JE A G BB EAI e A B

3R DN A B BRI AT 70 2 3

BB MET ) XA F « T4V ZBFKIDBA%E &
HER MBI (k9 B R ER i o fa s

(H19-37R 13 Av-—#5%-028)

PRIFE  MFRbT s &

mEfEE  BER O BHR

SERV22 (2010) £ - 5H



II.

M.

TS REEZAE T S A A - O A VAR OB & SRR REIC ST 2

AN LTy Sl

WHERR O TIATICHE 9 5 —

WFERROTATY - Bk

T



JEA ST BB A 5T %ﬁ%ﬁ:@%ﬁﬁ#hf
AR ket

LT =)

WK E R R

[ (L R - BT - MlaiaiRt o 7 — - HEHdR

[z E]

BOREDY ) AR /77 Jav—0#RIZ LY BOEEEEORBCED S
SFHEENRH LN E 20 | B %im&ﬁm %%m@é ENAREL le o TE T,
pﬁitbﬁﬁﬁﬁrﬁ%ﬁﬁf EALLNDENMHEEFTHY, TOIEFR

DBURTFEAIT K0 BB &i%‘ﬁ%: TLHET 2 EHRAERET &N L hllEss
MEPROOLND, LinL, IFHEBEI Y A N AT 2 —TEIEFEN~D U A LAY

REETFEADRIZBRLSH Y, RIEZBELIEBECEE> Ty, YA /LA
Ak, b FoOMmIC R U CER - BT 5 & CHIBRA BT B, T OBERELC

BRMEZAMTEZEICL0, VAN ZREEMRORZRET Z2HEAE LTHWS

TEMAEREE D, AT, Tu AT —PEREEICEE L, MREABET S
OBP-301 (Telomelysin) % & 5 {Z®# k. (arming) L., U A /L AHEFEIC L HHHASE &
EBITT R b= AFE S FpS3 e RIAT D 2 & TR PUEBETEE 2 BE T 2 FH
F IR F - A ABAKIOBP-702% BT 5, ERRIFEEIZIL, OBP-702MD {F

BURBRIBSZMET ) NAF « VA NVARF OBR%E L BERMEET I AT 25 BRI A OBRE

e LT, MBaEBHEEE TR ORREBEE IR TSEL LT,
TR b= AR EZS| SR L TWDZ E XA LM
OBP-7T02 DB FZ & HOBP-301 X W 38172 7R b — Y AFFEfEA R LT,

MR E A 1o
L. F.

TIZE Y
A. BIREE®
%&7‘51@%27’?3‘?“6%&71@ LA RIL, o7
EHERAOBRR R SICL VEBENICED LN TE

V. ZOWREBOH ELBREDO LD ER>TE
TWd, LaL, BHERSCHHED HE R &R
N EBERITZ < BT IR OB R 1T
EEZLOND, AMFEORINEL, X7 FZ—L LT
%< OBEFIRFETHER S, £OREMENHER
ENTERETT ) IOANADYT ) LBEL, &
V8RN R FUESE AT SR (armed) -/
NAF DA NARFNERFEST D LETH D,
UANREARKE FOMBBICEREL T, TOWH
EEHEEEATD L THER - TS, £O
WM R IR 2 N 5 2 &t k0, vAv
A BEHROHZREGT OHEA L LTHVD Z
ENFEREE D, ¥ EROFERERLST T
S UANASH R FEAEHE L, 80-90%D b hEM:
JEGE CHESD TRV TEMEDN 2 b D R FEAb BEE B
Tr AT —EBOWKS T T & % hTERT (human
telomerase reverse transcriptase)iB s D7 1 & — 4
=TT A VAT MLEADEIAR L QEIBRInF %
HlET 2 2 & ¢, FHAa O A CHYSET 2 IR R

75 ) 74 /A (Oncolytic adenovirus) Z#E4ET %,

EHiT, BABEREZME T 0 e — 4 —Egr-1 TN
TR b — 3 AR & B opS 3 & s T & BR
BT o2REAIEY bR, VANV RADEBE T HE
7% 1 AP

ZOF )AL F A RBKIOBP-70213%, FEHN
Ja CEINICHETE T 5 Z LI L 0 IERIHasE & 5]
XROTHEZET D, o, BMEBICEATR
F— ZAFBETHPSITEE RV 7T RERE T
H V. OBP-702iZ L 5 p53 D@ PIFHIC X v Sk it
BZMEELEREND LEZDND, &DIT,
FRESENIC RS S 7/=0BP-7021%, Bian Y
VAT HEREL TY B R T LT
2%, BRERICIIFTR Y v & 8 o - i ik
R OWMSIBRHENPFEND,

SERCI9FEEET U A VAR L in vitrolZ B 1T B il
BN OMER LTV, 204 EIZIZOBP-3018 &
OpS3BiE T2 RATHIEEMATT ) UL LA
Advexin & OHEB RO BRI 21T 7-, AF
FE1L, OBP-702088 71 72 PUlEE 2 S 0 45 7-H 4% %
LML, SHRTAR M=V AFERLEIZEL L
7= OBP-702 D F St S MR E FH 2 BREE L 7,

B. HFREFE
1) OBP-702{2 X 37 &R b— 3 A FHED Ll it
T AT — PRI L, v
A WA K B HIBASET EHEAE (oncolysis) (2L YV
AR % 3 5 OBP-301 (Telomelysin) . 774 h—
VABEMIEE AT HpS3EMEEC T ERETD
FEREFET T 5 ) 7 A )V A Advexin, B X ORHFE T
B % L 72 OBP-3011ZpS3 811 % #£#k L 7= OBP-702
ZRAWVC, b MBI HIRRAEH3S8, B PR



i b B AR T. Tl
e %A BD FACSArray /NA 47 5 A4 % —
15 b .caspase-3 DI B L |- CHifhT L7,

BILZT7TRN—= R
2k s

2) OBP-7102I2 X237 R b—V AFHED T HED
fRHT

pI3WAR T PEW) DFEWI 53 1 C & 5 p21 DO FRRFAYFE
REbE v AZ Ty MEFIZTRITL, £

4y 1A 2 iR AT L7z,

T2, TORTHE~DT T ) DA NVAEIAS
NI BOMEEEZRFET D722, EIAZEZ W IE
WARER 7 5 ) 7 A WV AdI312 L E1A & BB AR 7
T ) U A NV AAd-wtiE L 1% O AdvexinlZ K D p21 58
Pk % bRt Lz,

| Advexin (AdSCMV-p53) |

s H pova ]
m%r’/’)

ITR

ITR

AE1 AE3

| OBP-301 (Telomelysin) |

f\;

ITR

AE1 ITR

| OBP-702 (Telomelysin-p53) |

po— 15 |
|i-:’/’

ITR AE1

ey
i/

Aes ‘TR

K1 vANAREOHEE

3) OBP-702 L JESMBHIC L B2 7R b —v AFHH
ZhiR DR

H358 b hMIE/hilatiEMn X O'T.Tne b RIE
BRI E eSS D VXS0 multiplicity
of infection (MOI)® Advexin, OBP-301, & %\ i
OBP-702% 8 Ys & ¥, 24058114 (2 5Gy D st it % IR
L7, 7HR b= A% EREZBD FACSArray N
AFT T AP —IZ X HiEHEAbcaspase-3 DFE B LK
W TR L7,

(faEmEm ~DEE)

AWFEIE TREMRER) L2dlcn, THT
REAE N SR IE R E MR R S &) 2B, F N
D YIE TOMF ORI B ZEITHEH L
WFFEFT I L OAR 2/ TN D

Active caspase-3

C. WFstiER
1) OBP-702iZ L 5 7R b —3 A FH D Ll st
H358 & I JE/ N i Al L OBP-301, OBP-702
%10 MOI'CIEYL St 48IKf[ii] 4 | Z caspase-3 [5 14 il
JZzZ g L= & 2 A, AdvexinT8.9%IZxf L COBP-
702 TIX54.1% E HFICE L DT R b — 2 A MR
MesR &=, F£7-. 100 MOl ®Advexin Tl T53.9
% T&H Y. OBP-7021ZAdvexin® 10 DT R b —
VABEREATHAEZZAOND, £, T.Tnt
b £ R S b R A X OBP-301,  Advexin (2 #5451
PCdH o7, OBP-702 TIE T R b — 2 AT
WX,

