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1. Mk

T. C. Thompson #3% (Baylor College of Medicine,
Houston, TX) & WRM-9 fifgom5-%25i37-. i
I& Zipras/myc-9 %3 A 72 mouse prostate reconsti-
tution (MPR) ¥ A7 A2 X D EB S 7z~ 7 AHIATL
PRgE T dh 5% fiflE 1% Dulbecco’'s modified Eagle’s
medium (DMEM ; Nissui Pharmaceutical Co. Ltd.,
Tokyo, Japan) Hi#bi2109%FR 810 (FBS | Gibco
BRL, Grand Island, NY), 10mM HEPES #% Jil 2 CH;
#ZL7.
2. REIC/Dkk-3 AT 7/ I A WVARY ¥ —

REIC cDNA # 2 2 3 K pAxCAwt I23f A L, COS-
TPC ¥ (Takara Bio, Shiga, Japan) & >TCT7 7/
TANWANY H—|ZEBAN LT LacZ BATT /7 A
VAR Z —%arba—)b& LTHER LY.
3. @I

C57/BL6 ¥ A% XY MLV ES— ) (0.1mg/ g
body weight) OJEMEANTEG THRREE L, THEEBIEFY)
B &z C RM-9 #ifg (5.0x10%#/10x] of Hanks'
balanced salt solution) % 32 dorsal lobe (27 EA L
7o, 1B, BEEE2 S mIELRERTY Y A
REIC/Dkk-3EA 75/ 7 f VA (Ad-mREIC) & L
(e PREIC/Dkk-3#E A7 7/ 7 4 )V A (Ad-
hREIC) & %\ & Ad-LacZ (1.2x10* PFU) % E#%f#E
BNIZIEA L7z, WEO PBS #3» bu—E LT
R L7z,
4 . WSEBRIERASAE 70 DEH

F A DLHIFHSE Lo ERGBE A A=Y Y 7Y A
T AR WTIESERE 3 HEICEHI L 222, @A
Z1/2x ()X (Bff) TR
5. HLEREMENT

BRI Y REi 2L, Rv<) VEELEOL
NG T4 VAL, 7ay 2R 5miElc AT A AL,
ER LR 2~ b)) ¥ 4 U v et LTk
BrmFlLe.
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6. £ R=Vary7yvtAg

24-well < )XV A vy RX—=T 3 v F ¥ vx— (BD
Biosciences, Bedford, MA) #HWTA v RX—=T 3 »
Ty A BTl Fy v N— EEICENE DMEM
B L7 RM-9 Al (2.5 X 10°MH) %=z,
10MOI @ Ad-REIC & L <& Ad-LacZ %9 <2
L7z 7 o VIEHNIZ50%FBS A ) DMEM K:Hi% hn 2,
37C T2 AV FaN—var Ll ZOBFx v
N— FEOMIEZ I BrE, X 7L VK OMNIL
e LTAY b F2) T8 L, 200505 12 TR
ML DB 21T - 72, BiRENT FRLOFTHENUITRD
7.

T h)FNA =AY TL U RBEBELTWS

RREi)ik

arha—NA = AT EBEITS
STk

%100

MR EREOMEIE, 2> ha—u A »H— 1+ (BD
Biosciences, Bedford, MA) # vy, #ifg% 1 X 10°%#
/well \ZF%E L€ LRt & MRk k% v,

7. Y4757 4 —

F#h ORM-9 1210MOI @ Ad-REIC F 721
Ad-LacZ %Nz, 2485/ 1 > F 2= 3 ¥ L7zt
$EIfE R # Opti-MEM (GIBCO/BRL, Carlsbad, CA)
I L CE S22 A Y F 2= a vy Lz %
a7 Y a YEEHA AL, iEAE L, SDS Y 7ILoN
v 77— RELTIng/moOYTFr2E587.5%
SDS KU 727 VNT I RISV CERKEZIT-72. £
D%, 2.5% Triton X-100T SDS %L, KIS
/1 (50 mmol/1 Tris-HCl (pH 8.0), 0.5mmol/l CaCls,
1 ymol/l ZnCl,) T37C, 16H:fIA > FaN— 3~
L7z, 1%~y =797 ¥ 7)—G250 (CBB-
G250) Tt L, Bt (10% 2 & 7 —)v, 5 %HERE)
T L7 MMP i51:% #8152 L 7-.

8. WatFEMmNT

T — ¥ OFFNTIZIE, 2 BEE TlE Mann-Whitney @ U
Mg $ & O Fisher OE#EZ A7z, P<0.050%6
rEEED) E LT

& R
1. Ad-REIC OJEBENEGIC & 2 i BRI R o
Wikl

F 413 LhAT, Ad-REIC 12X % REIC % ¥ /X7 ED
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WE SRR TIESGE T VIZTT AP =2 A EBROE=41) v 712~ A% BT 52 %<
AHETLHERRELORY. CoREEET R, 4 PR RER T —- A7 22 AL (K1
[0 V& Wi S [ TR A E 7L & D TR IR R A). Ad-REIC ##5 L7-BCiday ru— VEEICkE
AR L, BIETIBENT COHI ATy T NTHHF I ESEE AR ST/ (1B). il

WHEGFELHWE L, £, ZoBWETVICBT L 72 RV B ES; O TUNEL Bt %1707 25, T~
% Ad-REIC i 32 BpAE 55 B ma NI &) 2% % il L 7. b o — VEEIZIERT Ad-REIC #Tld4 < oflia»
Transrectal
ultrasonography Macro photograph
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X1 Ad-REIC OIES MRS & 2 Hi R ES oI (A, B)

A Representative macroscopic and transrectal ultrasonographic views of orthotopic RM-9 tumors on day 15 after Ad-mREIC or
Ad-LacZ treatment.

