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" IIMENRERICH B NIEF A S OMHRRENTIESTIC

B FEERT

MiE ARTFD, MR B,
N

s P,
AL EFY,

SR W3R,
Rl T,

&F M2,
B R

1) PigERRFEERAR, 2) W W, 3) B EEFEE,
4) BT L BE R R AR AR

(CFRE 15 4E 6 A 30 H3A)

Ef MEAMREICBWTEF X IREDLNIEFASRB SN0 T, HLA-A,B,C & HLA-
DRB1 ® DNA # A ¥ 7, <4 70% 754 MENBLE 70— A X M) — @7 %2 H
WHERRRBIC X VAR F AT TH D2 LATRBE S Nz, AERNL, 37 mOBMET, —5
HRARDH DD, Fk 14 4 9 A SR EIT O 7 OB VARBEIC AR L7248, #
MEE 72V S DIEBI ORI Z FVT ABO MR D7 T —H 4 b X+ —f@HF % 5 O
b h ) 7 AETHEMIMA S DNA Z2HE L, <4 27 04% 754 MEN, ABO IkAlE
BZFIAEYTBIOHLA BEFIACY T RER L. 70 —% 4 A MY —@H O

#, B #lixkE AB HEIERAY90.04% & 9.96% DILETRAEL TWizo TRTOBEFR

ET3HEELZVWLABEOT Y VHPBREBENZ, T &5

T THoHILHIRREI N

F—T7—F: ¥xF5, JAERFXATF, ABO MiEHE,

&

il

WM EFRBHE LR 22X TRV AILBNT,
Bip % 22L Lo ABO MEAE 2 B L T %R
BABET A S5NTE Y, ABO MEAENEF A
7, HHVEFAT Vb5, MEMESFA 713,
B A RBEMOMERA 1 DORBFICHRL TV
RETHY, MBEHFATE20H50WIEENLE
OEBFICHELTWAIRETHL LERINDY,

B R34 D ABO IRl ¥ 2 5 1%, 1953 4E Dunsford

WX D THE SN2, AFTIE, 1959 i
Furuhata SR EMEIC A Bl O BlOF XY XA
BHE U 2HELTWDEY, UBAFET 20 F1L

. S DREBIATBUE R F 2

HLA, DNA 2 f ¥ ¥ 7

14200 WA TIEAR 130 BIDSERE S T 52122, i
BRF XS ORAERF L LT, WAERF2SLZ
BFHEFATO2BENRELIDEEZ LN TV,
HiE X, MBI R % 2 WA ROE MRS T2
WTHRBOMEWA %/ L THWOE M BE)
THIETHELL VLR TWS, BEIX, WTO
BeBAEOBIZENENETRZREL, Zhos
1 ODfEfkE LTRET A ETELLEER T
5%, BUAERFAFEIRERPFEEL TSI L,
ML D A D F 2 5 TH Y MR oML F 2
SWZhoTWRrWnWI LR ENLBMIh, ZBTH
¥ A 713% < ORI THREAED XX/XY OF X T

EEERE  T359-8513 HERFHRMEA 3-2
Rt A R S BAR AR
figkE AT

& F 042-995-1511 PI# 3721
F A X 042-996-5217
E-mail matoh@me.ndmc.ac.jp
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ThHoHT L, FREHWET 2T XTOMBALEF X T
THAZ LR EDPSENSNDY, LirL, £EH
CAGETELRWAIBHE SN TV ED,
LA, MERRETE 2 T 8D IR
AR EN72DT, HLA-A, B, C, DRB & HLA-
DQBlI ®DNA ¥ A ¥V 7, =47 u¥% 554 ME
MBI 70— 4 b2 MY —fFHT % F\ 7 RERRR
BRa L7z

MBS LUHE
iE Bl

FEBNE, 37 OBHT,
BOBD 4 NRETH 5.
i B BT O 72 OB T VIR BE
{, BRI R&EEED LV,

OB, BEBLE ZHRPERUE
FRL 14 48 9 A /e Ehs
WCABEL 720 BRI 72

IS
ABO IEEI O 72— A b X bV —

EDTA Rl & 7z KM% 2,000 x g T 10 44
L, FRILERRE % 37°C @ phosphate buffered sa-
line (PBS) T3 [E#ki%k L7z, 3% MERFiER % 0.5
mlTERE L, @O L7, EEEBRWZIEIC0.11%
DTVE—NT VT FEELRIEKEER (RBC
DIL, A T v—=348)% 3 m/ iz, 1555 H#E
BL7zo COBMEIC LY RIMRORILZRL, &
DRI T DB SUE & ¥l L72. PBS T 3 [H¥E
¥ L721%, 1 ml ® PBS ISl L7z, MERTFER
30l sy AHROFiE b A F72idPie M B E/
2 a—F VPR =Y - ZV AN - AT TR
F 497 XA % 50 Wz, 4°C T 30 SRS
S¥72, PBS T3 [EPWH L&, fluorescein
isothiocyanate (FITC) T L7z k¥ifk(v v ¥
HRPL= T R Ig ik, X7 b - FoFdF vy U4t
)% 4 ul AL, 4°C C 30 4RSS 472, PBS
T 3 [\PEHHE, 1 ml O PBS ICHREL, Epics XL-

