ELXSEBEFEMEERDE (ERBEHNREEMRER
[ Claudin binder &7 /URY—LEZF ALI- LREDRAZH - GREDOMRE]
SERRBEE

Claudin binder {&8fi) /R —LDRIHIZRET 5K

HMETFRE HRk B HRERKFRFR RED

MREE

Claudin-4 (CL-4) &~ FFK (C-CPE) NDMZET CL-4 ~AOEMELNBO SN -FRRATFE (C-CPE22) &
Y — LI EfL . CL-4 BB~ DR —L OIS LML= TOHER. KYRY—LD CL-4 R
B~ D& ST IXRTEE D C-CPE04 B R —LERETH o=,

C. HREM

CHhETIC, UEMARKRE DAL, BEREAE. 07
B KBE. BHRE. FEICERRLTLS CL4
ITHLERMICHEETHHRIRTFF (C-CPEM4) %
RHLT-, O C-CPE04 EEMFrUTELTHIFS
hTLBYRY—LEEAEDHEHIET, LEROLE
EIoT 2R AREDORRICOUNSEHF
ahd, EEEDORETE. €D C-CPE04 B8+ /")
RY—L(E1) MR CL-4 MEICHRMICHAT4HLE
H|EL -, T UBMRAREOERS SUSEE
DRI, T7—C T4 AT EfTEBEELT CL-4
~ADFEAEH C-CPE04 LY 20 EE - FHRAR
1JRFFR(C-CPE22) ZRHLT=. TCTHRBHARTIL.
C-CPE22 f&fifi+/) AV —LEFAEL . CL-4 RRHAT
ADFEAEIZDLNTEE@LT =

E1 C-CPE &fffi)RV—LDERXE
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. BIRAE

C-CPE [Z2(\T
AEBTEI7I/BRIORLS 3 EHEOD
C-CPE #{#fL7=, %545, C-CPE14 (& CL-4 I<#F
BHEERIGEVAVFO—ARTFFTHD. Ff=.
C-CPE04 £ KU C-CPE22 (%, CL-4 IZHERMIZ
#8589 HRTFFT, C-CPE22 (& C-CPE04 Itk
R# 20 fEHL CL-4 BHMEZHETHIRTFRT
H%.
&1%8 C-CPE & RYV—LDIARAGE
Palmitoyl-Oleoyl-Phosphatidylcholine  (POPC):
Cholesterol : Distearoylphosphatidylethanolamine
—polyethylenglycol (Mw: 2,000) (DSPE-PEG(2k)) :
DSPE-PEG(2k)-N-hydroxysuccinimide (NHS) =
63:31:3:3(EJLEL) DAEE 76.2mg ETR/—)
08 mL [CAML.NBD THEESIANLLL
Dipalmitoylphosphatidylethanolamine ~ (NBD-PE)
ZLEEBEOD 1% (®|ILL) ELGDHESITHMLT=,
COREIS/—ILBKRE 8 mL OV EBRERER
(pH7.4) 1SRN TUI RS XY —(TKHRIETTE
ALYURY —LEEHLIz, COYRY— LIS
C-CPE : DSPE-PEG(2k)-NHS = 1: 200, 400 F7=
% 800 £%GBH&LIITRAL. 4CT—BRIGSE
C-CPE04, 14, 22 &RV —LREIZEHLL .
BE. RRGORYRTFRIERBRODREICEYER



=L =,

3. CL-4 HBMRE~D C-CPE &R/ —LDHE
BEEESE

CL-4 BEFZHAL CL-4 ZRBILTIR

fRMESFMA (L #IBR) I NBD TEXEIAIILL
1-%%8 C-CPE #fif);RV/—LZFML.37 CT
1 BREASE -, Milazik%E. Mia~nURY
—LORYAAMBEZIA—Y AR AN)—IZTEE
fliLf=. Ff=. C-CPE22 iRV —L DA~
DFEESHEEIET 5120, RAHERERLLT
8 C-CPE 22 (20 pg/mL) 7F# T C-CPE22 &
fiRY—L% CL4 RBMMIZIEASE-BOM
BADOHEHECIYAAH T DONTHEFEL -,

C. RER
fERIE D HAITTEHTIEH.

D. % ¥
1. %38 C-CPE #f#i)RY—LDOFHH
C-CPE04, 14, 22 &) RV —LDRABMEITL,
FNREFNEHHFE 176 nm. 149nm B LT 170 nm
DYRY—LEHT=,
2. CL-4RBifika~ D& C-CPE R —LD
& EETE
NBD S~JLLT-%%E C-CPE iU RY—L%E
CL-4 RBMMICERSEYRY—LOMB~ D
BPRYRAAZERNLIZ(B2), TOHKER. CL4 (<
ML RSALY C-CPE14 2EMHLI-URY—LD
CL-4 RBEMRADES -MYRAIXIFEALERD
Shigmotz, —H.CL-4 ICHLEMMEEZETS

A
/A { Control

E2 %7 C-CPE #SfiURy—L®D CL4 BREMB~D
& - YA A EFE
C-CPE04+>C-CPE22 %{&ffiL1-JRV—L% CL-4

C-CPE22-liposome
C-CPE14-liposome
C-CPEO4-liposome
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REMBICERSERLEIH. WThoyRY—LYE
FREE#@RICEE -MYRAENDIEABAELIELES
t=o C-CPE22 &) RY—LDMRADHES -TY
RAHMNCLAZEN LD THIZLEHERT H1=0.
iiE#fE C-CPE 22 ZAALV-#& - YA A IZH T 5 E
FEXRRZTo-(B2), TOFER. itk C-CPE 22
Fmicky, MRa~OHEE-RYAALBEESLT-,
ZDEMD, C-CPE 22 S8RV —LIXFEMNIC

C-CPE22-liposome
+ jF 8k C-CPE22
”‘ - C-CPE22-liposome

.

