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B4 L FACS-Vantage(Becton Dickinson) 12
T CD4 BHEMIEO»57-, B #ilII6%EL T
W Dsg3-/~- b L < I C5H7BI/6-SIL

(Dsg3+/+) <7 AfEHfa» 5. CD4. CDS.
BtE B220 BHEMIRE S LT Auto MACS %
THRBL-.

3. transfer of splenccytes

"o/ THlESL<IE B ML rFI
FYTATHS Rag2-/-~v I RIZ, #hFh
1x10°% 1x107HMIRRS D8 IRMIZIRE L,

4.Flow cytometric analysis
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Table 1: Summary of the combination experiments of T and B cells

activated T B Cell Positive living | PV phenotype
Cell cell staining
(PAM)
~/- ~/- 5/8 5/8
+/- +/+ 0/7 0/7
++ -/- 2(weak)/8 0/8
+/- ++ 0/8 0/8

The PV phenotype was demonstrated only in the recipient mice with Dsg3-/- T cells
and Dsg3-/- B cells. No apparent phenotypic change was observed in any of these
mice with various combinations of T and B cells.



-
* e ‘ = o
mo: { ...1
a 23 .
8 ° =
L
X [ o4 o i &
3 ; to m Gt
=) ] s [
= el : :
ST - . T
9 i 2 37T e
100 10" 102 w0® 10 0 Tyl w2 1% 4o
! 100 ' 10?2 w0 o
CD4 CcD4

FigiB
RAG2 -/-

CD4

cD19

Fig1A and 1B: FACS analysis with transferred splenocytes
A. CD4+ T cells were purified using AutoMACS and FACS-Vantage. The purity of obtained

T cells was over 99%. B220+ B cells were purifed usign AutoMACS only. The purity of B

cells was over 95%.
B. In recipirt mice, CD4+ and CD19+ cells were detected in spleen 10 weeks after the

transfer. Splenocytes were stained with anti CD19-FITC and anti CD4-PE and analyzed
with FACScan.
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1.Construction of transgenes
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wwro-=22 L. (TAK-L) L#EFR. BIZE
i 5 % & © Xbal-Xbal2.5Kbp B K i1 anti
TNP-H EcoR1-EcoRl . 7AK-cl2% 5> 7/
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B3 LR OB Dsgl 1gM i ELISA ICTHER
L, MBS E, NFaond4 7 AL
THER L7 recombinant mDsg3 % TALON
AT AITTHREL .

BRL-ZEH% 10ng/ml IZ PBS-1mM Ca
FRL. MaxiSorp Plate ICBEEM»L72&. 2 X
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Tid. 5 &%, PCRICTREZHEZEL TV,
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U. Storb . TNP-IgE-H & L ##24L T
72 72 W Dr. H. Karasuyvama . Dr.
K.Matusoka IZREHEH L £9,



Fig1: PCR amplification of 7AK Heavy and Light chain
1: ¢ x-Haelll marker, 2:Heavy chain, 3: Light chain, 4. H and L chain

Sfil VL linker VH Sfil

., Etag HisTag

ColE1 ori td gene3

pCANTABSSH

M13 ori
Fig2: scFv expression vector

ScFv gene was cloned into the Sfi I-digested pPCANTAB 5SH vector. Phage rescue of
the transformed cells with M13KO7 helper phage resulted in production of
recombinant phage containing a copy of the DNA encoding a specific antibody scFv



gene. The recombinant phage displays one or more copies of the corresponding
recombinant antibody as fusion proteins on their tips.

result of anti mDsg3 ELISA

0OD450

1 2 3 4 5 6 7 8 9 1011 12
phage clone number

Fig3: ELISA assay of recombinant phages. Each obtained phage was selected by anti
mouse Dsg3 ELISA. 6/12 clones were positive
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Fig4: Heavy and light chain construction
PCR assembled Heavy chain Pvull-Pst1 fragment and Xba1-Xbal fragment were
cloned into each expression vector containing promoter region and constant region.
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Fig6: peripheral mononuclear celis were stained with FITC-IgM? and PE-CD19. in
both line(7H and 18H), transgene{lg-H) expression was confirmed.
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EL7RLFY) HoRECHL THRERL
TEEOSWMBE SN (B1B) . =Rt
Zh, BHOBEBCPBEOKEENS SN
AN =T B U 4 42 112
BPLTWBIERENBESRAIIR DTV
(2) .
FITLEOHFEZFRALTALARAL)
TEFHad3) o E5E M3 2EXELEEDS
RERIEEHRATIEBEHAELE. £9Z
ODBREEIMERTFER I I V5 —TH 20
THIRNEERI 2 7Y —THBMMNAH
Bl BAERINy T T R WS
HTHTEED 2D, ETLAAHAU MY
TFNIVZBEE M3 /oI T T ETA
OBREMEREE-IZTA53-0O0OR L%
fT>7%. C57TBL/6 & DBA/2 D2 FHE~ARL
REERKBL. BEFEFTOEZIATRMNET
LTWa, ¥/ 9277 YT RAIIERER
BEERT LD, BEHREROBEIC
BERMRBTREIA AV EF MY
NIBERNWEN, LAAYHETEFIO
V2SZRE M3 BETRERY CNNIVEATH
MO Rty 2 EF R NS
HEZEMNITLIEBRABTHS, £/, 8
SNSHCRERENHBEELTEHDOT
BAEKTHROREE2ELT2HOTHSA
gL H B, FIT. TUADLAHTY U
TEFNIU ZEME M3 % C57BL/6 O
EHROMEKTHS EL-4 ITHALEER

