005) Intestinal anti-inflammatory
effect of 5-aminosalicylic acid is dependent on peroxisome proliferators-activated
receptor-y. J Exp Med 201:1205-1215.

Rubin DT, LoSavio A, Yadron N, Huo D, and Hanauer SB (2006) Aminosalicylate
therapy in the prevention of dysplasia and colorectal cancer in ulcerative colitis.
Clin Gastroenterol Hepatol 4:1346-1350.

Rubinstein A, Das KM, Melamed J, and Murphy RA (1978) Comparative analysis of
systemic immunological parameters in ulcerative colitis and idiopathic proctitis:
Effects of sulfasalazine in vitro and in vivo. Clin Exp Immunol 33:217-224.

Shanahan F, Niederlehner A, MacDermott RP, Stenson WF, Kane MG, and Targan
S (1986) Inhibition of cytotoxicity by sulfasalazine. II. Sulfasalazine and sulfapyr-
idine inhibit different stages of the NK and NKCF lytic process. Immunopharma-
cology 11:111-118.

Sharon P, Ligumsky M, Rachmilewitz D, and Zor U (1978) Role of prostaglandins in
ulcerative colitis. Enhanced production during active disease and inhibition by
sulfasalazine. Gastroenterology 75:638—640.

Shiff SJ, Qiao L, Tsai LL, and Rigas B (1995) Sulindac sulfide, an aspirin-like
compound, inhibits proliferation, causes cell cycle quiescence, and induces apopto-
sis in HT-29 colon adenocarcinoma cells. J Clin Invest 96:491-503.

Su CG, Wen X, Bailey ST, Jiang W, Rangwala SM, Keilbaugh SA, Flanigan A,
Murthy S, Lazar MA, and Wu GD (1999) A novel therapy for colitis utilizing
PPAR-gamma ligands to inhibit the epithelial inflammatory response. J Clin
Invest 104:383-389.

Tanaka T, Kohno H, Yoshitani S, Takashima S, Okumura A, Murakami A, and
Hosokawa M (2001) Ligands for peroxisome proliferators activated receptors alpha
and gamma inhibit chemically induced colitis and formation of aberrant crypt foci
in rats. Cancer Res 61:2424-2428.

Taniguchi M, Geng X, Glazier KD, Dasgupta A, Lin JJ, and Das KM (2001) Cellular
immune response against tropomyosin isoform 5 in ulcerative colitis. Clin Immu-
nol 101:289-295.

Velayos FS, Terdiman JP, and Walsh JM (2005) Effect of 5-Aminosalicylate use on
colorectal cancer and dysplasia risk: A systematic review and metaanalysis of
observational studies. Am J Gastroenterol 100:1345-1353.

West B, Lendrum R, Hill MdJ, and Walker G (1974) Effects of sulphasalazine (Sala-
zopyrin) on faecal flora in patients with inflammatory bowel disease. Gut¢ 15:960—
965.

Wu GD (2003) Is there a role for PPARy in IBD? Yes, no, maybe. Gastroenterology
124:1538-1542.

Address correspondence to: Dr. Kiron M. Das, UMDNJ-Robert Wood John-
son Medical School, 1 Robert Wood Johnson Place, New Brunswick, NJ 08903.
E-mail: daskm@umdnj.edu

2T0Z ‘T Jeqwiadaq uo 1sanb Aq 6o sjeuinofjadse weydjow wol} papeojumod


http://molpharm.aspetjournals.org/