* * %k

60 - 0.5% 1.33% 8.9% 54.1% 53.9% 20 - 0.57% 0.63% 1.33% 17.9%

Active caspase-3

K2 OBP-702BYLIZ X B 7 &R b — A AR
(£ H358#ifE, & T.Tnflka)
(*p <0.05 *p<0.01)

2) OBP-702IZX 37 R b—Y AFED Ly FiED
fiRHT

H358#1 TlE5 MOID Advexin T 22 p2 1 56
NH BT, OBP-702 5 MOIDJEYL TIE24H5[H] T
—IWMEICp21 DIBNH DN IHITHES LTz, T.Tn
AL TIX50 MOI®D AdvexinCp21 38 B AN R AY (2 1Y

G L7223, OBP-702/&4e ClIp21 58 BLILFA D b /s
Moz,
0BP-702 Advexin 0BP-702 Advexin
0 12 24 48 72 12 24 48 72 O 12 24 48 72 12 24 48 72
[ e e o -—-—-—I I — — o— — —
o e ey —— p53 (53 kDa)
I = —-—I [ —'-—l p21 (21 kDa)
1
I | I-: .-| Bax (23 kDa)
T el I e et | I i e LCIeavedPARP
hocesdocsnd (89 kDa)
| E1a
‘ ‘.!. | (35~45 kDa)

g=- |
|

| p-actin (42 kDa)

X3 OBP-702/ZHiz & B p1RBE1L
(£ H358MIfE, & T.ToRlia)

F 7=, H358HMARIZ VN TEIA % £ 7= 72\ JE Y Sl
75 ) A ) AdI312D KL Tl AdvexinlZ X %
P2IBBUI B L Z T o228, EIAZ B4
75 ) v A )V A Ad-wtD Y42 S 5 T AdvexinlZ



X B p2 12 BB TS LT,

E1A(-) E1A(+)

di312 + Ad-wt +
Ad-p53 (5MOI) Ad-p53 (5MOI)
0 24 48 72 24 48 72 (h)

—----—| p53 (53 kDa)

e GEERND  e—— e e

— s
- e

p21 (21 kDa)

B-actin (42 kDa)

H4 77 ) UANVAEIADRIFEER~DHEE

3) OBP-702 L HMRBEIC X BT R b —V X FHH
ZhR DB

H358 b b JE/ IR M s L O'T.Tne bR
MY EREMmRcEnENSSH D\ E50 MOID
Advexin, OBP-301., & %\ \[ZOBP-702 % & %: X,

caspase-3[GPEMIRZ ik L7 & 2 A, o072 0fH
R HER ST,
MOCK ADVEXIN  OBP-301  OBP-702
[ A | [ ¥
' | 1.8% |10.4% | 3.2% [ 24.8%
owt;/ :}% ﬁ’  ;;
=y e g 2aw|l raswl]  Jazw|] ‘I:so.s%
5MOI 5Gy ~ o/ ‘N ? 1 ,f :
i 1 i/ J
= T SRR R T 7 v <R T R UL
i o [ 1.2% | 1.3% t‘ 0.9% ‘\’4'.15/‘.
0Gy “| = | ' e vl
e AT | 74w [7.8% 12029
5Gy =« | P r‘ mi P /
P / §/ / B
i J 4 119

Active caspase-3

X5 OBP-702iT & 5 HUN#REZ MR R

D. Z£

OBP-702i%, hTERTEIZF+D T 0 E—X—TT T
) A )NVAENEIGT 2 B8 U, st e
F—H# —Egr-1 Tt MEFERpSIBIaT523BT HE
BRlfiR o A NVATH D, FRRIGEEICIE, i,
KIGE. FFlgE, R, B, L. Bk
R fE 2R & OFE I CERAICHEME T 2 2 LT X
Y OBP-702 13 EE R MIIRSE & 5| E e & 3~ & [FRFIC
pSIWIEFERBL THMART R b — v AFE LN
L7-HEES R A2 RIET D EBHLNC R T,
Egr-17" 2 & — % — O KBl 1 O AR BLIX 1S & h

E1A (35~45 kDa)

WMo, A4 MATe A NV - Tae—F
— R I ARTHEENMEN =D, 0 R T A VA
WA AIRE L 720 . T OMHFDRILBEICA LGN
EEEBETES,
ERE20~214EFE (2L, pS3BAs+ & Ff /- 72\ OBP-
30136 K OpS3tfn -3 BUIEMHERL Y 7 ) O A VA
Advexin & O IR 21TV, OBP-7021XAdvexin®#10
FOTREN—V AFEDIREAFET DL NN E
foﬁoto D5 T L LT, AdvexinCldp21 23 K¢
TR 758 S 5 1o D AN B S (L MEAL & 72 B3,
OBP-702/8% 4L TlIp21 BB IHI S h D72, TR
= AP FEIND LHEH SN D,

Advexin \

OBP-702 | -
E1A

X6 OBP-702 & Advexin DYEFBEFE DE N

Cell cycle arrest

Apoptosis

X — R ZADEEBITFHE L 7-H358 & I Jifi e il
BHIZOBP-7102 & N G- Lic L 2 A, RIFED
AdvexinPOBP-3011Z Lt R CAHBEIZ5RT1 7Rin vivobi il
BERENA LI, I LIEFHROIERNED N
Ve

X HIZ, OBP-702 D U ek sz 14 W5 2h S 2 i st
L=k Z A, OBP-301ZESZ D & HH358 b ilif
HiE, OBP-301CHEHIMEDT. Tnk M EFMIEO W
FTHTHT AR b= AFHFEITHE D B 6 2 B #iE
BAERNBIZR S TR Y . OBP-7021 3 itk Hit ik
MERETLEDRFEE X5,

AT, BIEGRIIZE & L ComMERBRCAR N )
RROSTZ#ED D LT, OBP-702I12 L5 h T A
L—ya vy —F0EREBET,

E. ¥

pS3BIn T B LT v AT — BRI T
7/ U A v AOBP-7028 A%, Bk & 2 oTcp53iE
{51 % R 7= 72V OBP-301 UK Cps 3B a1 & FE BT
BDIEBGEA T 5 ) A VA LV BROFUIEETE M A
~L, TOHRAENRENE, T, BEHRES
MBI RLHALLTHY, SO T AL —
a ) —FudirFIhs,

F. BFEHE

L. FSCHER

(3]

1. Watanabe, Y., Kojima, T., Kagawa, S., Uno, F.,
Hashimoto, Y , Kyo, S., Mizuguchi, H., Tanaka, N.,
Kawamura, H., Ichimaru, D., Urata, Y., Fujiwara, T.
A novel translational approach for human
malignant pleural mesothelioma: heparanase-



10.

1.

assisted dual virotherapy. Oncogene, (in press),
2010.

Nemunaitis, J., Tong, A. W., Nemunaitis, M.,
Senzer, N., Phadke, A. P., Bedell, C., Adams, N.,
Zhang, Y. A., Maple, P. B., Chen, S., Pappen, B.,
Burke, J., Ichimaru, D., Urata, Y., Fujiwara, T. A
phase I study of telomerase specific replication
competent oncolytic adenovirus (Telomelysin) for
various solid tumors. Mol. Ther., 18: 429-434,
2010.

Kurihara, Y., Watanabe, Y., Onimatsu, H., Kojima,
T., Shirota, T., Hatori, M., Liu, D., Kyo, S.,
Mizuguchi, H., Urata, Y., Shintani, S., Fujiwara, T.
Telomerase-specific virotheranostics for human
head and neck cancer. Clin. Cancer Res., 15: 2335-
2343, 2009.

Ikeda, Y., Kojima, T., Kuroda, S., Endo, Y., Sakai,
R., Hioki, M., Kishimoto, H., Uno, F., Kagawa, S.,
Watanabe, Y., Hashimoto, Y., Urata, Y., Tanaka,
N., Fujiwara, T. A novel antiangiogenic effect for
telomerase-specific virotherapy through host
immune system. J. Immunol., 182: 1763-1769,
2009.

Liu, D., Kojima, T., Ouchi, M., Kuroda, S.,
Watanabe, Y., Hashimoto, Y., Onimatsu, H., Urata,
Y., Fujiwara, T. Preclinical evaluation of
synergistic effect of telomerase-specific oncolytic
virotherapy and gemcitabine for human lung cancer.
Mol. Cancer Ther., 8: 980-987, 2009.

Kishimoto, H., Zhao, M., Hayashi, K., Urata, Y.,
Tanaka, N., Fujiwara, T., Penman, S., Hoffman, R.
M. In vivo internal tumor illumination by
telomerase-dependent adenoviral GFP for precise
surgical navigation. Proc. Natl, Acad. Sci. U S A,
106: 14514-14517, 2009.