Control

E3 C-CPE22 YRV —LD CL4 FEIRMIA~D#E
- MYRAAHIZH KIZTERE C-CPE22 FMDF
EFHABETFERR))

CL-4 ZH L THIRICH A - YR FENR TSI LR
gEhi=,

&T.C-CPE22 [IRTFFEMITHLIT C-CPE04
&Y CL-4 [THLBRFEDOEHNILAALMELEST
W%, LA, URY—LKREIC C-CPE22 %&ffiL 7=
154 . C-CPE04 LIZIERIZE DM~ DHEEEFEL
MREEDoTz. TRy —LREICHE~ DS
BIIRELGTHBORTFENEBHEIN TV 25,
Hla~DHEES - RYAABIFHEEORTFFTRAE
[T =D TGN EEZ SNz, FTTRIZ. UK
Y—LADRIFrEMBEEA THR~DHES -
BYAHFEEIZDONTRELE=.

SEOBHTE, URY—LADRTFREEHT
BBICRTIFFDOHRAHEZE C-CPE/
DSPE-PEG-NHS= 1/200, 1/400, 1/800 &L. UAY—
LRAELz, ChbURy—LERAVNVERADES
WMYAHEREILIZECA RTIFFOLEAHBDRE
DIz VRY—LOH~DOFEE -BRYAHEY
ETFTLA(EA3), LML, BELEMNS C-CPE04 &
C-CPE22 %#fiL1=)Ry— LM THIA~DEE
WYAHEIZEF THY. C-CPE22 54l LSk
~DFEE -MYRHEHRISEVXEDOWE, T,



C-CPE22-1/200
C-CPE04-1/200
C-CPE22-1/400
C-CPE04-1/400
C-CPE22-1/800
C-CPE04-1/800
Control

B3 GC-CPE04, 22 &#i')7RV—L (D CL4 R~

DS -MYAHHTIRTFLEHBOLE

RIFREREYRY—L~DEHIZL DA TEED
BUOICELTER R DS HEN, URY—LE
ED &S57%EHHIC C-CPE22 %88 T L lERED A F
DEELVRBADEEEFEMNMETLTLE 1280
TlEBELMEEZ LN,

E. #58%

CL-4 [T LARME OB VEFRTFF C-CPE22
EEMLIURY—LERBLI-, COURY—LIZL,
CL-4 HRMIZ CL-4 REMRICHEETHLHH
BTz, LOLERERILIC, TOHREFER
HT4EEE TICIRETL TE 1= C-CPE04 58! RY—
LEFFRETH>1=, S VRY—LADE
5B E IOV TRIBEILZTIDELNHIEER
2Y (=

WFhizLTH, C-CPE22 iRV —LAM
CL-4 BHRMICHIICES - IMYRAENDHEABHL
Mheliotfz, SOTEMND RYRY— LA EREM
BEBRELEEM TN —D1=DDTIT1474
—FFATREM )T ELTHATTREICGS
LD SIS,

F. REERER

fc.':

L

G. FRRE
G-1 WXRE

1.

Un K, Kawakami S, Suzuki R, Maruyama K,
Yamashita F, Hashida
Melanoma Growth and Metastasis by DNA

M. Suppression of
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FHE—.ENE&. K K. NEEES. X
W, FHOEMS. LU—i#, BT KICEE
DRV —LEFAL-RREES AT LD,
BAREAFS. E5.20104£5 F 12—14 8

Ryo Suzuki, Yusuke Oda, Keiichi Hirata, Naoki
Utoguchi, Kazuo Maruyama . Analysis of
anti-tumor mechanism by the combination of
therapeutic ultrasound and immunotherapy .
Symposium of  Therapeutic

(ISTU2010), 33T . 2010 % 6 A

International
Ultrasound
10-12 H
NEEN.BR F.FEHE—,XBER.F
MOEH. HAEE. LL—#. sHREkgE
BERICBFEINT VIR —LEBEREF A
LihREEEDOHIEFME A DDS F&. K
PR.2010 46 A 16—18 H

Risa Koshima, Ryo Suzuki, Yusuke Oda, Keiichi
Hirata, Yoichi Negishi, Naoki Utoguchi, Kazuo
Maruyama. Development of liver specific gene
delivery by the combination of liposomal bubbles
and ultrasound exposure . International
Symposium of Therapeutic Ultrasound 2010
(ISTU2010), 3R3X. 2010 &£ 6 A 10-12 H
Yusuke Oda, Ryo Suzuki, Naoki Utoguchi, Keichi
Hirata,Yuichiro Taira, Kazuo Maruyama .
Protection of cancer metastasis by dendritic
cell-based utilized

cancer immunotherapy

liposomal bubbles and ultrasound, International
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11.

12.

13.

Symposium of Therapeutic Ultrasound 2010
(ISTU2010), 3. 2010 4 6 A 10-12 H

Risa Koshima, Ryo Suzuki, Yusuke Oda, Yoichi
Negishi, Naoki Utoguchi, Kazuo Maruyama, A
novel strategy for IL-12 cancer gene therapy
using the combination of liposomal bubbles and
therapeutic ultrasound exposure . Liposome
Research Days 2010 (LRD2010), Canada. 2010
F£8AH5—7H

Ryo Suzuki, Yusuke Oda, Risa Koshima, Keiichi
Naoki Kazuo Maruyama .

