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inserts). Incubation of ICT2705 and ICT2706 in either of
the cell line resulted in a significant dose-dependent
loss of viability, whereas the treatment with ICT2726 had
no detrimental effect. The dependence on CYP2W1
expression for the observed cytotoxicity was confirmed
by the absence of effect on mock-transfected cells (Fig. 1A
and B).

Treatment with ICT2705 and ICT2706 induces DNA
damage in CYP2W1-expressing SW480 cells

To show whether DNA damage is associated with the
cellular effects of the 3 chloromethylindolines, we analyzed
the appearance of phosphorylated H2A.X histone (YH2A.
X), a positive indicator of DNA damage (23). SW480-2W1
and SW480-mock cells were treated with ICT2705,
ICT2706, ICT2726, and doxorubicin (positive control), for
0, 8, 24, and 48 hours. Using immunodetection of YH2A X,
we show a time-dependent increase in DNA damage fol-
lowing treatment with ICT2705 and ICT2706 in SW480-
2W1 cells, but not in SW480-mock cells. Significant accu-
mulation of YH2A X was not detectable after treatment with
ICT2726 consistent with its lack of cytotoxicity (Fig. 1C).

Metabolism of ICT2706 and ICT2726 by CYP2W1

LC/MS analysis of the extracts of SW480-2W1 cells incu-
bated with ICT2706 reveals a specific metabolic product
(MW 363.2, m/z 364.2), consistent with a hydroxylated
derivative of ICT2706 (Fig. 2A). As the cytotoxicity of the
chloromethylindolines is known to be mediated by a
regiospecific hydroxyl group (20), the cytotoxicity observed
for ICT2706-treated SW480-2W1 cells is consistent with
formation of a cytotoxic metabolite generated in the mono-
oxygenase reaction typical for CYP enzymes.

As a part of the present investigation, we also character-
ized a metabolite of ICT2726 in SW480-2W1 cells. The
metabolite formed (m/z 351) was consistent with the
conversion of the chloromethyl moiety to the nontoxic
hydroxymethyl derivative (Fig. 2B). Such a metabolite is
rationalized not to undergo spirocyclization to the cyclo-
propane moiety, a process previously shown to be necessary
for triggering the formation of the chloromethylindoline
cytotoxic metabolite (20). No metabolites of ICT2706 and
ICT2726 were detected in the mock-transfected cells (Fig.
2A and B) confirming the requirement for CYP2W1 in the
cytotoxicity of these agents.

Figure 2. CYP2W1 catalyzed
metabolism of chloromethylindo-
lines. A, ICT2706 (2 umol/L) was
incubated with SW480-2W1 cells
for 6 hours. Formation of the
specific metabolites in the cell
extracts was analyzed by LC/MS
(Supplementary Methods).
ICT2706 (m/z 384.2) was detected
at Rt 29.1 minutes. The active
metabolite (m/z 364.2) was
detected only in the SW480-2WA1
incubation at Rt 20.6 minutes.
Insert, structure of the ICT2706 and
its active metabolite. B, ICT2726
metabolite formation in SW480-
2W1 cells was monitored as above.
ICT2726 eluted at 22.6 minutes
(m/z 368.9). The CYP2W1-specific
metabolite (m/z 364.2) had an Rt
14.9 minutes. Inset, structures of
the ICT2726 and its metabolite.
Some unidentified metabolites
were present in both SW480-2W1
and SW480-mock cells.
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Figure 3. Human colon cancer xenograft model. A, ICT2706 inhibits the growth of SW480-2W1 tumors in vivo. Ten SCID mice were injected subcutaneously
with 7 x 10° SW480-2W1 cells in both flanks. Five animals received intraperitoneal injections of 100 mg/kg ICT2706 once daily for 8 days (d) and the remaining
animals were treated with the vehicle in the same manner. Tumor volumes were determined by caliper, with the final measurement recorded on day 9, 18 hours
after the last treatment injection. Tumor volumes before treatment were considered as 100%. B, CYP2W1 is required for antitumor activity of ICT2706.
Ten SCID mice were injected subcutaneously with 7 x 10° SW480-mock cells in both flanks. Tumor take-up rate and treatment schedule were identical to
SW480-2W1 xenografts. Absolute weights of SW480-2W1 xenografts (C), and SW480-mock xenografts (D), after treatment with ICT2706 (2706) or vehicle.
Values represent the means of 10 tumors + SEM. Statistically significant differences between differentially treated SW480-2W1 or SW480-mock xenografts

are depicted by asterisks (*, P < 0.05; ***, P < 0.001).