B © Orthotopic RM-9 tumors were formed and injected intratumorally with Ad-mREIC, Ad-hREIC, Ad-LacZ, or PBS on treatment
day 0. Tumor size was measured by TRUS and data represent the average of 5 individual mice in each group; bars, =SEM. A
significant difference was observed (#%p<0.05) between the Ad-REIC and Ad-LacZ treatments.
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PR % 7~ L7z, (data not shown). WD S B DI & TIRIENEY) »/ EiRFE 255 | &
2. Ad-REIC MBI 52X %) ¥ 3 Hifni o il H2Z SN AP, FIBESE AR E VT LY V)

(B BB OHENBWEN DS 5720, &FEkTa— Tk
RM-9 Mg OFIZIEE A & T, JFFT OFIZIRE AL BIER L, A2 DR IESS A A 23 750mn | 2% L 72 )T
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A Representative macroscopic and microscopic views of RM-9 metastasis in the retroperitoneal lymph nodes after Ad-mREIC or
Ad-LacZ treatment. The mice in each group were sacrificed when the tumor volume reached an average of 750mi by TRUS
measurement. Arrowheads indicate the retroperitoneal lymph nodes. The lymph node sections were stained with hematoxylin and
eosin. Histological RM-9 metastasis was revealed in the lymph node of the Ad-LacZ-treated mouse but not of the Ad-mREIC-treated
mouse.

B : The number of metastatic lymph nodes and incidence of metastasis were analyzed when the tumor volume reached an average
of 750mi by TRUS measurement. The data represent the average of 10 to 12 individual mice in each group; bars, =SEM, or
percentage of animals with lymph node metastasis.
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) YoREIOR, MBRFENRERE T o7z (M2A). Y
YOSEEER OB E HEAHIE L2 25, Ad-LacZ
BECIE3.240.6ff D) v B D - DI L,
Ad-mREIC #TI30.9+0. 48 & EP LTz (X3
B). &5, 3 bO— VEETIES2%DHEE T 3
HitEg % R0 72 %%, Ad-REIC B T1342~45% Dizfs
MRIZBE > T/ (M2B).

3. Ad-REIC #4512 X % RM-9 fifaoiziy, Bohik
W

MM, BEREEBE T2 e T 2 EE R K

REIC/Dkk-3 OFAEPIHIRY A © Bt e

FTHN?®, < )TV o R=TarT vl A
T LML ZEDEEOMEIHH TH 2 FIE D & 1 il
ENTVBRYY, 20y A7 L% T RM-9 Mo
BEEEHEZMNELZEZA, T b — VEEICHANR
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A). T2, WY ATFLDF v v N—%55H Lo
FeEhRE 2 % L 72455, Ad-REIC B ahilin i
3O LA LTwe (M3A). B, FEHETo
TEREZEAL, TR N — Y ADFEE IR EN L Do
7.

A 350
=
g 300
. =
Y 5
g § 250
& 60 % 200
.8 =
§ 40 A ,% 150
K= g 100
20 4 b
° 50
0 £ 0
N O O
Mm o = =
SEE
ZE 3
2 <
B 10MOI
< 2 8
3] ~ [€a)
5 E =
o e} ko]
< < <
pro MMP-2 —

active MMP-2—

* p<0.05
*% p<0.001
A E SRS
~ 582
z 53
e}
< <
o)
g 10MOI
5 w =2 8
= o &~ =
E 3 8 =
o he) o] el
= < < <

zymography

loading control

3 Ad-REIC #2512 & %5 RM-9 fiffaoiz, BEhreimtlfER (A, B)

A In vitro invasion assay through Matrigel and transwell migration assay were performed as described in the “Materials and
Methods.” Data represent the average of 3 independent experiments in each group; bars, =SEM.

B Extracellular secretion of both the pro and active forms of MMP-2 was determined by zymography. As a loading control, a
similarly loaded gel was run, electroblotted onto a nitrocellulose membrane, and stained with CBB-G250. The experiment was done

in triplicate.
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4. Ad-REIC $¢512 X %5 RM-9 Hilgd> MMP-2 45
i

~ M)y rAXxrurarT—+¥ (MMP) 24t
HEZ 0L, EMRORE, mBICES 52 LD
MHNTWBY, Ad-REIC 12 X 2 EMEHIER &
MMP (DB #EIZOWTIRG T 57208 7 F ¥ A
BT T4 — %4707z T Y bO— VEETIIEER,
EHR»SM5 2 K0 MMP-2 /N> Rl CT& 7
7Y Ad-REIC HETIZHS 2275 v 7 F IV OIKTF % #28
720 FRIZTETERD MMP-2 O Y 7 F VK F A E TH -
72 (M 3B). &iHBEEEOAEFIN % B L7225,
Ad-mREIC ZF7-i% Ad-hREIC %45 L 728128\ T
B & 20 72 AR A I O Sk £ % §2.6D 72 (data not shown).

fa

v

E-D

< AR REME RM-9 o RFFRHLE 7 V2B
WC, Hilllo Ad-REIC BN 1C & 2 &5 FEA
T, MEEIENE, ) o NEIRRE ORI RETH o 72,
ZOEH AN = AL L LT, REIC ¥ v /87 E3HIC
EB2T7RM=ZAFEB LY MMP-2 {EERHIEH
MWEELEZZ LNz, B BEICH L, Ad-REIC # H
W72 JRAT BT IGEDE H Th 2R RIE S 1
7z.
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