Hirata, Utoguchi,

Anti—tumor effect by the combination of
liposomal bubbles and ultrasound . Liposome
Research Days 2010 (LRD2010)., Canada, 2010
£8HA5—-7H
MNEENS B R FRE—, FR&%H, F
MOES., LIL—#, TRV —LEBE
RICEYRREEL-BKERERETIL
[Z&BDAEBFHHR £ 7 BEXRPEFH
REEFER . HR. 20108 A5—6H
Ryo Suzuki, Yusuke Oda, Naoki Utoguchi, Kazuo
Maruyama . Development of novel antigen
delivery system with liposomal bubbles (Bubble
liposomes) and ultrasound in  cancer
immunotherapy . EUROSON2010, ¥ <% —7%.
2010 %£ 8 A 23-25 H
8k F. AWL—FEM)RY—LEHK VR —
LEfiiE R E LU= $1-1DDSERE, /4T«
SUMRE. HR. 2010 £ 9 A 4 B, {BHEMR
#BA X EFREZHIURY—LEFIMALE
XY BEFEESATLOREICEY
BHE.E 19 MAXRNAFAA-DUTER,
HR.20104E 9 A 9—11 B, REIHZKMR
RIBEFR . SHA K. /NAHES. FHOEH.
fL—if, BERNAVRBRRBEREICETS
BERRABEOLE. BARFESBERIA
£ EHR.20105£108 28
Ryo Suzuki, Naoki Utoguchi, Kazuo Maruyama,
Anti-tumor effect by the combination of

therapeutic ultrasound and dendritic cell-based



14.

15.

16.

17.

immunotherapy, BAfE# &, Kk 2010F 9 A
22—24 H
$®k T, AR, LL—E DHEY— L4
BT L BEEEW L ER L L EFRNR AR
RUAT LOWE, VoRU L TBERE
BERICTE M Lok EmE 7t v v
71, R, 201045 10 A 23 H., HIHEHE

o Suzuki, Kazuo Maruyama, Cancer
Immunotherapy Utilized Ultrasound Sensitive
Liposomes (Bubble Liposomes), PSWC2010, 3
E. 2010 £ 11 A 14-18 H. {BHF#N
$iX I, EREFR./NBES. FRAE-.F
Heth, FHOER. Al—i. BFREZE
JRY—LATWIRY—L)EBE BRSO H
AIc&d RARRERICEBITARERDES,
BAXEEPEE 7Fa—RATF vIM A=V 08
RE,. B, 2000128108
Ryo Suzuki, Risa Koshima, Yusuke Oda, Keiichi
Hirata, Tetsuya Nomura, Kazuo Maruyama .

Novel cancer therapy combined  with

22

mild-hyperthermia using ultrasound sensitive
liposome and immunotherapy. % 12 [ E & &
BER URDYL RE.20104F 12 A 11—
12 H
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BAHEBHENRE#RDE (ERBBMAREERRER
['Claudin binder #&#fi7-/JRY—LEZFHALI- L REQORBZN ABREDRSR)
SHEBRRER

Claudin binder QRIS ZB8 T 50 %

SHETIRE FIE BRGh MITBUAAEREBRTRT WRA

HRES

AMOLSC ERRICAF-REERR L. EEEHCRREL. BYITARTLIILHY. EFFRMR
REHAL:REOESHRHEE (10° @ LOEMIR) 25285, Hit-SRBICE SUERK - ARED
BRI’ ERBOEELEES>TWS, P T, BEESD 0%Z HH5 LEEERATIE, 2RBAKELER
MoEEAFICEEEL. BERE (TI) T DEMBERBLF ALY | REFCHEMRISTHEZYET X512
5%, ULDOBRE. COISHBMOEEIZRATIIED RRZE AR RIS EETELTLS,

ZITHAMRTE, LRERZECOBRMARUIHREOEEI-HFORECELTS T BRXERE
Claudin(CL)IZEBL. CL Z4—4 yhEL-ERN - ARATF/ AT ORBICA T/ AV RET 4%
RELz REEG. MEREFTIHBELZFA—TI7—CRESAISUDOEDFEETIEEHIC. BEN

[TEIELI2avTH BNV T EROBRBRER A=,

E. FREN

BRI SOETICHED, BICKDIEEORITE
MERIZHY . KFBTIIERMIOA ARY, HRTIEE
M7005 ARYDADEIZLYHER->TLNS, EUD
. LEREBEEEEROMZSHTEY. EEED
RERARESGERICAGT-BREZERBEOIDEL
TW5, BERROBREEEFRERIIELZRMICRAL,
BRIARTHILICHY. EHRERMNINAZFA
LE=BEOEZHOBRERE (1@ LOEHR) %2
ERTD.H-LEDH- - AREORAREB L
TWa, ER@ERAEILET 5L, S REAKELAAHN
LEEHRICEEL. MaMEEICRET HCLERE
[CEHURETHEBEZRE T SEMD, CLVAVE
FFATHhIZTECRHARUMN S RBOBEEIZH A
LE=-$REL W - SREOMBIZRNEEEZILNS,