ICT2706 inhibits SW480-2W1 tumor growth in vivo

Next, we examined the effect of the chloromethylindo-
lines on growth of human SW480-2W1 colon cancer xeno-
grafts established as solid tumors in SCID mice. ICT2706
was selected as a lead compound because in SW480 cells it
possessed the highest potency (Fig. 1A). Consecutive daily
doses of ICT2706 (100 mg/kg i.p.) produced a persistent
inhibition of tumor growth throughout the 8-day dosing
period (Fig. 3A). SW480-mock xenografts, subjected to the
same treatment regimen, showed no growth retardation in
comparison with vehicle-treated tumors (Fig. 3B). The
ICT2706 multiple dosing treatment used in this study was
well tolerated in all animals as judged by appearance,
behavior, and body weight changes of less than 10% (results
not shown). After termination of the in vivo experiment on
day 9, tumors were excised and weighed. CYP2W1-expres-
sing tumors treated with ICT2706 showed a significant
decrease in wet weight compared with vehicle-treated
tumors (Fig. 3C). In comparison, ICT2706-treated
SW480-mock tumors reached the same weight as their
matched vehicle controls (Fig. 3D). These results support
the requirement of CYP2W1 for the antitumor activity of
ICT2706.

The CYP2W1 content in samples of all excised ICT2706
and vehicle-treated tumors was analyzed using immuno-
histochemical staining. SW480-2W1 residual xenografts

treated with ICT2706 showed marked depletion of
CYP2W1-positive cells, as compared with the vehicle-trea-
ted SW480-2W1 tumors (Fig. 4A).

Growth inhibition in SW480-2W1 xenografts is
associated with ICT2706-induced DNA damage

Using immunodetection of YH2A X, we examined the
levels of treatment-induced DNA damage in tumor samples
resected from mice. The data show that ICT2706 treatment
of SW480-2W1 tumors results in a strong YH2A X signal. In
comparison, vehicle-treated SW480-2W1 tumors produced
little or no effect on YH2A X formation, and no difference
was found between the levels of YH2A.X in SW480-mock
tumors subjected to either ICT2706 or vehicle treatment
(Fig. 4B). Overall, a 50% increase in YH2A X was measured
in ICT2706-treated versus vehicle-treated SW480-2W1
tumors using quantitative densitometric analysis (data not
shown).

Tissue distribution of ICT2706

To show tumor uptake of ICT2706 and determine the fate
of this agent in vivo, we compared the distribution of
ICT2706 in SW480-2W1 tumors, plasma, and liver. The
distribution of ICT2706 in these tissues was monitored for
up to 24 hours following its administration as a single
intraperitoneal dose of 100 mg/kg. A summary of the
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Figure 4. Expression of CYP2W1 and treatment-induced DNA damage in xenograft samples. Upon termination of xenograft experiment, SW480-2W1 tumors
treated with ICT2706 or vehicle were analyzed by immunohistochemistry (A) using CYP2W1 antibodies. Immunohistochemical images are shown in
magnification x 10 and x 60. B, resected SW480-2W1 and SW480-mock tumors treated with ICT2706 or vehicle were analyzed for the presence of YH2AX,
reflecting the levels of DNA damage in the tumor tissue. Representative samples are shown (SW480-2W1 and SW480-mock tumors treated with ICT2706,
2706 1-3; and vehicle, vhcl 1-3). SW480 cells incubated with doxorubicin (2 umol/L) for 24 hours were used as a positive control (Ctrl ). Loading control was
accomplished by the immunodetection of ERp29.

pharmacokinetic parameters for ICT2706 is given in Sup- in liver (324 pg/g). All AUCs are approximated because of
plementary Table S1, and the data are shown graphically the limited number of sampled points. The results show
in Fig. 5. The absorption from the peritoneum was delayed also that the ICT2706 concentration-time curves followed a
with a Tpa Of 4 hours in plasma and tissue, however, similar clearance profile. A direct comparison of AUCs
ICT2706 was well distributed throughout the tissues.

calculated from this data showed that the AUC for ICT2706
Tumor concentrations peaked at 7.7 ug/mL, which is 4-fold was higher in tumor compared with plasma, whereas the
higher than the concentrations detected in plasma (1.78 pg/ highest AUC associated with the liver showed hepatic
mL), though peak concentrations were considerably higher

clearance to be an important route of elimination.