Kojima, T., Hashimoto, Y., Watanabe, Y., Kagawa,
S., Uno, F., Kuroda, S., Tazawa, H., Kyo, S,
Mizuguchi, H., Urata, Y., Tanaka, N., Fujiwara, T,
A simple biological imaging system for detecting
viable human circulating tumor cells. J. Clin.
Invest., 119: 3172-3181, 2009.

Kishimoto, H., Urata, Y., Tanaka, N., Fujiwara, T.,
Hoffman, R. M. Selective metastatic tumor labeling
with green fluorescent protein and killing by
systemic administration of telomerase-dependent
adenoviruses. Mol, Cancer Ther., 8: 3001-3008,
2009. _

Ouchi, M., Kawamura, H., Urata, Y., Fujiwara, T.
Antiviral activity of cidofovir against telomerase-
specific replication-selective oncolytic adenovirus,
OBP-301 (Telomelysin). Invest. New Drugs, 27:
241-245, 2009.

Nakajima, O., Matsunaga, A., Ichimaru, D., Urata,
Y., Fujiwara, T., Kawakami, K. Telomerase-
specific virotherapy in an animal model of human
head and neck cancer. Mol Cancer Ther., 8: 171-
177, 2009.

Maida, Y., Kyo, S., Sakaguchi, J., Mizumoto, Y.,
Hashimoto, M., Mori, N., lkoma, T., Nakamura, M.,
Takakura, M., Urata, Y., Fujiwara, T., Inoue, M.

12.

13.

15.

Diagnostic potential and limitation of imaging
cancer cells in cytological samples using
telomerase-specific replicative adenovirus. Int. J.
Oncol., 34: 1549-1556, 2009.

Takakura, M., Nakamura, M., Kyo, S., Hashimoto,
M., Mori, N., Ikoma, T., Mizumoto, Y., Fujiwara,
T., Urata, Y., Inoue, M. Intraperitoneal
administration of telomerase-specific oncolytic
adenovirus sensitizes ovarian cancer cells to
cisplatin and affects survival in a xenograft model
with peritoneal dissemination. Cancer Gene Ther.,
(Epub ahead of print), 2009.

Nakajima, O., Ichimaru, D., Urata, Y., Fujiwara, T.,
Horibe, T., Kohno, M., Kawakami, K. Use of
telomelysin (OBP-301) in mouse xenografts of
human head and neck cancer. Oncol. Rep., 22:
1039-1043, 2009.

Fujiwara, T. Telomerase-specific virotherapy for
human squamous cell carcinoma. Expert Opin. Biol.
Th., 9:321-329, 2009.

Fujiwara, T., Urata, Y., Tanaka, N. Telomerase-
specific gene and vector-based therapies for human
cancer. In “Telomeres and Telomerase in Cancer”
(Hiyama, K., ed.), pp293-312, Humana Press, New
York, USA, 2009,

[#x]

1.

o

w

b

EEAE, HPRE SRR VAR

1RIR. ARBFETE [A YRS 67
306-313, 2009.

HEEE B FIRROBIR L BY. FERER
15: 139-146, 2009.

BEEEE  BEREICT 204 VARE B
L2 36:703-709,  2009.

BREE  BiaFeR. [PALERS: - 9F
EHNEHE update)  (WEIEEZE, WEMA, &
4E) pp281-288, FHEEHE, 2009.

2. RoRHK
[EgEs

I.

Fujiwara, T. Telomerase-specific oncolytic
virotherapy for human cancer. Japan-Denmark
Joint Workshop “Molecular Cancer Research”
[invited], Tokyo, 2009.

Fujiwara, T., Yano, S. A novel telomerase-specific
oncolytic virotherapy targeting cancer stem cells.
The 8" Japan-China Joint Conference for Cancer
Research “Cancer Stem Cell, microRNA, and
Cancer Immunology” [invited], Osaka, 2009.
Yano, S., Hashimoto, Y., Kuroda, S., Kojima; T.,
Uno, F., Tazawa, H., Kagawa, S., Urata, Y., Tanaka,
N., Fujiwara, T. Telomerase-specific oncolytic
virotherapy. purging cancer stem cells. 2009
Annual Meeting of the American Association for
Cancer Research, 2009.

Tazawa, H., Hashimoto, Y., Kuroda, S., Urata, Y.,
Fujiwara, T. Preclinical study of telomerase-
selective oncolytic adenovirus (OBP-301) in



10.

combination with chemotherapeutic agents. 2009
Annual Meeting of the American Association for
Cancer Research, 2009.

Yamasaki, Y., Onimatsu, H., Hashimoto, Y.,
Kojima, T., Tazawa, H., Kagawa, S., Mizuguchi, H.,
Urata, Y., Tanaka, N, Fujiwara, T. Telomerase-
specific oncolytic adenovirus armed with wild-type
p53 gene (CGCT-04) efficiently induces apoptosis
in human cancer cells. 2009 Annual Meeting of the
American Association for Cancer Research, 2009,
Hashimoto, Y., Kojima, T., Uno, F., Kagawa, S.,
Watanabe, Y., Kuroda, S., Urata, Y., Tanaka, N.,
Fujiwara, T. Biological imaging system to detect
viable circulating tumor cells is useful for
monitoring the efficacy of treatment in cancer
patients. 2009 Annual Meeting of the American
Association for Cancer Research, 2009,

Kuroda, S., Fujiwara, T., Tazawa, H., Uno, F,,
Kagawa, S., Hashimoto, Y.,Ouchi, M., Urata, Y.,
Tanaka, N., Fujiwara, T. Telomerase-specific
oncolytic adenovirus mediates molecular
sensitization to ionizing radiation in human cancer
cells through E1B55kDa expression. 2009 Annual
Meeting of the American Association for Cancer
Research, 2009.

Kojima, T., Hashimoto, Y., Kuroda, S., Yamasaki,
Y., Yano, S., Tazawa, H., Uno, F., Kagawa, S.,
Urata, Y., Tanaka, N., Fujiwara, T. Biological
purging of lymph node metastasis of
gastrointestinal cancer by telomerase-specific
virotherapy. 2009 Annual Meeting of the
American Association for Cancer Research, 2009.
Kurihara, Y., Kojima, T., Shirota, T., Hatori, M.,
Urata; Y., Fujiwara, T., Shintani, S. Preclinical
evaluation of telomerase-specific virotheranostics
for human head and neck cancer. 2009 Annual
Meeting of the American Association for Cancer
Research, 2009.

Kishimoto, H., Urata, Y., Fujiwara, T., Bouvet, M.,
Hoffman, R. M. Systemic tumor targeting by a
telomerase-specific replicating adenovirus (OBP-
301) results in inhibition of metastasis. 2009
Annual Meeting of the American Association for
Cancer Research, 2009.

[EHZR]

FINEE, FHR, BAKE, WHERE, ©
e EEEE . T oA T — ViR EN
L5 A ) ABHK] OBP-301 DEEERIGH :
WEB X4 58 1 ABIGRRSR. $109 BIRAE
B ELEHFENER (NP DA) |
2009.

BRAEE  TuArAS5—PEEE2ENETET
5 ) A N ABBIOEBE - TRE~OIGH. #F
25 [FIHA&DDS #& (W20 A) | 2009.
BRAE 7oAy —PRNEERET T
J UA VAT L DIRGHBRSZ MR & £ D5y
THEAE DIRNT. 8839 [EIHHRIC L SHIE> >

10.

11.

12.

13.

14,

KDL (WP DA) | 2009.

RREEE, WHERAE, BPEE  BHERIC
57T r AT — PRGBS A VA
Wik, 5568 [B] H FBFRFMRLR. 2009.
FNEEE, BEEHL, TEHR BER WHHE
A, BEBTE MO 50 FRE #
68 EIH X FLFINRE (SR 4) |
2009.

Yamasaki, Y., Onimatsu, H., Hashimoto, Y.,
Kojima, T., Tazawa, H., Kagawa, S., Mizuguchi, H.,
Urata, Y., Tanaka, N., Fujiwara, T. Telomerase-
specific oncolytic adenovirus armed with wild-type
p53 gene (CGCT-04) efficiently induces apoptosis
in human cancer cells. 28 15 [B] A AE G FI5E
FL. 2009

Tazawa, H., Hashimoto, Y., Kuroda, S., Urata, Y.,
Fujiwara. T. Preclinical study of telomerase-
selective oncolytic adenovirus (OBP-301) in
combination with chemotherapeutic agent and

radiation. #§ 15 [B] H KB FERFESR. 200
R, BAKE, HER, WHRE, F
B, BNEE, HHRA, BhkE, BEE
B3 7 u A7 —VPEROBEERGE D A LA
3LV LERT D 2 L CEBHRAEE R
MRS 5. 5868 Bl A A ELSFNRR.
2009.