LEOEREEER . FTHCL binderDBIHZ BHEL.
HEEX RBO77—CRARTEEFATLIL
THA=TI7—=CRESATS) eBER ATz, T7—
CHASATSVE £ ETOIRETEEE SR
F(VLEKUVH) L/ —R)—%PCRETIEIBEL. Y h
—Ee S TEFEL T EFVE! (seFv) &L LT, 77—
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UHRELITABNICRRIEILDOTHDL, HA LR
EEETIT. 77— VRESIITSVOHRICBIEE
BVLE K UVHREFIEIBEDTHDPCRFS 1T —t
PERETHILT. EHRMELRBONSIEBNT 1
—JI77—CRESATS)DEREBET HLITR
LTS, TCTHREEIL, CO24EHLORMESL/I—
MI—%BT D2+ 4—T77—CRESATSVERLT,
RREOBERMEIZE I LI av (V=L ))
FHEORBEILER STz, TD, PRM—RXDER
ICEHIEFEBRHEELTELAMS N BE Fprocaspase—8
(proCASP8) #ETLIMREL T, RV ORBRTE
BEO—EOREZEDILARLIAFLTHS
BlAcoreZ LN T D BBEF AT,

F. ARG

1. YarE+b proCASPS DESL
RKEEEZRALNTIAVEF VN BEEEERTI0.

proCASP8 BIzF# T7 TOE—4—HIH T CERE%

RMFETEIRNT2—T&HD pTriEx3 (Novagen) [T

ALtz HELITFSRIFEE—aviETRBE

BL21-STAR DE3 # (Invitrogen Corp.) [T, EExiIL .



2-YT iEH T 1 BERIEEHE. 100 pg/mL Ampicilin €%
LB EXHEH (Invitrogen Corp.) ZiEfEL. 37° C T
—piEELz, FL—Fh S0 =—%EUYIL ., 100
pg/mL Ampicillin &% Terrific Broth iF# (Invitrogen
Corp.) 1 LIZHIZ. 37° C TIRESHEELT=, ODgyo= 1.0
[THioT-BF A THRIBE 0.1 mM O IPTG £0%. 25° C
T 4 BFRIEETHET. AN ZIEBEZ inclusion
body EL TAKEFEL Tz, HELI-KEZEZ 3000 rpm,
10 HEREDETICEICEYEIRL. TES buffer (50
mM Tris—HCI (pH 8.0). 40 mM EDTA. 250 mM NaCl)
TEEL.REE 023 mg/mL &755E&5( Lysozyme
(Roche Diagnostic Corp.) /1A . ERT 1 BRERED
R, FO%. REBE 05 M RU 25%L755 &5
NaCl U Triton X-100 (Sigma—Aldrich) Zi&L. =
BT RERESEELI-#&. 4" C. 10,000 rpm, 40 73
RLE D LTz, B =L BZ sonication &Y TES
buffer IZERBL . EIHROEEZ 3 EfTof-#&. TES
buffer T 3 EI3ti#REZITL). 4° C. 10,000 rpm, 40 5
RED L. Bohi=ER% inclusion body &L TEYRL
1= B5 M1z inclusion body ZFFEL. BEE 1.8 g 7=
) 10 mL @ GTI buffer (6 M guanidine. 100 mM
Tris-HCI (pH 8.0), 10 mM imidazole) (ZHEREL . 2 B
ERICTHEL, TD#&. 4° C. 12,000 rpm, 40 535&
DL, FBEYEREL -, A LS 46 e DEBE
#&3 10 mL O GTI buffer 1< 40 mL O Binding buffer
[20 mM Tris—HCI (pH 8.0), 0.5 M NaCl, 5 mM imidazole, 6
M guanidine, 1 mM 2— AL AT+ R/ —VIZMZ.
Membrane Filters (cellulose acetate, 0.45 pm :
ADVANTEC) Z#ML\TA@LTz, CTh#E Wash buffer (20
mM Tris—HCI (pH 8.0), 0.5 M NaCl, 20 mM imidazole, 6 M
urea, 1 mM 2—AILHTrIR/—IL)TFHFELLT
HisTrapFF 5 mL (GE Healthcare) [ZIRESHf=, Wash
buffer T¥ki&L71=1% . Wash buffer 5> Reforlding buffer
[20 mM Tris—HCI (pH 8.0), 0.5 M NaCl, 20 mM imidazole]
[SY=FISVTUbT—BANFTERL, EHELTL
5EAHEENSLATEAELIz. Ch% Eluton
buffer[20 mM Tris-HCI (pH 8.0), 0.5 M NaCl, 500 mM
imidazole] TAHIEAHILITLY . EAEZ Histag
FI4=T4—RBLI-, E—V%&5MLI-BR&RE. S
|= PBS TE#{ELT= HiPrep 26/10 Desalting column
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(GE Healthcare) (k- TRIEZITLN, E—9%F 5 EL
FHEB. 2D 2 BEEOEHIZIE AKTA Crystal (GE
Healthcare) Z L =,

