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Dsg3-/-~ 7 A\ 3K B REIIZTATIC T
BRI B AERERL,

b) Rag2-/-
Rag2-/-< 7 AT EBRFREMAFTFRI LD
Bonfv A EFRELE,

¢) PV model mouse
% L= Dsg3-/-< 7 AE#I % Rag2-
/-RIAIHBHEL PV EFN I A EES
L7z, Dsg3-/-% 0 A0O%LEISFME, f#HA
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STV aNy NERTICER
L. FIEZELD 7 HiE. 14 BICHE
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EFRFEETOA T VN FEBERN
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1) ELISA

BEsR e ERIRICERI L ZeNF a0 T 4 )b
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HRANF 207 4 A% EHME High
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FRP X DER, BRE ELISA L— b
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2) Living cell staining
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30 fEFERL. MEY TN HD0IEE
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L. MEMZHEREZT > 2. £%4HEHO
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ELISA REREE living cell

MoAb 74447 TUA () mouse human staining

Dsg3 Dsgl Dsg3 Dsgl ®EOF EM K B B ¥R (PAM212)
T 1gGl + + + + + + - - + o+ +
7 lgG1 + - - - + + - - - - +
9 IgG1 + - - - + + - - - - +
15 I9G1 + - + - o+ - -+ 4 N
18 IgG1 + - + - + + - - + o+ +
19 IgG1 + - + - + + - - + o+ +
20 IgGT + - + _ o+ - <44 +
22 IgG1 + - - ] e - - .
23 igG1 + - ++ - + + - - + o+ +
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K1 &/ 7o0—FHIGGORESYERAENR) & Living cell staining

b MEEEEEZEE S LU IF Tl AK20, AK19 THEERE FicggyhdikoRitE, AK23
TR WIS EED S, @) YU ABOTKEO IF THRIXTOHETERER»S B
HE IS TIRIBEED 5172 (b)) . v AR AR PAM212 % v /= Living cell staining
BN TETOHKTALHEIREZEAD [gGC OFLEEEDS (0. XTALBEZEE LU TF
THEETONEIZBWTRINIZED s -7~ ).

B2 $iEf~IAAD AK23 DA,

AK23 BfE A DA< ZIZAIBENI AGE DR Z RS (@), AK23 & PR
miF (d) 743 ETA 2FERCBALIENYD A (g) TR G+ 225
%, EFAOLHIARETIIN TR IgG DIEEFED (b, e, h), HHEHGENIC.
2 TOHAEOY TREFE FOKBERRERDE . f. D,
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INEER BREHEBRFELNBEDE - RFE B
SEEREEIREEREZ EMET58CAERATH O, REM

REESETO 1 DTHATAES A3 (Dsg3) IZMT2EDHEIKE
ERZHET HRIRAIEL TS, —F., BEETHRaRRZAL, Bl
DbhLZ2AELT, clonal deltion & anergy MEEENTE/=, L LAad
5. HERNEREIZHTS ML I AOWEBRBIIWEERBHAINTEST, &5
EERTRWIEZAWERIZBU 28N SR/EO R/ iR I N T
%o Dsg3 lZEICHE. HEICRBAL THE0, BHICIIREREL TWiW, Lz
Mo TUBHEICBIT S RENFICHTE M T AR THDITEL TW
HEEXONS, FEBAE, HEIZESNE, FAiDsg3 bikxEA TS0
=205, BHREGICHFEBEGETF2RBETHIN I VAP v IR U ARE
L. #BNZRE N TOECHEIINT 2 BHilBOEREZHASHICT S,

W&
PR
BIERB AR FE R ER

A BH
BFEMEREEIKEREREZERETEH
CREKRBTHD, EEMRMESRTD
1 DTHS Dsg3 ITHTBHMA 1gG BEH
HWHKBEREZHERT S, RTAITBNLT,
HEH#PEEIND LS50 38E
DOFFABTH S,
HOeRISHEO Bl EnE S5 A=
AL EOBREINTVWEDON, —BEIIC
i clonal deltion & anergy MW h T3,
MREEZREICERFBRL TH3 XS5 AL
BRIz LU TIE, ZEAEDORIB MY
A= 2ICEDEHL. B #MEH,S
Fx2231% (clonal deletion). clonal deletion
W HERIGH B M KM TEMEHIRIC A
HTIHINBRFICHLES, 62 EH H-
2Kb T AT 2= w7 AN H-2Kb
ZHBTOAFERTAIS5ICa bao—))
NP H2Kb, H2Kb A TN RS2