Figure 5. Pharmacokinetic analysis
of ICT2706 in tumor, plasma, and
liver following intraperitoneal
administration to SW480-2W1
tumor-bearing mice. SW480-2W1
xenograft tumor bearing mice
received a single dose of ICT2706
(100 mg/kg i.p.) and were sacrificed
at consecutive time points up to
24 hours. The ICT2706 content in
plasma, tumor, and liver tissue was
analyzed by LC/MS as described in
the Supplementary Methods.
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Figure 6. In vitro analysis of bystander effect. SW480-2W1 and SW480-
mock cells were seeded on 24-well plates without hygromycin. SW480-
2W1 cells were incubated with 1 and 4 umol/L ICT2706, DMSO (solvent;
final concentration 0.25%), and NP40 (negative viability control; final
concentration 1%), for 30 hours. Following the incubation, SW480-mock
cell culture medium was replaced by the supernatants of centrifuged
media from the differentially treated SW480-2W1 cells. The viability of the
SW480-mock cells incubated with the conditioned media was
determined using EZ4U assay after 50 hours of incubation. Values
represent the means of 3 independent experiments + SEM. Statistically
significant differences in viability between differentially treated SW480-
mock cells are depicted by asterisks (*, P < 0.05; ***, P < 0.001).

Bystander effect of ICT2706 in vitro

The formation of a cytotoxic metabolite of ICT2706 in
a tumor cell is predicted to kill the cell in which it is
produced. However, even though the majority of
CYP2W1-positive cells have been eliminated from
SW480-2W1 xenografts during ICT2706 treatment (Fig.
4A), significant DNA damage is still observed in the
residual tumor tissue (Fig. 4B). We therefore investigated
whether bystander cytotoxicity can occur, i.e.,, whether
the active metabolite of ICT2706 is likely to transfer from
one tumor cell to others in close proximity. SW480-mock
cells incubated with the medium from ICT2706-treated
SW480-2W1 cells show significant loss of viability,
whereas no cytotoxicity occurs in the SW480-mock cells
incubated with medium from the cells treated with vehi-
cle (Fig. 6).

Discussion

The conventional treatment of a variety of tumor types
with CYP-activated agents (e.g., CPA, IFA, and nitrosoureas)
is associated with substantial host toxicity due to the
metabolism of the prodrug by several CYPs and the presence
of these enzymes in the liver and other tissues (24). Ongo-
ing efforts to improve the therapeutic index for drugs like
CPA are based on viral CYP2B6 gene delivery to tumor
tissue, pioneered by Waxman and colleagues (25-27). This
GDEPT approach does significantly sensitize the cancer cells
to administered prodrug, however, the toxicity problem

remains. In contrast to such issues, confinement of CYP2W1
to cancer cells circumvents the need for gene delivery as well
as the unwanted effects resulting from hepatic prodrug
activation.

In the present study, we evaluate the potential of
CYP2W1 targeting in a preclinical setting. Novel chlor-
omethylindoline prodrug design has yielded ICT2705
and ICT2706 (Supplementary Fig. S1) as substrates for
the CYP2W1 enzyme that can be metabolically activated
into potent cytotoxic agents. The hydroxylation of these
compounds most likely triggers their alkylation of DNA,
as chloromethylindolines have previously been shown to
mediate this event (20). We show that upon treatment
with ICT2705 and ICT2706, cancer cells expressing
CYP2W1 enzyme suffer substantial DNA damage with
concomitant loss of viability.