2. 77— DR

scFv SA 7SV EF R AGBRIN-KBEE TG
#%% 50 pg/mL Ampicillin, 2% glucose & 2YT & T
250 rpm, 37° C T ODgy, = 0.3—0.6 ETHEELT-,
M13KO7 AJL/S—T7— (Invitrogen Corp.) Zi#&HNIL.
110 rpm, 37° C T 30 %[, 250 rpm, 37° C T 30 %[
tE&%. 2,000 rpm T 10 FELEDL. Boh=RLvk
2% LT 100 pg/mL Ampicillin, 50 pg/mL Kanamycin
BH 2YT b EFmMLT 6 BRAIEELT=, 4° C. 2,000
rom T 10 53, £5(Z 10,000 rpm T 15 SRR OL. [E
UL t=E &Ik A LT=20% PEG-6000, 2.5 M NaCI% 1 /
5 volume 1% . BLGEMLTKET 1 BSRARFELT=.
15,000 rpm T 10 2EERDLTHON-RLYZ NTE
buffer (100 mM NaCl, 10 mM Tris. 1 mM EDTA) (28
L. 045 um @ Millex-HV (Millipore) Z FALNT1/LA
—58L, 77—CFEYRLT=, E512. 2% glucose BF
2YT ¥ T ODgyo = 0.370.6 E THEEL /- TGT ITHL T,
10 EFERCEBERL-O7—VBEEFML.,
37° C.1 BRI~ HWHEBAD—HRIZ 50 pg/mL
Ampicillin, 2% glucose &4 2YT iz FML . Petrifilm
[CHEfEL—REEL-, EFRBERETOIN=—%%
HRFAILT. 77— 24— H LT,

3. BlAcore ZRL =/ =

18=2%'|ZI% Blacore 3000 (GE Healthcare) % FALY
f=o T2 Y —F v CM3 (GE Healthcare) E[Z 50
pg/mL [ZEASLLT= proCASP8 % 100 uL Z LY. CM3
BT oracESOTEBEEL . FRL-T7
—U54751% input ELTHLY, HBS-EPT buffer
[0.05% Tween—20 & &> HBS—EP (GE Healthcare)] T 10
Bl LT, RIS ELI-77—U% glycine-HCI (pH
2.0) & glycine-NaOH (pH 11.0) IS&YBEHEIYRL .
output &LT=.1 M Tris—HCI (pH 80) % 4 pL & 2%
glucose &4 2YT #ih% 250 pL X, TO—EHZEMAL
T REISRTHETEM2—FREL-. BYDT7
—JEKBE TG HRICBRSE, BRESE &, £iC



DIF—OHEBEICECTOF—C%E-L. BE/AY
ZUTBRIEETO

4. SR LRPOTF—TFML: ELISA [TREHRTY
—=

= TRICERLI-77—0% TG ITRESE.
L f-an=—% Microwell 96U (Nalge Nunc) I1ZEw%
FwT LT, & well H 0Dy, = 03706 (TET ZETIEE
L7=#. 100 pg/mL Ampicillin, 2% glucose &4 2YT 1%
T 10 fEHFRRLIz MI1BKOT A LIR—T7—DBHEE
20 ul/well THEMLT-,37° C T1 BRHEEEL]-
#. 2,000 rpm T 10 HEROL. EEERELT-, 100
ng/mL Ampicillin, 50 pg/mL Kanamycin &% 2YT ih
% 200 pL ANZ T 37° C C—HRIEEEEL . 2,000 rpm T 10
AREROL. BREhT-LBZUTORIY—=T

EERIZHLV =,
6 x His monoclonal antibody (Becton Dickinson) % 10
pe/mL & % %5 & 5 I B buffer (005 M

carbonate-bicarbonate buffer (pH 9.6); Sigma—Aldrich)
THIL . Maxisorb 96 well plate (Nalge Nunc) D%
well IZ 100 puL F*2FMLT 4° C T8 BfiFET 2
& T 6X His monoclonal antibody Z#EH81LLT-, KEEE
¥L.PBS T 1 E%%L. 0.4% Block Ace (Dainippon
Sumitomo Pharma Co., Ltd.) THHRL 7= proCASPS (0.5
pg/mlL) % 100 uL/well FFML. —B% 4° C THELT
Bt BHILEI well ROERER T, 4% Block
Ace % 200 pl/well FMLTIOvF2 45 Lz, PBS T 1
@&, 77—H 270 80 ul B U 4% Block Ace
20 pl EFITILITHEML, BONRESSELEHD
ERT 2 BBIRGSE =, Bl negative control ITIE
HEREHNNETICEBELT: anti-KDR scFv BTRT7
— %Rz, PBST (0.05% Tween-20 #8¢; PBS) T
3 [El%ki% . 04% Block Ace T 3,000 &L=
HRP/anti-M13 monoclonal antibody (GE Healthcare)
% 100 pL/well FOL. I|ESS VAN LERT 1 B
RIGEtE -, PBST T 3 [l%i%#%. TMB F& (Nakarai
Tesque Inc.) ZMATHREBEETLN. 2 N FHEREHFMNT
HETRIGERIESE - WAE (HBEER 450 nm,
*RE R 655 nm) [Tv/o07L—K)—5F—TRIEL

o

5. —U T REH

ERTE/ SO0k =FS5RAZF%E QlAprep
Miniprep Kit (QIAGEN) ZFL\TEURL, 7547 —156
(5’ -CAA CGT GAA AAA ATT ATT ATT CGC-3’) &7
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(kDa) M P

Fig. 1 SDS-PAGE analysis of
purified proCASP8 his-tag.
SDS-PAGE analysis was performed
under reducing condition.

Lane M; molecular weight standard,
Lane P; purified protein (59 kDa).

< panning input > <21 panning output >

3.0 3.0
g‘ 2.0 P 2.0
D 1.0 g 1.0
8 8

0 0 . I -
C|one#123....#24T H#12Berrrnnnsnrasasaatsasaannnnrnnaannnanann #96
negative control negative control

Fig. 2 Isolation of an antibody to proCASP8 from non-immune libraries by panning.
After panning against proCASP8, the binding properties of selected clones were measured by
ELISA. As negative control, phage displaying anti-KDR scFv was used.
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Table 1 Amino acid sequence of anti-proCASP8 scFv (NC-1) antibody from non-immune libraries.