HEA, REEh, HHLN, HERE, B
B 70 A7 —VIREEEERE Y A L
Z DHIRAREEICE D v 1 7 1 RNA-T ORBG
34— b7y VML &R, F
68 [B] A X FERFZ L. 2009.

EmALE, =, PREE, BERYE, HRETF.
RAIRAL, ABRE, BREE. JFEER
MR BAOEME 7 7 /) U A v A D FEHE
SRR ~ DR OWKRE. 68 BIAABFERFE
L, 2009

KINTER, kIFMsE, MERAe, BEEE
F X T —PREMIERERAE T A L ARH L
HEWEO O, 2 68 [B]H A ELEHiR2L,
2009.

BAKE, BEY., FHR, &)IEH, &
H—. BEHt, HERE, mhiosE, EE
#3% . 7 v AT —BIKFERHIREE T GFP %
W77 ) A NVAICLDRMMF B MERN
AFRRORRI. 55 68 [B] H A ELF R,
2009.

HHEA, BER WGERE, X¥FEth, F
oK, HINEE, BAKE, KNEHR, BE
B3 VBRI =D O LWMERNE
A A =D U T VAT ADT FIZBIT S
RAVEHE. 55 68 BIA AR FLENBL. 2009.
NBEz, £ME, BREEE. HHERE: 7
nAZ—LEELEME LEBREICT S
A VAR, 8B 68 [B H B ERFIRR,
2009.



15, WWRFARIR, AT, KR, mER, &
JIMEEG, Kome, MERE, BPLE,
F#E : 7 u A7 —CRRANERERET 7/
T AR LD ps3 OEEIFBLL AJEIA (2 X
5 p2l REICE Y TR b=V AE3HET 5.
5 68 [6] H X ERZHRER. 2009.




e R OTHTIZBE 5 —FR

HERE
BREKA ML A M4 R4 BE | =V HiRSUEE
Kurihara, Y., Watanabe, | Telomerase-specific Clinical Cancer 15 2335-2343 2009
Y., Onimatsu, H., Kojima, | virotheranostics for human Research
T., Shirota, T., Hatori, M., | head and neck cancer.
Liu, D., Kyo, S.,
Mizuguchi, H., Urata, Y.,
Shintani, S., Fujiwara, T.
Ouchi, M., Kawamura, H., | Antiviral activity of Investigational New | 27 241-245 2009
Urata, Y., Fujiwara, T. cidofovir against Drugs
telomerase-specific
replication-selective
oncolytic adenovirus,
OBP-301 (Telomelysin).
Liu, D., Kojima, T., Preclinical evaluation of Molecular Cancer 8 980-987 2009
Ouchi, M., Kuroda, S., synergistic effect of Therapeutics
Watanabe, Y., Hashimoto, |telomerase-specific
Y., Onimatsu, H., Urata, |oncolytic virotherapy and
Y., Fujiwara, T. gemcitabine for human
lung cancer.
Kishimoto, H., Zhao, M., |In vivo internal tumor Proceedings of the 106 14514-14517 2009
Hayashi, K., Urata, Y., illumination by telomerase- | National Academy
Tanaka, N., Fujiwara, T., |dependent adenoviral GFP | of Sciences of the
Penman, S., Hoffman, R. | for precise surgical United States of
M. navigation. America
Kojima, T., Hashimoto, A simple biological Journal of Clinical 119 3172-3181 2009
Y., Watanabe, Y., imaging system for Investigation
Kagawa, S., Uno, F., detecting viable human
Kuroda, S., Tazawa, H., circulating tumor cells.
Kyo, S., Mizuguchi, H.,
Urata, Y., Tanaka, N.,
Fujiwara, T.
Kishimoto, H., Urata, Y., |Selective metastatic tumor | Molecular Cancer 8 3001-3008 2009
Tanaka, N., Fujiwara, T., |labeling with green Therapeutics
Hoffman, R. M. fluorescent protein and
killing by systemic
administration of
telomerase-dependent
adenoviruses.
Nemunaitis, J., Tong, A. | A phase I study of Molecular Therapy 18 429-434 2010

W., Nemunaitis, M.,
Senzer, N., Phadke, A. P.,
Bedell, C., Adams, N.,
Zhang, Y. A., Maple, P.
B., Chen, S., Pappen, B.,
Burke, I, Ichimaru, D.,
Urata, Y., Fujiwara, T.

telomerase-specific
replication competent
oncolytic adenovirus
(Telomelysin) for various
solid tumors.




Cancer Therapy: Preclinical

Telomerase-Specific Virotheranostics for Human Head and
Neck Cancer

Yuji Kurihara,! Yuichi Watanabe,?* Hideki Onimatsu,? Toru Kojima,* Tatsuo Shirota,’
Masashi Hatori,! Dong Liu,® Satoru Kyo,® Hiroyuki Mizuguchi,” Yasuo Urata,?
Satoru Shintani," and Toshiyoshi Fujiwara®*

Purpose: Long-term outcomes of patients with squamous cell carcinoma of the head and neck
(SCCHN) remain unsatisfactory despite advances in combination of treatment modalities;
SCCHN is characterized by locoregional spread and it is clinically accessible, making'it an attrac-
tive target for intratumoral biological therapies.

Experimental Design: OBP-301is a type 5 adenovirus that contains the replication cassette in
which the human telomerase reverse. transcriptase promoter drives expression of the £7 genes:
OBP-401 contained the replication cassette and the green fluorescent protein (GFP) gene. The
antitumor effects of OBP-301 were evaluated /i vitro by the sodium 30-[1-(phenylaminocar-
bonyl)-3,4-tetrazolium]-bis(4-methoxy-6-nitro) benzene sulfonic acid hydrate assay and in vivo
in an orthotopic xenograft model:Virus spread into. the lymphatics was also orthotopically
assessed by using OBP-401.

Results: Intratumoral injection of OBP-301 resulted in the shrinkage of human SCCHN tumors
orthotopically implanted into the tongues of BALB/c nu/nu mice and significantly recovered
weight loss by enabling oral ingestion. The levels of GFP expression following ex vivo infection
of OBP-401 may be of value as a positive predictive marker for the outcome of telomerase-
specific virotherapy. Moreover, whole:body fluorescent imaging revealed that intratumorally
injected OBP-401 could visualize the metastatic lymph nodes, indicating the ability of the virus
to traffic to the regional lymphatic area and to selectively replicate in neoplastic lesions, resulting
in GFP expression and cell death in metastatic lymph nodes.

Conclusions: These results illustrate the potential of telomerase-specific oncolytic viruses for

Abstract

a novel therapeutic and diagnostic approach, termed theranostics, for human SCCHN.

Cancer remains a leading cause of death worldwide despite
improvements in diagnostic techniques and clinical manage-
ment (1, 2). An estimated 500,000 patients worldwide' are
diagnosed with squamous cell carcinoma of the head and neck
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(SCCHN) annually. This aggressive epithelial malignancy is
associated with a high mortality rate and severe morbidity
among the long-term survivors (3). Current treatment strategies
for advanced SCCHN include surgical resection, radiation,
and cytotoxic chemotherapy. Although a combination of these
modalities can improve survival, most patients eventually
experience disease progression that leads to death; disease
progression is often the result of intrinsic or acquired resistance
to treatment (4, 5). A lack of specificity. for tumor cells is
the primary limitation of radiotherapy and chemotherapy. To
improve the therapeutic index, there is a need for anticancer
agents that selectively target only tumor cells and spare normal
cells.