In mice, xenograft growth is inhibited from the onset of
ICT2706 dosing by continuous eradication of CYP2W1-
expressing cells (Fig. 3A). The requirement of CYP2W1
enzyme was absolute in this study, as an identical treat-
ment of mock-transfected xenografts produced no anti-
tumor effect (Fig. 3B). After the cessation of ICT2706
dosing, CYP2W1-positive cells were undetectable in
extracted SW480-2W1 tumors (Fig. 4A). This tumor tissue
most probably represents a remnant of the cell popula-
tion that has initially circumvented the stable expression
of CYP2W1 and subsequently proliferated in the absence
of antibiotic pressure. Nonetheless, significant levels of
ICT2706-induced DNA damage can be detected in this
residual tumor tissue through immunodetection of YH2A.
X (Fig. 4B). The comprehensive antitumor effect and the
accumulation of DNA damage observed despite the
destruction of CYP2W1-expressing cells, speak in favor
of potential bystander cytotoxicity. For instance, the cyto-
sine deaminase/5-fluorocytosine suicide-prodrug system
triggers colon cancer xenograft regression in vivo with only
4% of successfully transfected cells (28). Our in vitro
analyses suggest that a similar bystander mechanism
might augment CYP2W1 targeting since SW480-mock
cells suffer significant loss of viability after incubation
with SW480-2W1-conditioned medium (Fig. 6). As in
the case of CPA, whose CYP-generated 4-hydroxy metab-
olite alkylates the DNA of surrounding cells (27), the
antitumor effect of ICT2706 is likely to be facilitated by
the dissemination of the toxic metabolite, affecting even
tumor tissue scarcely populated with CYP2W1-expressing
cells.

In vivo, ICT2706 is distributed to the xenograft tissue at a
concentration that is sufficient to produce a sustained
antitumor effect. Analysis of ICT2706 from dosed mice
identified higher concentration of the compound in tumor
than in plasma, indicating preferential accumulation of
drug in the target tissue. Furthermore, ICT2706 is cleared
within 24 hours, inferring that on each day of treatment the
tumor was exposed to an equal concentration of the pro-
drug. Predominantly higher concentration of ICT2706 in
liver is consistent with hepatic elimination of highly lipo-
philic compounds (Fig. 5).
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CYP2W1 enzyme is shown to be expressed at high levels,
albeit in 30% of malignant colorectal cancers (11). There-
fore, there is a need to identify the patients who would
benefit from CYP2W1-targeted therapy. In this regard,
ICT2726 is a novel chloromethylindoline that has potential
as a biomarker for functional CYP2W1. We show that
CYP2W1 oxidizes ICT2726 to an identified nontoxic metab-
olitein colon cancer cells (Fig. 2B). Unlike the chloromethy-
lindolines that are converted to DNA-binding cytotoxins,
ICT2726 is attractive for assessing the activity of CYP2W1
without the complication of induction of toxicity in the
test system and with ease of extraction for quantitative
detection.

The active site homology between CYP2W1 and CYP1A1
enzymes (21) implies a potential overlap in their substrate
specificities. Expression of CYP1A1 is however highly con-
fined to tumor tissues and generally dependent on xeno-
biotic induction, allowing for targeting by anticancer pro-
drugs such as Phortress (8). In the occurrence of in vivo
targeting of CYP2W1 by ICT2706, no signs of unwanted
host toxicity were apparent indicating that the activation of
this agent by systemic CYPs is not contributing to the
cytotoxicity observed.

The importance of CYP2W1 as a promising drug target
is supported by in vitro studies of the metabolism of 2-
(3,4-dimethoxyphenyl)-5-fluorobenzothiazole (GW-610,
NSC721648) to a reactive intermediate shown to have a
cytotoxic effect in selected breast and colon cancer cell lines
(15, 16). However, the relevance of this to its CYP2W1
mediated antitumor activity remains to be verified by in vivo
studies.

In summary, our study describes the first example of
CYP2W]1 targeting, using newly generated chloromethylin-
doline prodrugs, both in vitro and in vivo. We identify
ICT2706 as a potential therapy, which could be trialed in
an adjuvant setting of colon cancer to further prevent tumor
growth or metastasis or in a neoadjuvant setting to assist
tumor shrinkage or ablation before surgery Endogenous
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