Phage Titer (CFU)
B 3.0x10°
B 1.0x 10
O 3.3x10°

proCASP8  bid importin-f venus TNFR2 KDR luciferase

Fig. 3 Binding specificity of anti-proCASP8 scFv (NC-1) antibody.
Human proCASP8 his-tag, human bid, importin-p his-tag, venus,
human TNFR2 Fc chimera, human KDR Fc chimera, luciferase (50 ng
each) were immobilized on the wells of Maxisorb 96 well plate and then
the purified anti-CASP8 scFv (NC-1) antibody was reacted in the wells.
Binding properties of NC-1 antibody was measured by ELISA.
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The C-terminal fragment of Clostridium perfringens enterotoxin (C-CPE) is a claudin-4 binder. Very recently,
we found that nasal immunization of mice with C-CPE-fused antigen activated antigen-specific humoral
and mucosal immune responses and that the deletion of the claudin-4-binding domain attenuated the
immune responses. C-CPE-fusion strategy may be useful for mucosal vaccination. C-CPE is a fragment of
enterotoxin, and the safety of C-CPE-fused protein is very important for its future application. In the present
study, we investigated whether C-CPE-fused antigen induces immune responses without mucosal injury
by using ovalbumin (OVA} as a model antigen. Immunohistochemical analysis showed that claudin-4 was
expressed in epithelial cell sheets bordering the nasal cavity. Nasal immunization with C-CPE-fused OVA
dose-dependently elevated the OVA-specific serum IgG titer, which was 1000-fold greater than the titer
achieved by immunization with OVA or a mixture of OVA and C-CPE at 5 pg of OVA. Nasal immunization
with C-CPE-fused OVA (5 ug of OVA) activated Th1 and Th2 responses. Histological analysis showed
no mucosal injury in the nasal cavity or nasal passage. C-CPE-fused OVA exhibited mucosal vaccination
without mucosal injury. These findings indicate that claudin-4-targeting using C-CPE can be a potent

strategy for mucosal vaccination.

1. Introduction

Vaccination is the most potent therapeutic method to over-
come infectious diseases. Vaccines are classified as parenteral or
mucosal. Parenteral immunizations activate systemic immune
responses, while mucosal immunizations activate both sys-
temic and mucosal immune responses. Parenteral vaccination
can activate immune responses against the invaded pathogenic
microorganisms and infected cells; in contrast, mucosal vac-
cination prevents entry of the pathogenic microorganisms and
activates immune responses against the infected cells (Kunisawa
et al. 2008; Neutra and Kozlowski 2006). Although mucosal
immunization is promising, an immune response is not activated
by the mucosal administration of antigen alone. Efficient anti-
gen delivery into mucosal associated lymphoid tissue (MALT)
is the key technology needed for the development of mucosal
vaccines (Kunisawa et al. 2008; Neutra and Kozlowski 2006).

The mucosa is covered by epithelial cell sheets, which separate
the outside of the body from the inside of the body. Tight junc-
tions (TJs) are located between adjacent epithelial cells and seal
intercellular junctions, preventing the free movement of solutes
across epithelial cell sheets (Scheneeberger and Lynch 1992).
Claudin, a tetra-transmembrane protein family consisting of 24
members, plays a pivotal role in the mucosal TJ barrier (Furuse
and Tsukita 2006; Tsukita et al. 2001). In 2003, Tamagawa et al.
reported that claudin-4 is expressed in the epithelium of intesti-
nal MALT. These findings indicate that claudin-4-targeting may
be a novel strategy for the development of mucosal vaccines;
however, the claudin-4-targeting vaccine had never been devel-
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oped because of a delay in the preparation of claudin-4 binder.
Clostridium perfringens enterotoxin (CPE) causes food poi-
soning in humans (McClane and Chakrabarti 2004). The CPE
receptor is claudin-4, and a 14-kDa polypeptide, the C-terminal
fragment of Clostridium perfringens enterotoxin (C-CPE), is
a claudin-4 binder (Katahira et al. 1997; Sonoda et al. 1999).
We previously found that C-CPE enhanced jejunal, nasal and
pulmonary absorption of drugs through its interaction with
claudin-4 (Kondoh et al. 2005; Uchida et al. 2010). C-CPE
is used as a claudin-4 ligand molecule for proteins (Ebihara
et al. 2006; Saeki et al. 2009). These findings strongly indicate
that C-CPE may be a potent ligand for MALT. Very recently,
we have found that intranasal administration of C-CPE-fused
ovalbumin (OVA) increased OVA-specific immune-responses
in serum, nasal, vaginal and intestinal mucosa (Kakutani et al.
2010). However, C-CPE is a fragment of enterotoxin, and the
safety of C-CPE-fused vaccine has never been investigated.

In the present study, we investigated whether nasal immu-
nization with C-CPE-fused OVA activated immune responses
without mucosal injury, and we found that mucosal vaccine
using C-CPE activated Th1 and Th2 immune responses without
nasal mucosa injury.