MCL (Rvy 2= « 32— &% —+-8) T L7,

DNA

EDTA JIFKKSIML 5 mi (M [0.32 M su-
crose, 1% (v/v) Triton X-100, 5 mM MgCl,, 12 mM
Tris-HCI (pH 7.6)] % 10 ml 2Nz, &xBIEME,
2000 x g T3HMELL REERELL. Boh
7RV Y MZAM VAL h ) v A AWK [4 M
potassium iodide, 25 mM Tris-HCI (pH 7.6), 12 mM
EDTA-2Na (pH 8.0), 0.5% Sodium N-lauroyl
sarcosinate] & 4 ml @i L7z, RNV F v 7 AT
BWEZRAL, BEERE ¥ N7 BN - Mt
fTo 7o TOWWICTY /=% 10 ml MZ,
DNA ZHTii & €721, REZBREL, 710% =%/ —
VT DNA iL#E% 2 1) ¥ A L7z, DNA #EE2S 100
ng/ul \27% % X 9512 DNA L& % iR & 8 K CHR
L7z

ABO MEHERFI AT

O T7VUNVIZ, ATYIHh5—HREREGEHE 261)
L7:E5TH b, —F, AL BT7YNTIXT #PrIC
BEHBEBBRAZD LNTWED, A 7Y WVIE, KREZ
MOEENB 7INVERLT, EhUAR O TV
WERILTHEIZ LD, RENGRIEESHFEL
Vo ZDZENDL, AT IVEBERKICKRHT 572
WIZ, REFME, AL OTIVNVEEBETB 7Y
WV R BEH65TICTITA—D Y KigEEREL
720 F72, O 7T UNVIZDOWTIZHESE 261 @K%%Eu
2, BT UNBERETIC T4 ~—D 3 K%
NENEREL RIERTLICRT TSI~ — 4:/
FE2HWT ABO 7V VEEERRIC PCR HiEL
722, 5ABs1261 & 3A0s1657 D754 <—+1 v b
% B < PCR #iEix, 95°C 10 72X, 95°C20 B
(BAEM), 63°C 508 (7 ==Y v7), 72°C 40 %
(MERIS) % 35 44 2 VO TITo 72 F72,

F1 ABOMAELE=F DPCR- SSPIE)EFJ 754 <%—

HiESh 3 L% & Tm T £& Tm PCRE#
7y T4 =— BEA (mer) (C) 734<— BRES (mer) (C) DHAX

A B ABO-1FAB2 GAAGGATGTCCTCGTGGTG 19 61 ABO-1R3 CTTCTTGATGGCAAACACAGTTA 23 54 133bp

(0] ABO-1FO CAGTAGGAAGGATGTCCTCGTGGTA 25 61 ABO-1R  TTAACCCAATGGTGGTGTTCTGG 23 58 118bp

A O ABO-2FAO GGACGAGGGCGATTTCTACTACC 23 61 ABO-2R TGTTCAGGTGGCTCTCGTCGT 21 60 149bp

B ABO-3FB  AGGACGAGGGCGATTTCTACTACA 24 60 ABO-2R 150 bp

A 5ABs1261  GTGTAGGAAGGATGTCCTCGTGGTG 25 60 3AO0s1657 GTCAGGATCTCCACGCCCACG 21 61 1589 bp

— 2 —
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< N
Srous 6>K THULT 1
240 261 297 526 657 703 796 803 930 1065
¢ 4 ¢ c (e ¢ .
A ]
G ¢ T & A A
B I ]
AG Stop pe e paaa—
E_ S RAY(CIEE
| o ' dhaTUN
ABO-1FAB2 l——— 1 ABO-1R3 (133bp) AEB
ABO-1FO E— |ABO-1R (118 bp) o
AG -
C o}
ABO-2FAO El——1ll ABO-2R (149 bp) AL O
ABO-2FB li——f@ ABO-2R (150 bp) B
A
G C
5ABs-1261 fill 3AOs1657 (1589 bp) A