BRGE2ERLE (H2) . 8%, /927w
FROACIOMEERS LD, HHN0E
Jw 7RO AOGEHYERE
C57BL/6 N 272752 B® Rag2 /w77
ThYTACBETAIEICLDTALAARY
HTEFNIY) RS M3 EEMELE
HORERIGZFAL, Thdic—FL >
ERBBHICRSNSERERBMT MG
MERNTAHEIFETHS., . D
— L IEBREBIEBOWTAARANY T EF
V3 SREE M3 T HESHAENED
IoBETREIN N ERET R EDIZ.
ENODARAY AETEFN Y ZEE M3
ARETMEKEERNTTHSZ, P —
VEBRROBEOMBEDO M3 RHEMHR
HEHOBRFIIOMBEABOH I ERTITO FTE
TH5, ' :
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M2 BIETHEAEUAKIIBISZYTIAMIORHE
T A M3 ONMIZ Myc ¥ 7 2L 7= cDNA 2~ 7 Z BlRiilefEsk EL-4 IZ8 AL,

LERBEE. Alexad88 B#E LKL, Myc KT 28I O— 4k 9E10 ZHWT
FORBEERM L. SkER—ORETRAELZBOZI > bO—bELR,



FRERZMARMBIE RRERBMEAAEE)
ARG E

ABT7 RURERRIBEBERICLI28CHAEET TN OB
SETREE REMT BRISEBBRFEET R SR SR

MAREER : mRERME (Wbhd “LT00 ), BIUT RsREHE s Rt g
SEMERE (SSSS) ICBWT, FEETHLIEET RYRBOEE T IHREHNRES
# (EFTa) OEMERD. BERKEBEOBCHIEELRU Dsgl THEHZ LERA
I3 ABFFCHE O FEREFTERRIC BV TS MIT L 7= (Amagai et al, Nature Medicine
6:1275-1277, 2000) . ZDOZ EITED, HEBRMEICI D REBOBACHETH
% Dsgl WEMIEZITE LNSBENHONE RO TH S, FHE TIL EFT
EAEAT RUREREEO Dsgl ITHTERBEREEBRTL., BRRELHDES
REOBEBEHAONITSEEBIT, EFT {51255 Dsgl oM T 2 ECOHikE
EEFINERETHIEAENET S, REER. EFT OEMNEHZ2HLMCL

BRI DWTHET 5,

BB

MEEEIT 21 2B 25BNV THE
ELteBEBETHD., MAZhTHALAED
KIZE 0, (RREMMZ (impetigo contagiosa.
IC) . /MREICRAET 2R EXH 72 5 MR
PHETHY, BVEREZ2EL. KENDS
WIEHRENRE<EFDHONSZ, Wbips “&
VO EbEN., BRI, FELUTHSE
OBE. &8, M, KERRLICHEEL.
BEXENTUSAEEILL. BAMLHA
DI EZHED (KEEHBAEZ : bullous
impetigo, B) . Zhoid, BET RYRED
BRIZE0EL, AT RORBEICLIVESE
TNHSREFHBEEHEE (exfoliative toxin.
EFT) 240, RELBITHBELE UL EX
HTWwz,

Bl 2R ETHE, 25BN T RIRE
HERE R T EEER (Staphylococcal Scalded
Skin Syndrome. SSSS) TH 3, WHRIZ
PhDRT, FICHAERTHEAESELLLRT
<V Uwy—HERHBRELEEX (Dermatitis
exfoliativa neonatorum Ritter) . HER K
#1# (pemphigus neonatorum) & bHEEIEHN
5. AREF2EEOSBRACHEDENB I &
RHbH., WA, BF, BELECERTRY

HREPBHIN., T RUBREOESEL S~ EFT
MRRENLESEEICED., RELBOE
MEBOL XN THRBEZEU2EEI SN TN
5, EHBEEBIUVNEDHEAOE G DBEIC
LD —MWICTFRIERHFTHLN,. HETIE
EAMERCT FURBICKXI2EMDBES
NTHY, #H2MBEER->TNn S,

Bl 31X SSSS 2B 3 EFT OAKMERRRIC
BT &EEN3, 1970 £i2 Melish & Glasgow
OEBRIZLVHEOMZZNR TS, BELD
SEEEhEEAT FOREOELET S EFT %
MAEFT TR D, BEBRBICTY R
HEHENERD SNS, L LELEHE 30 £ER.
EFT OXEFHBRICB T HERBFIIFHO X
EFTHo/. EFT OBETFHEHEIN, 73
JEE-REIMNS YNNI BREBERZOEES
HEDZENRTFRINIVENEBEENAHTD
o, £, EFT A —N—HEOFHEEEH
DIZENEZSNBIZ. EFT it 2 %44
ORBPRAFERIGICE D KERELRZ S A
REEbERI N~