2. Investigations and results

C-CPE is a binder of claudin-4, and we recently found that
claudin-4-targeting using C-CPE might be a potent strategy for
mucosal vaccine (Kakutani et al. 2010). C-CPE is a fragment

Pharmazie 65 (2010)
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Fig. I: Immunohistochemical analysis of claudin-4 in NALT Specimens were
cryosectioned (4 m) and stained with anti-claudin-4 Ab, followed by
horseradish peroxidase-labeled secondary Ab. The immunoreactive regions
were stained with a commercially available staining kit. The regions
surrounded by dotted lines are NALT

of CPE (Katahira et al. 1997). CPE is a 35-kDa single polypep-
tide toxin produced by Clostridium perfringens. Experimental
and epidemiologic evidence indicates that CPE causes food-
borne disease and non-foodborne diarrheal illnesses (McClane
2001; McClane et al. 2000). CPE forms a CPE-containing com-
plex in the plasma membrane that creates massive alterations
in plasma membrane permeability that lead to cell death and
histological damage to the intestine (McClane and Chakrabarti
2004). The safety of C-CPE is a critical issue for pharmaceuti-
cal applications of C-CPE. First, we investigated the expression
of claudin-4 in nasal mucosa. Immunohistochemical analysis
reveals that claudin-4 is expressed in the epithelium border-
ing the nasal cavity (Fig. 1). The epithelium that covers nasal
MALT, nasopharynx-associated lymphoid tissue (NALT), is rich
in claudin-4. These data correspond to our previous data on the
expression of claudin-4 mRNA and protein in NALT (Kakutani
etal. 2010).

To investigate the dose dependency of OVA-C-CPE in mucosal
vaccination, mice were nasally immunized with OVA-C-CPE at
0.5, 1.0 or 5.0 g of OVA. As shown in Fig. 2A, OVA-specific
serum IgG levels were elevated in a dose-dependent manner
and reached a level that was 1000-fold greater than the OVA
values at 5 g of OVA, which is the maximal dose of OVA-
C-CPE due to its solubility. A mixture of OVA and C-CPE
did not increase OVA-specific serum IgG levels (Fig. 2B), and
OVA-C-CPE (5.0 pg of OVA) immunization activated IgG2a
(a Th1 immune response) and IgG1 (a Th2 immune response)
responses (Fig. 2C). We performed a histopathological analysis
of mice immunized with OVA-C-CPE at 5.0 pg of OVA. Hema-
toxylin and eosin (HE) staining revealed no apparent mucosal
injury in the nasal squamous cavity, the respiratory cavity,
and the nasal passage (Fig. 3A). There was also no inflam-
matory cell infiltration in the nasal mucosa (Fig. 3B). These
findings indicate that nasal immunization with OVA-C-CPE
activated immune responses without histological injury in nasal
mucosa.

3. Discussion

Only a mucosal vaccine can prevent the entry of patholog-
ical viruses into the mucosal membrane; however, injectable
vaccines are currently used in both developing and industrial-
ized countries. Very recently, we found that claudin-4-targeting
using C-CPE can be a novel strategy for mucosal vaccination
(Kakutani et al. 2010). In the present study, we showed that nasal
immunization with C-CPE-fused antigen activated Th1 and Th2
immune responses without histological injury in nasal mucosa.
The efficient delivery of C-CPE-fused antigen to immunocom-
petent cells is critical for mucosal vaccination. A mixture of
OVA and C-CPE did not activate immune responses, and there-
fore OVA may be delivered to the immunocompetent cells as the
C-CPE-fused protein. The uptake of nasally administered anti-
gens is achieved through a unique set of antigen-sampling cells,
the M cells, located in follicle-associated epithelium. After the
uptake of antigens by M cells, the antigens are immediately pro-
cessed and presented to the underlying dendritic cells (Neutra
and Kozlowski 2006). A recent report indicates that claudin-4 is
expressed in M cells (Rajapaksa et al. 2010). Claudin-4 contains
sorting signal sequences to endosomes, an ALGVLL motif at
amino acids 92 to 97 and a YVGW motif at amino acids 165
to 168 (Ivanov et al. 2004). These findings suggest that OVA-
C-CPE may be taken up by clathrin-mediated endocytosis in
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Fig. 2: Production of OVA-specific serum IgG by nasal immunization with OVA-C-CPE Mice were nasally immunized with OVA (5 pg), a mixture of OVA (5 pg) with C-CPE or
OVA-C-CPE at the indicated dose of OVA once a week for 3 weeks. Seven days after the last immunization, the serum IgG level was determined by ELISA (A). Mice
were nasally immunized with OVA, a mixture of OVA with C-CPE or OVA-C-CPE at 5 pg of OVA once a week for 3 weeks. Seven days after the last immunization, the
serum IgG (B), IgG1 and IgG2a (C) levels were determined by ELISA. Data are means + SEM (n=4)
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A Nasal cavity Nasal passage
Squamous Respiratory
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mucosal injury. This is the first report to indicate the safety
of a claudin-4-targeting mucosal vaccine using C-CPE. Future
improvement of the claudin specificity may lead to clinical appli-
cations of this type of vaccine.

4. Experimental
4.1. Animals

Female BALB/c mice were purchased from SLC, Inc. (Shizuoka, Japan).
The mice were housed at 23 + 1.5 °C with a 12-h light/dark cycle and had
free access to standard rodent chow and water. The protocol of this study
was approved by the Animal Care and Use Committee for Graduate School
of Pharmaceutical Sciences, Osaka University.

4.2. histoch 1 analysis

Score

04

PBS OVA-C-CPE

Fig. 3: A lack of histological injury caused by OVA-C-CPE Mice were nasally
immunized with PBS or OVA-C-CPE (5 pg OVA) once a week for 3 weeks.
Seven days after the last immunization, NALT was collected and fixed with
formalin. Thin tissue-sections were stained with hematoxylin (A), and
inflammation was scored according to the severity of the inflammatory cell
infiltration (B): 0, none; 1, weak; 2, moderate; 3, severe. Scoring was
performed blindly to avoid bias

M cells. The underlying mechanism for immunopotentiation by
OVA-C-CPE must be clarified.