T 7RI ATIE H-2Kb B E B
MREAEBHICRIBET 20 RKMICIIHEEL R
VY,

—H. BIEMTIRNEAB MRICKES
5 EMRIEAEL I NS, BEfEH HEL
RO NS AT 22w 77 25
HEHTHD HEL ZB8EREFHEAICKLDFE
2HE5&. HEL 2K/ B MBI T
ZELHN, BRBREICETE2W, B i
FIANIZ IgM ZE o TWAD MRz
EAERBLTWEW, E5ICEEL L
@O HEL E#E5TED 1gD 2HEBEEREIC
FHRLTWBO0IZ, Mg 7 IEE
WOMBHEENRDD, LTy —DLEEIZ
K OFFENB Y, ZOREIT anergy &
XN Tn3s,

Dsg3 IXAEARNTEE. HE. WbWw3
HRMERIISHL TS, RT-PCR TR %
FROBARICRIEL TWa 2, B&fiicidi
W &> T, Dsg3 2RI 3 T #IIH
BRARRICEVBREIN TS AREED H
Do
—55 Dsg3 HithkZELT S B #ifL -



NETOERBNMSTSHE, KHEIZTT clonal
deletion TN TWBAEEHENH S, L L.
H-2Kb ZRWE h S AT 22w 7 DFRE
FEHICATIRHRRTHY., BREIFEEINT
Wa7HIZ. HERREL BHAREEINT
WBHEEENH B, FAESERIAWSE R TIE.
Dsg3 ZBEIZHBAIELOTELERL, &
BN EIET B, I HICEBICHER &M
LTWBIERKRERFEHTHD, LLLE
Bk X, Bl Dsg3 BN AP 2
w7 AEVERR L. Dsg3 12X9% B #i
MAEERANEDOL DI RHEEF TRESSEIN
ENEBTTHT D,

B W& Ak

1. Generation of transgenic mice

anti-mDsg3 IgM H #$§& L HOX U & —
TAK-H, 7AK-L & H $#HDH», HL<IE H
$H. L 85, UEESL. C57BLI6 YT R
(Taconic) Iz~ T O bk
L. b2z w D &BEMRLZ, H#
DBDORI AV Z T 24 B 5
LI PCR ICTEBETFOFELZHIEL .
F-MEESDY UL 24 P 2 [LITHE
w7z,

2. ELISA

B3k i O3 Dsg3 IgM 1 ELISA I THE
BL, RIS E, N ONA T
AV THER U 7= recombinant mDsg3 %
TALON /1 7 A THE L 7z,

f=8 L /- %X % 10ng/mi {2 PBS-1mM Ca I
FF L. MaxiSorp Plate IZEHMHMNL 7z, 2
K& & LT, Rabbit anti mouse IgM-mu
specific Fiff(Zymed). 3 XHFUEEL T anti
Rabbit-HRP(PharMingen, San Diego, CA)% H
WRIEL 7z,

3. Flow cytometric analysis
FAYMid ACK lysis buffer iZ TR MERZ

B\ )7z, #IAZ V3 phycoerythrin (PE)-conjugated
anti-CD19 (1D3). FITC-conjugated anti-IgMa
(DS-1), anti A IgM(R6-602)THAAEL /=, &
TOHE h 13 PharMingen DAL /=,
guft L 7= M4 flow cytometer FACScan T
L., T— ¥ I3 CellQuest software
(Becton Dickinson) % F /=,

C iR

mDsg3 FrEMR IgM bZ APz 2w D
I ADIERK

i mDsg3 JifdzEa—Fd5)a2EF
> b#iGT. HEE. LI Figl 0L D IE
L 7. C57TBL/6 HIK. SZHEORIC HERD B,
HBLSIZHE. L#. @HFEALLE AN
BRETR g BaFHEOTOE—F &
IIONH—IZE0EREET S, H $#HO
2R NTT Mz, BRI &SRO A
DIFY 25, > T, HHEITB HAE
FHW & MR WIZHWT DT ENAIRETH
%5, —HLEIE., ThOCEHREOIN
TR Y oN B ET,
LN L EHERETFOU I ER
— g EEEEEDETAHIENREN
Thb,