Replication-selective tumor-specific viruses present a novel
approach for cancer treatment (6, 7). We reported previously
that telomerase-specific replication-competent adenovirus
(OBP-301, Telomelysin),. in which the human telomerase
reverse transcriptase (hTERT) promoter- element drives the
expression of E1A and E1B genes linked with an IRES, induced
selective E1 expression, and efficiently killed human cancer
cells but not normal cells {8~10). We also found that
intratumoral injection of telomerase-specific replication-
selective adenovirus expressing the green fluorescent protein
(GFP) gene (OBP-401, TelomeScan) causes viral spread into the
regional lymphatic area with subsequent selective replication in

Clin Cancer Res 2009;15(7) April1, 2009



CancerTherapy: Preclinical

Translational Relevance

Despite new therapeutic modalities, long-term out-
comes of patients with squamous cell carcinoma of the
head and neck {(SCCHN) remain unsatisfactory. Thus,
the development of efficient treatment methods to enable
the reduction of tumors in these patients is clearly impera-
tive. Tumor-targeted oncolytic viruses have the potential to
selectively infect target tumor cells, multiply, and cause cell
death and release of viral particles, leading to the spread of
viral-mediated antitumor effects. We developed a telomer-
ase-specific oncolytic adenovirus OBP-301 (Telomelysin)
as well as OBP-401- expressing GFP gene (TelomeScan).
Our data showed that telomerase-specific oncolytic viruses
can be effective to kill human:SCCHN cells /n vitro and
in vivo as well as to identify. the patients who will likely
benefit from virotherapy, suggesting that an oncolytic
virus-based approach exhibited desirable features of a
novel “virotheranostics,” the combination of a diagnostic
assay with a therapeutic entity for human SCCHN.Thisis a
preclinical study for the future clinical trials.

metastatic lymph nodes in mi/nu mice (11). Although up to
25% of patients with SCCHN develop distant metastasis to the
lung, liver, or bone, lymph node metastases are more common
in SCCHN patients (12); therefore, locoregional disease control
with telomerase-specific ‘oncolytic viruses may be a novel
therapeutic strategy that is clinically applicable for the
treatment of human SCCHN.

In the present study, we explore the therapeutic as well as
diagnostic ability of telomerase-$pecific oncolytic viruses
in vitro and in vivo. To this end, we adopted an orthotopic
head and neck cancer xenograft model by inoculating human
SCCHN cells into the tongues of nufnu mice; this model
resembles human SCCHN in a number of biological
properties (13).

Materials and Methods

Cell lines and cell culture.  The human oral squamous carcinoma
cell lines SAS-L, SCC-4,  SCC-9, HSC-2, HSC-3, 'and HSC-4 were
maintained-in vitro as monolayers in DMEM supplemented with' 10%
heat-inactivated fetal bovine serum; 100 units/mL penicillin, and
100 mg/mL streptomycin (complete medium). The human non -small-
cell lung cancer cell line H460 and the human esophageal cancer cell
line TES were routinely propagated in monolayer culture in RPMI 1640
supplemented with 10% fetal bovine serum. The normal human lung
diploid fibroblast cell line WI38 (JCRB0518) was obtained from the
Health Science Research Resources Bank (Osaka, Japan) and grown in
Eagle’s MEM with 10% fetal bovine serum. The normal human lung
fibroblast NHLF (TaKaRa Biomedicals) and the normal human
embryonic lung. fibroblast MRC-5 (RIKEN: BioResource Center) were
cultured according to.the vendors' specifications.

Adenoviruses. The recombinant replication-selective, tumor-specific
adenovirus vector OBP-301 (Telomelysin), in which the hTERT
promoter element drives the expression of EIA and E1B genes linked
with an IRES, was previously constructed and characterized (8-10).
OBP-401 is a telomerase-specific replication-competent adenovirus
variant with the replication cassette, and GFP gene under the control
of the cytomegalovirus promoter was inserted into the E3 region. for
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monitoring viral replication (11, 14). The viruses were purified by
ultracentrifugation in cesium chloride step gradients, their titers were
determined by a plaque-forming assay using 293 cells, and they were
stored at -80°C.

Cell viability assay. An sodium 30-]1-(phenylaminocarbonyl)-3,4-
tetrazolium|-bis(4-methoxy-6-nitro)benzene sulfonic acid hydrate
(XTT) assay was done to assess the viability of tumor cells. Human
SCCHN cells (1,000 per well) were seeded onto 96-well plates 18 to
20 h before viral infection. Cells were then infected with OBP-301 at
a multiplicity of infection (MOI) of 1, 10, 50, and 100 plaque-forming
units {pfu) per cell. Cell viability was determined at the indicated time
points by using a Cell Proliferation Kit II (Roche Molecular
Biochemicals) according to the protocol provided by the manufacturer.

Fluorescence microplate reader. Cells were infected with OBP-401 at
the indicated MOI values in a 96-well black-bottomed culture plate and
further incubated for the indicated time periods. GFP fluorescence was
measured by using a fluorescence microplate reader (DS Pharma
Biomedical) with excitation/emission at 485 nm/528 nm.

Animal experiments. SAS-L and HSC-3 human oral squamous cell
carcinoma cells were harvested and suspended at a concentration of
5 x 10%/mL in the medium. To generate an orthotopic head and neck
cancer model, 6-wk-old female BALB/c nu/nu mice were anesthetized
and injected directly with 20 pL of cell suspension at a density of 10°
cells. The cells were injected into the right lateral border of the tongue
with a 27-gauge needle. When the tumor grew to 2 to 3 mm in diameter
~5 to 7 days later, 20 pL of solution containing 1 x 10® pfu of
OBP-301, OBP-401, or PBS were injected into the tumor. The perpen-
dicular diameter of each tumor was measured every 3 d, and tumor
volume was calculated by using the following formula: tumor volume
(mm®)'=a x b X 0.5, where a is the longest diameter, b is the shortest
diameter, and 0.5 is a constant to calculate the volume of an ellipsoid.
The body weights of mice were monitored and recorded. The
experimental protocol was approved by the Ethics Review Committee
for Animal Experimentation of Okayama University.

In vivo fluorescence imaging. In vivo GFP fluorescence imaging was
acquired by illuminating the animal with a Xenon 150-W lamp. The
reemitted fluorescence was collected through a long-pass filter on a
Hamamatsu C5810 3-chip color charge-coupled device camera (Hama-
matsu Photonics Systems). High-resolution image acquisition was
accomplished by using an EPSON PC. Images were processed for
contrast and brightness with the use of Adobe Photoshop 4.0.1]
software (Adobe). A fluorescence stereomicroscope (SZX7; Olympus)
was also used to visualize GFP-positive tissues.

Statistical analysis. The statistical significance of the differences in
the in vitro and in vive antitumor effects of viruses was determined by
using the Student’s ¢ test (two-tailed). The antitumor effect viruses
on orthotopically implanted tumors in nude mice were assessed by
plotting survival curves according to the Kaplan-Meier method. P values
<0.05 were considered statistically significant.

Results

In vitro cytopathic efficacy of OBP-301 on human SCCHN cell
lines. We examined the cytopathic effect of OBP-301, which is
an attenuated adenovirus in which the hTERT promoter
element drives expression of E1A and EIB genes linked with
an internal ribosome entry site (IRES; Fig. 1A}, on various
human SCCHN cell lines by the XTT cell viability assay. OBP-
301 infection induced cell death in human SCCHN cells in a
dose-dependent manner;. the sensitivity, however, varied
among different cell lines (Fig: 1B). The 1Dsq values calculated
from the dose-response curves confirmed that SAS-L cells could
be efficiently killed by OBP-301 at an multiplicity of infection
(MOI) of <150 (IDsq = 148), whereas. HSC-3 cells were less
sensitive to OBP-301 (IDs = 500; Fig. 1C}.
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Fig. 1. Schematic DNA structures of telomerase-specific viruses and selective cytopathic effect in human SCCHN cell lines /in vitro. A, OBP-301 is a telomerase-specific
replication-competent adenovirus containing the hiTERT promoter sequence inserted into the adenovirus genome to drive transcription of the E1A and E1B bicistronic cassette
linked by the IRES. OBP-401is a variant of OBP-301, in which the GFP gene is inserted under the cytomegalovirus (CMV) promoter into the E3 region for monitoring viral
replication. B, human SCCHN cell lines were infected with OBP-301 at the indicated MOI values, and surviving cells were quantitated over 5 d by the XTTassay. The cell
viability of mock-treated cells on day 0 was considered 1.0, and the relative cell viability was calculated. Points, mean of triplicate experiments; bars, SD. C, effects of various
concentrations of OBP-3010on SAS-L and HSC-3 cells assessed 5 d after the XTTassay. Results are expressed as the relative cell viability of untreated control cells.