Nasal mucosa is adjacent to the central nervous system, and
intranasal drug delivery to the brain has been developed (Dhuria
et al. 2010). An influx of a vaccine protein into the central
nervous system can be a risk factor in its clinical application.
C-CPE is a modulator of the epithelial barrier. Treatment of
nasal mucosa with C-CPE increased the nasal absorption of a
peptide drug. OVA-C-CPE also modulated the epithelial bar-
rier in vitro (data not shown). Claudin-deficient mice showed
a size-dependent leak of solutes smaller than 1,000Da in the
epithelium and endothelium (Furuse et al. 2002; Nitta et al.
2003). C-CPE enhanced the mucosal absorption of dextran with
a molecular mass of ~20kDa (Kondoh et al. 2005). Because
OVA-C-CPE has a molecular mass of 65 kDa, and the infiltra-
tion of inflammatory lymphocytes was not observed in nasal
mucosa (Fig. 3B), OVA-C-CPE might not cause an influx of
solutes across the nasal epithelium. The claudin family com-
prises at least 24 members. Interestingly, the barrier-function
and expression profiles of claudin family members differ among
tissues. Claudin is believed to form homophilic and heterophilic
adhesions in TJ strands, and various combinations of the
24 family members are thought to create diversity in the structure
and functions of TJ barriers (Furuse and Tsukita 2006; Morita
et al. 1999; Tsukita et al. 2001). Targeting the type of claudin
specifically expressed in NALT may reduce the risk of delivering
solutes to the central nervous system.

In summary, we showed that nasal immunization with C-CPE-
fused antigen activated Th1 and Th2 immune responses without
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Immunohistochemical staining for claudin-4 was performed with an
autostainer (Dako, Glostrup, Denmark). Slide-mounted, fixed cryosections
(4-pm thick) of nasal MALT were incubated in Dako target retrieval solu-
tion (pH 9) at 125 *C for 30 min and then 90 °C for 10 min. The slides were
blocked with peroxidase-blocking reagent (Dako) for 5 min and then with
10% bovine serum albumin for 30 min. The slides were further incubated
with anti-claudin-4 antibody followed by horseradish peroxidase-labeled
secondary antibody. The immunoreactive proteins were stained with DAB
substrate (Dako). The slides were also stained with hematoxylin solution.
Tissue sections were observed under a microscope.

4.3. Preparation of C-CPE-fused OVA

C-CPE-fused OVA (OVA-C-CPE) was prepared as described previously
(Kakutani et al. 2010). Briefly, the plasmid pET-OVA-C-CPE was trans-
duced into Escherichia coli BL21 (DE3), and the producuon of OVA-C-CPE
was stimulated with isop: ide. The harvested cells
were lysed in buffer A (lOmM Tris-HCl, pH 8.0, 400 mM NaCl, 5mM
MgCl,, 0.1 mM phenylmethylsulfonyl fluoride, 1 mM 2-mercaptoethanol,
and 10% glycerol). The lysates were applied to HiTrap™ Chelating HP (GE
UKL, UK), and OVA-C-CPEs were eluted
with buffer A 100-400 mM i The buffer was
with phosphate-buffered saline (PBS) by using a PD-10 column (GE Health-
care UK Ltd.), and the purified protein was stored at —80 °C before use.
Purification of the OVA-C-CPEs was confirmed by sodium dodecyl sulfate-
polyacrylamide gel electrophoresis, followed by staining with Coomassie
Brilliant Blue. Protein was quantified by using a BCA protein assay kit
(Pierce Chemical, Rockford, IL) with BSA as a standard.

4.4. Nasali

Mice were nasally immunized once a week for 3 weeks at the indicated
dose of OVA. For instance, a dose of 5 pg OVA is equal to a mixture of
OVA (5 p.g) and C-CPE (1.89 ug) or OVA-C-CPE (6.89 p.g). Plasma was
collected 7 days after the last nasal immunization.

and sample

4.5. OVA-specific IgG production

The titers of OVA-specific antibody in serum were determined by enzyme-
linked immunosorbent assay (ELISA). Briefly, an immunoplate was coated
with OVA (100 pg/well in a 96-well plate). Ten-fold serial dilutions of
these samples were added to Lhe 1mmunopla!e followed by the addition
of h d goat anti 1gG, IgG1 or IgG2a
(Bethyl Laboratories Inc., N 'y, TX). The OVA-specifi

were detected by using a TMB peroxide substrate (Thermo Fisher Scientific
Inc., Rockford, IL). End-point titers were expressed as the reciprocal log of
the last dilution ratio, which was 0.1 greater than the control values obtained
for the serum of naive mice at an absorbance of 450 nm.

4.6. Histological analysis of nasal mucosa in mice immunized
with OVA-C-CPE

Mice from either the non-immunized group or the immunized group
(6.89 p.g of OVA-C-CPE) were sacrificed 7 days after immunization for
histopathological analysis. Tissues were fixed with 4% paraformaldehyde
and embedded in paraffin. Sections (4 p.m) were prepared for hematoxylin
and eosin staining. Histopathologic examinations were performed at the
Applied Medical Research Laboratory (Osaka, Japan). Inflammation was
scored according to the severity of the inflammatory cell infiltration: 0,
none; 1, weak; 2, moderate; and 3, severe. Scoring was performed blindly
to avoid bias.
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