HME. HEOBDEF AP Zw7iC
BEL Tik, 5 &#. PCR ICTHBIZMERL
T, H¥E,. LERADII VAT
w712 Rk, ERLU,

Bt B fifla DT
H#OBPDORTI VAT LY IITAT
i3 IgM-FITC. CDI9-PE TH: 5 &, IgM-
high QEIEPEML TWe, MEDOHT >
AT w IITATIE WT &HERT 5 &,
83%M5 I[BENEEEGORDERDDD
DD, TOKREBDTIE IgM*.. Kappa $HZFE
HLTBD, b AP—ERHL T
HEEZ SN, (Fig2, 4)



PPP EcoR1
Sall PII  PII PII EcaR1 P pMM222 o
LV e ]

anti TNP IgE Light chain

Pstl

TAK-L variable region

PCR based assemble

Heavy chain construction

anti TNP IgE heavy chain
EcoRl Xbal = Xbal _EcoRI

PCR based assemble

Fig1: Heavy and light chain construction
PCR assembled Heavy chain Pvull-Pst1 fragment and Xbal-Xbal fragment were
cloned into each expression vector containing promoter region and constant region.
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IgM IgM(a)

Fig2: WT and heavy chain transgenic mouse bone marrow cells were stained with
IFITC-IgM and PE-CD19. In Tg mouse, IgM-high B cells were detected.

WT

H chain only

Fig 3: WT and heavy chain transgenic mouse spleen cells were stained with IFITC-
IgM and PE-CD19. There is no difference between WT and Tg except for the
expression of IgM-a. '

il B HHfE DR WML TWiE, £/, 8 ZloMEIZ NS >
H#EDADI I VA rZ w7 T WT  ADP—HRD IgM* ZFHFEL TWi, L
g L. AMREERED s o7, SHICEEL T3, & A EDHMAEA Kappa #H
TEDO LI AV IIUATIE. B EZRBELUTHO, AEMED Kappa PR
MBI OBIED 4% 15 16%B~EHLMNIZ  LTWaEHOEEZ SN, (Figd. 5)
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Fig 4: WT and heavy and light chain transgenic mouse bone marrow cells were

stained with IFITC-IgM , PE-B220, PE-Kappa, PE-IgM(a). In Tg mouse, 35% cells were

B cells and most of them expressed IgM-a and Kappa.
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Fig 5: WT and heavy and light chain transgenic mouse spleen cells were stained
with IFITC-IgM , PE-B220, PE-Kappa, PE-IgM(a). In Tg mouse, decreased amount B
cells were detected and most of them were IgM-a Kappa. Some IgM-b expressed cells
also detected.



MOHICHBIT 0L E

MEDO R AP 2w I T AICBN
T IgMa DILEDNH DN E S DRER L 28,
ikl <Aoo/, - T, m¥
IZAK7THEIgMiZizW D EEZ S,
(Fig6)

Tg hard palate

positive control

Fig6: Heavy and light chain transgenic mouse
hard plate was stained with anti IgM(a)-FITC.
No IgM(a) deposition was detected.

MO BT ALy VYV ATOHE
itk E

MO NT AT 2w VI T AINF
2074 WAZEBNTIERL 7 r-mDsg3 %
10ug 3°D. CFA. IFA 2, 2[E&%REL.
BOZENOHEOLEZFMLZE IS,
HEMic, HRMIC IgM OEBENE SN
7z, (Fig?)

Fig7: Heavy and light chain transgenic mouse
was immunized with recombinant mouse Dsg.
And the hard plate was stained with anti
IgM(a)-FITC. A little bit amout of IgM(a) was
detected.

D H%

BIEDOF, H#HDADRI AT 2w
IR IgM 2F Lz B HilR T, €
ORZBIZBWTIEEAERZEITIINWEEZ

BHIEMNTES, LALEASS, WED b

TRV Iy IR T ATBWTIFHIZ
BWTHEFOBMROBINRE SN, #
BICBWTH, SH5ICEEFICRSN-,
iz 2% <O B Mgl IgM*-Kappa %
REL THW5H00, OHOERETIEHE
DLENA SN2 &LD, NESE
D Kappa B H L TWA T ENEAHN
3. 5HO L E LT, B IO idiotype.
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