To confirm the specificity of telomerase activity in human
SCCHN cells, we next measured the expression of hTERT
mRNA in a panel of human SCCHN cell lines and normal cell
lines by using a real-time reverse transcription-PCR method.
Although the levels of expression varied widely, all SCCHN
cell lines expressed detectable levels of "TERT mRNA, whereas
human fibroblast cells such as NHLF and WI38 were negative
for hTERT expression (Supplementary Fig. S1A). We also
examined the expression levels of coxsackievirus and adenovi-
rus receptor on the cell surface of each type of cell by flow
cytometric analysis. Apparent amounts of coxsackievirus and
adenovirus receptor expression were detected on SAS-L and
HSC-3 human SCCHN cells (Supplementary Fig. S1B).

To assess whether viral replication was restricted to tumor
cells, we next examined the replication ability of OBP-301 by
measuring the relative amounts of EIA DNA. SAS-L human
SCCHN cells and MRC-5 human fibroblasts were harvested at
indicated time points over 72 h after infection with OBP-301
and subjected to quantitative real-time PCR analysis. The ratios
were normalized by dividing the value of cells obtained 2 h after
viral infection. OBP-301 replicated 3 to 4 logs within 48 h after
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infection; the viral replication, however, was attenuated up to 2
logs in normal MRC-5 cells (Supplementary Fig. S2).

The response of tumor cells to DNA-damaging stimuli such
as chemotherapeutic drugs and ionizing radiation is predeter-
mined by the functional status of their p53 gene (15); however,
the p53 status of human SCCHN cell lines (wild-type p53 [SAS-
L], mutant p53 [SCC-4, HSC-2, HSC-3, HSC-4], and deleted
p53 [SCC-9]) is not related to their sensitivity to OBP-301.
Indeed, OBP-301 similarly killed parental SAS-L cells and cells
stably transfected with the mutant p53 gene (Supplementary
Fig. $3), suggesting that OBP-301 induces cell death in a p53-
independent manner.

Selective replication of OBP-401 in human SCCHN cell lines
in vitro. OBP-401 is a genetically engineered adenovirus that
expresses GFP by inserting the GFP gene under the control of
the cytomegalovirus promoter at the deleted E3 region of
OBP-301 (Fig. 1A). To determine whether OBP-401 replication
is associated with selective GFP expression in human SCCHN
cells, cells were analyzed and recorded by using a time-lapse
fluorescent microscope after OBP-401 infection. Representative
images at the indicated time points are shown (Fig. 2A). SAS-L
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Fig. 2. Selective visualization of human SCCHN cells in vitro by OBP-401. A, time-lapse images of SAS-L cells were recorded for 42 h after OBP-401infection at a MOI of 50.
Representative images taken at the indicated time points show cell morphology by phase-contrast microscopy (top) and GFP expression under fluorescence microscopy
(bottom). Magnification, X 200. B, quantitative assessment of GFP labeling by OBP-401in human SCCHN cell lines. Cells were infected with OBP-401 at the indicated MOI
values, and GFP fluorescence was measured over 72 h by the fluorescence microplate reader. The intensity of green fluorescence was evaluated based on the brightness
determinations used as relative fluorescence units (RFU). The relative fluorescence unit and time after infection were plotted on the ordinate and abscissa, respectively. A
green color calibration bar for the indicated relative fluorescence unit is shown on the right. C, relationship between GFP fluorescence after OBP-401infection and IDs values
after OBP-301infection in human cancer cell lines, including SCCHN cells. Relative GFP fluorescence was measured by the fluorescence microplate reader 72 h after OBP-401
infection at a MOI of 50. The IDsg values of OBP-301 on cell viability at 5 d after infection were calculated and expressed as IDsq values. The slope represents the inverse

correlation between these two factors (B2 = 0.7839).

human SCCHN cells expressed bright GFP fluorescence as early
as 12 h after OBP-401 infection at a MOI of 50. The
fluorescence intensity gradually increased in a dose-dependent
manner, followed by rapid cell death due to the cytopathic
effect of OBP-401, as evidenced by floating, highly light-
refractile cells under phase-contrast photomicrographs.

We also quantified GFP expression in human SCCHN cells
following OBP-401 infection by using a fluorescence plate
reader. Relative expression levels of GFP gradually increased in
a dose-dependent manner (Fig. 2B). Moreover, we found an
apparent inverse correlation between relative GFP expression at
72 h after OBP-401 infection and the ID 5, values of OBP-301 in
various human cancer cell lines including SCCHN cell lines
(Fig. 2C), indicating that the outcome of OBP-301 treatment
could be predicted by measuring GFP expression following
OBP-401 infection.
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In vivo antitumor effect of intratumoral injection of OBP-301
in an orthotopic nude mouse model of human SCCHN. To assess
the effect of OBP-301 on SCCHN in vivo, we used an orthotopic
animal model for SCCHN in which SAS-L cells were implanted
into the tongues of BALB/c nu/nu mice. Histopathologic
examination of the excised primary tumors showed a tumor
formation composed of implanted SAS-L cells with a solid
architecture (Fig. 3A). Mice bearing palpable SAS-L tumors with
a diameter of 3 to 5 mm received three courses of intratumoral
injections of 10® pfu of OBP-301 or PBS (mock treatment)
every 3 days beginning on the 7th day (regimen 1) or 10th day
(regimen 2) after the initial tumor inoculation (Fig. 3B).
Representative images from each group showed that tumors
treated with OBP-301 starting on day 7 after tumor inoculation
were consistently smaller than those of mock-treated mice
28 days after the first viral injection (Fig. 3C).
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Tumor growth at the primary site and body weight were as well as lymph node metastases could be detected as light-
continuously monitored. Intratumoral injection of OBP-301 emitting spots with GFP .fluorescence under the optical
in both regimens induced a gradual reduction in tumor volumes charge-coupled device imaging (Fig. 5A). We also found that
compared with mock-treated mice. Mice with tumor shrinkage OBP-401 could infect and replicate in SAS-L cells trafficking
significantly recovered body weight starting on day 10 in lymphatic vessels (Fig. 5B). These results suggest that
(regimen 1) or day 15 (regimen 2) after the last virus injection although adenoviruses could effectively drain to regional
(P < 0.05), although there was a decrease in body weight in the lymph nodes, OBP-401 replicated only in metastatic lymph
control group (Fig. 3D). This antitumor effect could be observed nodes, which was confirmed by a histopathologic analysis.
in mice orthotopically implanted with HSC-3 cells; the Metastatic SCCHN cells were mostly observed in the lymph
appearance of the effect, however, was ~4 to 5 days slower nodes with fluorescence emission, whereas most of GFP-
than that of SAS-L tumor-bearing mice (Supplementary Fig. S4). negative lymph nodes contained no tumor cells (Fig. 5C).

Locoregional spread of virus following virotherapy in an The optical imaging detected 13 lymph nodes labeled in
orthotopic human SCCHN model. SCCHN patients with spots with GFP fluorescence in 14 metastatic nodes (sensitiv-
metastases to regional lymph nodes have a poorer prognosis ity of 92.9%). Among 21 metastasis-free lymph nodes,
than patients without nodal metastases (16). To verify 3 nodes were GFP positive (specificity of 85.7%). In another
whether adenoviruses could traffic to regional lymph nodes orthotopic model implanted with HSC-3 human SCCHN
through the lymphatics, we injected 1 x 10% pfu of OBP- cells, we could also detect GFP signals in one or two
401 into SAS-L tumors implanted into the tongues of  metastatic lymph nodes but not in other nonmetastatic nodes
mice. Five days after virus injection, primary tongue tumors and salivary glands (Fig. 5; Supplementary Fig. S5).
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Fig. 3. Antitumor effects of OBP-301/n vivo in an orthotopic SCCHN model. A, tumor sections were obtained 35 d after tumor cell implantation. Paraffin-embedded sections
of SAS-L tongue tumors were stained with H&E. Scale bar, 100 pm. Top, x40 magnification; bottom, detail of the boxed region of the top panel; magnification, X400.