BRI KEIE & T B 2R o MR B 5
173
XEEIZ., FEREXHEE (pemphigus



foliaceus. PF) & & E 1 KE#E (pemphigus
vulgaris)iz KBl a5, SEHEXBEENFIZ
EHICENWTOENEICREEZZD 201250

L. PF Tid. EEBOAICHIB. Mk EE-7
KLBE & /K, S AMEDSENS., KED
RERAKRIT. XEdBEBOEEREDR.
EENCHBEREZED S, PF TIIERELE
OEHRBOLNIINT, FEXHXBEETIIEHESR
TEORERE LIZHRERNBED NS,

IhsoMBEREEERT. BEMmFPIC
HFETS IgG BogahifkickFEEans,
HOMAOEMETAXERENEL., 52 F
VA WOHRAEEREOBBBEEOTD
5FAETLA 2 (Dsg) THHT ENBES M
l2ENTW3, PF HIER. AL 121
(Dsgl) THO., FEHEXERBAERITAE
JLVA 23 (Dsg3) THdH. REKICBYIS
BAMMELEEIZ, BCONBRAEERD Dse
DOEFBEZEAFIZILICLD. XEEE
MEEEENGEAINABEIEU D L HEHEX
NTWD, Dsgl L, BRIZBWTE2RIZHERE
WERHENEY, EBICKXDHESEHIAZD
S5, BEEEBICBWT Dsgld OERITED
Shis, - T. Hi Dsgl HikE®H T2 PF
WWBWTIE., BEELEBICBITAKENERX
N&ET &S,

PF & SSSS OERKFR. WERRZLEL
THBEINMNEIZLBTVS, PF B SS5S
HEMUAOMORRITBEINT, HBIEITH
EERT, EMIIOARENBESNTNSHE
BTHAHIE, MEHABRENIZIT., &EBITE
BFEBOL AN TEREHMBEOESENEES
h., KEXERENTWSZ &, PF OBEIm
BFhS IgG 2R L THEFIT A D&
KERERVZEEINSM, EFT 25 E£fF~<
¥ D&, RROKENFHINSZ L,
IO, BEFCTACHEEINZ/KEDR
EHBENA AR RN DN,
EHLTWBEZE, ZheoZ &MS, EFT
DEREBEM, Dsgl THEEWIRROB &
AT OEREITS 2,

BA7RUREERYBNER (EFTa) O
MOEAII Dsgl TH B

EFT iZid. A REBRO2ENH DM, DL
T A ® (EFTa) #AWTiro7. EFTa Bk

DEEZHFEFI TR > EHRIC, RED
Dsgl & Dsg3 ORBREZEFRETHRIIL TH
5 &, Dsgd ORBIZ EFTa HEHITLD2<E
BEZ 05 Dsgl ORHIL EFTa 51
SOPEELThwaoNED SN, 5T,
EFTa 8L UVEREI > HEFIVADEE
MOEBREMIBL. #F 7Oy MEIZKD
Dsgl, Dsg3, BLW E-cadherin O3 TE%
B LTHaE, T35&, Dsg3 5N E-
cadherin 3. EFTa # 5% b0 FENE<E
L TWARWLWDIZHL T, Dsgl T, £/ %
BELEETHEHEDI0KD THHDITHL.,
EFTa 25 LB T3, 113kD ZaEsh
TWa I EMBgank, £, Dsgl BLUY
Dsg3 ZEEA/LABRICEEFEAL, BEL
BEHIZ EFTa 25MT 5 &, BEMEEXm
CEEHINS Dsg3d B anizngdt, Dsgl
I haZ ENBEIgINL, S50, Dsgl
B Dsgld OHifgAEBOA 2B ZIEN
ELTNF 207NN AOEBRFZRERAWLTHE
L. in vitro I2HB W T EFTa 4% Dsgl %5388
TEDHMhBELAE, T5&, BEKEHRIC.
EFTa 13802~ A Dsgl &4 TH0icxt
LT, $ilEx <A Dsgld IIde<EEEZ
ihanwZl EhRrEani, ik Dsgl B
LUt b Dsg3 2AW-ERBREEIZ. EFTa
i3 Dsgl OAEDRT L ENERIN.
DEDERLD, BG T FUREELIME
7% (EFTa) O#EMERI Dsgl THAHI EMN
Haahis.

SHOREN

30 FENWS EWEBIABHEENTWSE EFT @
EHEARS-DORLAIEKBOELUENS
AN, ZREMABICBOL THBERESICE
BEhBBALTBY., £/ PF OHETH S
Dsgl THA I EMNFERESI N, EFT i3, &8
EVoMREMNS ) DERZHBEBEROMHH
THHIENTFHINTWED, EMEAD
FEIN, RENDEEEMENER N
EWZXY, EFT QY NNV MEEELTO
BEEDERINAEZ EITRS,

SSSS . e — R HHERKER
(pemphigus neonatorum) & HEEN T
2. BFELAHRALTOREIC. BEEM
SRBELWNWIHIMBELTWERALELER