B, orthotopic animal experiment regimens. The tongues of BALB/c nu/nu mice were inoculated with 1 x 10% SAS-L human SCCHN cells. Orthotopic tumor-bearing mice
received three courses of intratumoral injection of 1 x 108 pfu of viruses every 3 d starting on day 7 (regimen 1) or day 10 (regimen 2) after tumor cell inoculation. Eight mice
were used in each group. C, macroscopic appearance of SAS-L tongue tumors on BALB/c nu/nu mice 5 d (top) or 35 d (bottom) after tumor cell inoculation. Representative
tumors treated with PBS or OBP-301 are shown. Note the eradicated tumors in mice that received OBP-301 injection. Green arrowhead, SAS-L tumors. D, orthotopic
tumor-bearing mice received three courses of intratumoral injection of 1 x 108 pfu of viruses every 3 d starting on day 7 (regimen 1; top) or day 10 (regimen 2; bottom) after
tumor cell inoculation. The tumor volume (/eft) and the body weight (right) were monitored and plotted. Point, mean; bars, SD. Statistical significance was defined as

P <0.05.
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Fig. 4. Virus spread of OBP-401 via lymphatics to regional lymph nodes on SAS-L tumor-bearing mice. A, selective visualization of lymph node metastasis in orthotopic
xenografts of SAS-L human SCCHN cells. Mice received intratumoral injection of OBP-401 (1 x 108 pfu) 24 d after tumor inoculation and were assessed for lymph node
metastasis 5 d later under charge-coupled device imaging. Left, gross appearance; right, fluorescence image. Red arrowhead, primary tumor; white arrowhead, metastatic
tumor cells. B, selective visualization of lymph node metastasis and lymphatic dissemination in orthotopic xenografts of SAS-L cells. Note the GFP-expressing disseminated
tumor cells in lymphatics. Red arrowhead, primary tumor; white arrowhead, metastatic tumor cells in lymphatics. C, sections of GFP-positive lymph nodes were obtained 35 d
after tumor cell implantation. Paraffin-embedded sections of lymph nodes were stained with H&E. Scale bar, 100 pm.

Prolonged survival following OBP-301 virotherapy in an
orthotopic human SCCHN model. Finally, we assessed the
effect of intratumoral injection of OBP-301 on survival time
of SAS-L-bearing mice. Mice treated with OBP-301 beginning
either on the 7th day (regimen 1) or the 10th day (regimen 2)
after tumor implantation survived significantly longer (mean =
27.4 or 33.7 days) than mice without treatment (mean = 14.7
or 24.3 days; regimen 1, P = 0.017; regimen 2, P = 0.016;
Fig. 6). The prolonged survival might reflect an antitumor effect
of oncolytic adenoviruses spreading into the locoregional area,
including regional lymph nodes.

Discussion

The present study illustrates the potential application of
replication-selective oncolytic adenoviruses as an anticancer
agent in human SCCHN patients. We found that intratumoral
administration of telomerase-specific oncolytic adenovirus
induced tumor volume reduction as well as the recovery of
weight loss by enabling oral ingestion in an orthotopic
xenograft model, in which human SCCHN cells were
implanted into the tongues of BALB/c nu/nu mice. Oncolytic
virotherapy also prolonged the survival of SCCHN tumor-
bearing mice, presumably due to the locoregional antitumor
effect against primary tumors and lymph node metastases with
viruses spreading into the lymphatics.
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Telomerase-specific oncolytic adenovirus OBP-301 exhibits
a broad cytopathic effect against human cancer cell lines of
different tissue origins (8-10). In a panel of human SCCHN
cell lines, OBP-301 also showed apparent antitumor effects
in vitro in a dose-dependent manner (Fig. 1B), although the
sensitivity varied greatly between cell lines despite hTERT and
coxsackievirus and adenovirus receptor expression (Supple-
mentary Fig. S1). We have previously found that the process
of oncolysis is morphologically distinct from apoptosis and
necrosis (17). The cell death machinery triggered by OBP-301
infection is still under the investigation, although autophagy is
partially involved in this effect (17, 18). OBP-301 has been
developed based on the ability of the hTERT promoter to
control replication of the virus in the tumors, leading to
selective killing of tumor cells and minimal undesired effects on
normal cells; the IDsy values of OBP-301 in various human
cancer cell lines, however, were not related to the levels of
hTERT mRNA expression (8, 10). Indeed, HSC-3 and HSC-4
human SCCHN cells expressing high levels of h"TERT mRNA
were less sensitive to OBP-301 than SCC-4 and SCC-9 cells with
low levels of hTERT expression. Thus, neither hTERT expression
nor coxsackievirus and adenovirus receptor expression could be
useful for predicting the outcome of OBP-301 treatment.

Biomarkers have been extensively studied and often used
to predict the potential therapeutic benefit of new agents,
including molecular-targeted therapies (19). There is a widely
recognized need for biomarkers that could improve the
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clinician’s ability to select suitable drugs for appropriate
patients. We found that the levels of GFP expression following
OBP-401 infection were highly associated with 1Ds, values of
OBP-301 in individual cell lines in witro (Fig. 2C). This
correlation may be an expected result, because OBP-301 and
OBP-401 have the same genomic backbone except for the GFP
expression cassette. Although it is necessary to establish the
assay procedures for GFP-based fluorescence measurement in
more detail, we propose the diagnostic application of OBP-401
to predict tumor responses to OBP-301. For example, when the
biopsy tissue samples of the tumor are exposed to OBP-401 for
a certain amount of time ex vivo, the levels of GFP expression
may be of value as a positive predictive marker for the outcome
of OBP-301 virotherapy. Further prospective clinical studies are
required to confirm the direct correlation between the GFP
expression in biopsy samples following ex vivo OBP-401
infection and the clinical responses to OBP-301 in patients
with SCCHN.

An orthotopic nude mouse model to investigate the cellular
and molecular mechanisms of metastasis in human neoplasia
was first described by Fidler et al. (20, 21) and Killion et al.
(22). The orthotopic implantation of tumor cells restores the

correct tumor-host interactions, which do not occur when
tumors are implanted in ectopic subcutaneous sites (20). To
further explore the in vivo antitumor effects of telomerase-
specific virotherapy for SCCHN, we used an orthotopic nude
mouse model of human tongue squamous cell carcinoma. In
our preliminary experiments, we inoculated tumor cells into
the tongue of BALB/c nu/nu mice and confirmed the formation
of tumors with a diameter of 3 to 5 mm after 5 days and the
development of metastases in neck lymph nodes after 35 days.
We also identified the presence of disseminated tumor cells in
the regional lymph nodes at least 10 days after tumor cell
implantation by using GFP-expressing SAS-L human SCCHN
cells (data not shown). Intratumoral injection of OBP-301
done 7 or 10 days after tumor inoculation significantly shrunk
the tongue SAS-L tumor volumes, which in turn increased the
body weight of mice by enabling oral ingestion (Fig. 3D).
Moreover, HSC-3 cells were relatively resistant to OBP-301
in vitro; intratumoral injection of OBP-301 was, however,
effective for recovering the body weight in mice bearing HSC-3
tongue tumors after a long-term observation (Supplementary
Fig. S4). These results suggest that although the appearance of
the effect may be slower, the in vivo antitumor activity could be

Fig. 5. Virus spread of OBP-401 via lymphatics to regional lymph nodes on HSC-3 tumor-bearing mice. A, selective visualization of lymph node metastasis in orthotopic
xenografts of HSC-3 human SCCHN cells. Mice received intratumoral injection of OBP-401 at the concentration of 1 x 108 pfu after 24 d of tumor inoculation and were
assessed for lymph node metastasis 5 d later under fluorescence stereomicroscope. B, HSC-3 primary tumor, salivary glands, and lymph nodes were excised 5 d after
OBP-401injection and then assessed for GFP fluorescence. 1to 4, lymph nodes; 5 and 6, salivary glands. C, other HSC-3 tumor-bearing mice. Excised primary tumors, salivary

glands, and lymph nodes were assessed for GFP fluorescence.
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expected even in resistant SCCHN tumors. Because the body
weight loss due to a feeding problem in this orthotopic SCCHN
model resembles the disease progression in SCCHN patients,
the finding that OBP-301 increased the body weight of mice
suggests that OBP-301 virotherapy could potentially improve
the quality of life in advanced SCCHN patients.

Amplified viruses can infect adjacent tumor cells as well as
reach metastatic lymph nodes via the lymphatic circulation. We
have previously shown that the telomerese-specific OBP-401 -
expressing GFP could be delivered into human tumor cells in
regional lymph nodes and replicate with selective GFP fluores-
cence after injection into the primary tumor in an orthotopic
rectal tumor model (11). In the orthotopic SCCHN model,
OBP-401 spread into the neck lymph nodes after injection into
the primary tongue tumor and selectively replicated in metastatic
nodules (Figs. 4 and 5; Supplementary Fig. S5). The sensitivity
and specificity of this imaging strategy for SAS-L tumors are
92.9% and 85.7%, respectively, which are sufficiently reliable
to support the concept of this approach. These results suggest
that surgeons may be able to excise primary tumors as well as
metastatic lymph nodes precisely with appropriate margins
by using this novel surgical navigation system with OBP-401.
Moreover, the therapeutic profiles of OBP-401 and OBP-301 are
considered similar, and a histopathologic analysis showed the
destruction of micrometastases by virus in metastatic lymph
nodes. This regional antitumor effect of oncolytic viruses could
have a significant effect on the prolongation of the survival of
mice bearing orthotopic tumors (Fig. 6).

Targeted therapies such as the anti-epidermal growth factor
receptor monoclonal antibody cetuximab and other small-
molecule epidermal growth factor receptor-tyrosine kinase
inhibitors have been developed for SCCHN. Although a phase
111 trial showed a survival benefit with cetuximab and standard
platinum-based therapy in SCCHN patients (23), some patients
are exquisitely sensitive to these drugs and can develop
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Summary We constructed a replication-competent oncolytic
adenovirus, OBP-301 (Telomelysin), in which human telo-
merase reverse transcriptase (WTERT) promoter drives El
genes. OBP-301 is currently being used in a phase-I clinical
trial for various types of tumors. Under such conditions, anti-
adenoviral agents should be available for safety use against
OBP-301 since any adenoviral viremia could cause severe
adverse effects. Cidofovir (CDV) is an acyclic nucleoside
phosphonate that has a broad antiviral activity against DNA
viruses. Here, we examined the antiviral effects of CDV
against OBP-301. The in vitro cytopathic effects of OBP-301
were suppressed by CDV. Moreover, CDV decreased the
adenoviral E1A gene copy number after OBP-301 infection.
These results suggest that CDV is a potentially useful
antiviral agent for OBP-301.

Keywords hTERT- Adenovirus - Cidofovir-
Oncolytic virus - Clinical trial

Introduction

Oncolytic adenoviruses have been developed for treatment of
human cancer. These viruses are designed to replicate and
selectively kill cancer cells but to have minimum effect on
normal cells [1]. Two major approaches to generate selective
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replication of viruses within tumor cells have been used [2, 3].
One is to delete genes that are critical for replication of the
virus in normal cells but are dispensable for cancer cells such
as ONYX-015 or A24 [4]. The other approach is the
replacement of the promoter region that initiates viral
replication genes to the promoter region of the genes active
in cancer cells [2, 3]. Various genetic or epigenetic targets
limited to cancer cells have been investigated and used for
constructing oncolytic adenoviruses.

Human telomerase reverse transcriptase (hTERT) is an
enzymatic subunit of human telomerase [S]. Telomerase is
expressed in almost all cancer cells but not in all normal
cells [6]. Therefore, telomerase is an attractive target for
treatment of cancer. We constructed previously the attenu-
ated adenovirus, OBP-301 (Telomelysin), in which adeno-
viral E1A and E1B genes are linked with internal ribosomal
entry site under the control of the hTERT promoter. We
reported that OBP-301 induced selective expression of E1A
and EIB genes in many cancer cell lines and sclectively
replicated and lysed cancer cells but not normal cells [7-9].
OBP-301 is currently being tested in a phase-I clinical trial
that includes various types of solid tumors. Although
patients receiving this type of therapy become positive for
anti-adenoviral neutralizing antibodies, those treated with
OBP-301 could develop adenoviral viremia with potentially
severe adverse effects. Thus, there is a need for anti-
adenoviral agents for treatment of potential viremia in
clinical trials of OBP-301.

One of the antiviral compounds is phosphonyl acyclic
nucleotides, (S)-9-(3-hydroxy-2-phosphonometoxy propyl)
cytosine dehydrate, also known as HPMPC (cidofovir, or
CDV). CDV was developed for the treatment of viral
infections and has a broad antiviral activity against DNA
viruses, such as cytomegalovirus and adenoviruses (AdV).
CDV exhibits potent inhibitory effects against several
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adenoviral serotypes in cell culture models [10]. Further-
more, CDV has been used clinically for AdV infections
after bone marrow transplantation in immunodeficient
patients [11]. Thus, we presumed that CDV could be a
useful antiviral drug against OBP-301. In the present study,
we examined the /n vitro inhibitory effects of CDV against
OBP-301 in human lung cancer cell lines.

Materials and methods
Cell culture, viruses, and chemicals

The human non-small lung cancer cell H1299 and lung
cancer cell line A549 were purchased from American Type
Culture Collection (ATCC). H1299 was cultured in RPMI
1640 medium supplemented with 10% FCS. A549 was
cultured in DMEM F12 medium supplemented with 10%
fetal calf serum (FCS). OBP-301 was constructed and
characterized as described previously [7-9]. The human
wild-type adenovirus type 5 (wt-Ad) was also used.
VISTIDE™ (CDV injection) was purchased from Gilead
Sciences (Foster City, CA).

Cell viability assay

Cells were seeded in 96-well plate at 1x10? cells per well
and incubated at 37°C. After incubation, cells were infected
with OBP-301 at a MOI of 1 (in H1299) and 5 (in AS549)
for 2 hours. The medium was aspirated and replaced with
fresh medium containing 2% FCS and serially diluted CDV.
Cell viability was determined by XTT assay 7 days after
infection using Cell Proliferation Kit II (Roche Molecular
Biochemicals) according to the protocol recommended by
the manufacturer. Protection was determined by the
following formula: Protection (%)={0OD (AdV(+).CDV
(+)) — OD (AdV (+):CDV(-)}/{OD (AdV(-):CDV(+))
—OD (AdV (#):CDV(-))} x100. CCsq (50% cytotoxic
concentration) was defined as CDV concentration that
inhibited relative cell viability to 0.5 without OBP-301
infection. ECsy (50% effective concentration) was defined
as CDV concentration that archived 50% protection.

Quantitative real-time PCR analysis

Cells were seeded in six-well plate at 2x 10> cells per well.
After overnight incubation at 37°C, the medium was
aspirated, and cells were infected with OBP-301 or wt-Ad
at a MOI of 10 for 2 hours at 37°C with gentle shaking
every 15 minutes. After incubation, the cells were washed
with PBS and placed in a medium containing serially
diluted CDV (100, 20, 4, 0.8, 0.16 and 0 uM). The cells
were harvested 24 hours later with Trypsin/EDTA and total
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DNA was extracted using QIAamp™ DNA Mini Kit
(Qiagen, Hilden, Germany). Viral E1A copy number was
measured using LightCycler instruments and LightCycler
Faststart DNAMaster SYBR Green 1 (Roche, Mannheim,
Germany). ECsy (E1A) was defined as the CDV concentra-
tion that inhibits the E1A ratio (with CDV/no CDV) to 0.5.
Primers for E1A gene were: forward: 5°- CCTGTGTCTA
GAGAATGCAA -3, reverse: 5°- ACAGCTCAAGTC
CAAAGGTT - 3°. PCR amplification began with a 600-s
of denaturation step at 95°C and then 40 cycles of
denaturation at 95°C for 10 s, annealing at 60°C for 15 s,
and extension at 72°C for 8 s.

Statistical analysis

The Student’s r-test was used to compare differences.
Statistical significance was defined when p was <0.05.

Results

In vitro cytopathic effect of OBP-301 on lung cancer cell
lines

We reported previously that OBP-301 exhibited oncolytic
activity against many types of human cancer cells [7-9]. To
confirm this, we tested its cytopathic effects in cancer cell
line in vitro. Human lung cancer cell lines, A549 and
H1299, were infected with OBP-301 at various MOIs and
numbers of living cells were measured by XTT assay
(Fig. 1). At 5 days after infection, the majority of H1299
cells were killed by OBP-301 at MOI of | and 10, and
approximately 70% of A549 cells were killed by OBP-301
at MOI of 50. These results confirmed that OBP-301
induced cell death in A549 and H1299 cells.

Inhibitory effects of CDV on the cytopathic effect
of OBP-301

Next, we tested whether the cytopathic effect by OBP-301
on these cancer cells could be inhibited by CDV treatment.
A549 and H1299 cells were infected with OBP-301 then
treated with CDV at various concentrations. Cell viability
was also determined by XTT assay. In the presence of the
drug and virus, relative cell viability significantly increased
in the presence of CDV at > 30 uM in A549 cells and
> 40 uM in H1299 cells (p<0.01) (Fig. 2). Furthermore,
inhibition of cell growth of each cell line was observed in
the presence of CDV at > 100 puM. The calculated ECs,
values of CDV were 20.4 uM for H1299 and 35.9 uM for
A549 cells, while the calculated CCsq values were
146.4 uM for H1299 cells and 106.9 uM for A549 cells.
Similar resuits were obtained by using ONYX-015 (see