1 ABO MAEEE T VI OEEBMEEA & PCR-SSPAICERT 527514 v — DTS

OTINE, ATUNDO—HEEREGEH261) L, 7V—2 Y7 MERZREILZEE, aFY 1178 F &Y
AA RV oTwWD, —F, AL B7TVIVTIET » At (33 297, 526, 657, 703, 796, 803, 930) (23R H B AT &
NTW3, ATIME, REBMVOEESBT7INVERLT, ZhUAFT O 7TINVERLETHEZ 20, FENR
BEIFELLV, 2OZERPDH, ATVIVERERWIIRET 572012, REHMNE, AL OTIYNVHFHBETBTY
WHRRLEREE5TICTTA—D 3 Kz HE L7 (5ABs1261 & 3A0s1657). 72, O 7 MICOWTiddh#Ek
261 ORIEM (ABO-1FO & ABO-1R) 12, B 7V )Vid#i3k 796 (ABO-2FB & ABO-2R) I2 75 4 v —0D 3’ K%

ZNEThRE L1

5ABs1261 & 3A0s1657 DTS5 4 <—+ty MZk 5
PCR ¥1EiZ, 95°C 10 32k X, 95°C 608, 68°C
1208% 35 %4 Z VOEMTERKLT.

HLA ¥ A ¥ V7

Go4bh ) T MBI L Y I L7z DNA 4~ 7
IZ2\WT PCR-SSP (PCR with sequence specific
primers) # & PCR-SSO (PCR-sequence specific oli-
gonucleotide) #:% Hi\» T HLA-A, B & HLA-DRB1
TUNERE L. 7z, PCR-SSP EIZDOWTIX
HLA-C, DQB1 3 FKIc# £ 7 L7z, PCR-SSP &
X, v 71— X480 ABC SSP Unitray & DRDQ
2T SSP Unitray % L7z. —7%, PCR-SSO ¥
v 5 X bt o ELPHA-ABC & ELPHA-DRBI1
M L7z ¥72, high resolution LX)V ToDF X
) X 5% R4 572912 PCR-RFLP (PCR-restric-
tion fragment length polymorphism) %% Fv>72,

<A za%T 54 ME

AN D7z D STR f#HF v + (AmpFISTR
Profiler PCR Amplification Kit, 7754 F)NA4 F
VAT AZHE) EHCTHF 2 ) XA EBE L7z,
D v MIE TPOX (Fefafk 2p) D3S1358 (3p) FGA
(4q) CSF1PO (5q) D5S818 (5q) D7S820 (7q) THO1
(11p) vWA (12p) D13S317 (13q) ® 9 AFiD~< A
7a% 554 MEBSEINS, ¥ v FOFHFIC
fevs PCR iE% 4T o728, 7774 FNAL F TR
T A Ao 377 ¥ —4 ¥ — L& GeneScan = Hwv
TN 24T 72,

-
—

® R
ABO I % 0 M3 S AR EE

K2R LEE DI, EFOMERITITA Fu
L, 3+ (mixed field; &h5%E4E) T, B HUKIT 4+
Thol-lthb, ABERIEHESN. LAL, il
A TR 5 OB A 3+ TH H Z L b, HAl
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&2 ABO & RhO(D)MZRE () M EF AR R

mAME  MBME #HALI7F> HHLIF> A ME BIMEX MmDMiE
3, m# 4+ L8 4+ 0 0 4+
#: mixed field
$: weak
EHFA 7 F72EF A TOWEEEIRBENT-DT, 3  ABOIMEE! O M &S HEE
BETER L. R3IDERPLF AT T TEY (a) #hEREEA
£ 7 BEDNZOTTIO—H A X P =123 JiE3 HAILE B
ABO IMEAFR DT, ABO M#EELE(RT ¥ 1 € 1:64 M 1:512
Y7, A 7u%T 54 MENB X HLA Ei5TF (3458 (AB)) (1:512) (1:512)
FACYTRERLT
#: mixed field
TJa—H%Af P XY — (b) PEER RS EE SR IR
BEOMIKIZ, B HEEITIZ100% K6 L7-2 ;& ABVEf R  BREERAIEESR
EPD BIURIZOWTIZ T o 72 BIEN Do 72, 1:1 1:128
FRIHL, PLA PR E OB TR H TR (4478 (AB)) (1:128) (1:128)
9.96% L7»7%<, B0 ®90.04% DImEkIZEMET
Hol(F2), SO LS, BEORMILIZIZ
90.04% @ B BlIfiEk & 9.96% » AB #IEk & HEAE (c) EERFABHIE
LTWwWabZ &AL 72 AR E BEIE HE4) &
1:1 1:256 1:64

ABO Bz F5 AV 7

BFEODNA Y Y I IMIZOVWTA B O&KTY IV
FERIICHINE S 5 PCR-SSP 1% i L 724 3,
3ahb BEOTYNVOREDN, H3b2SATY
VOHFEDNMHERIN, ALBL OD3EEOTI IV
PREEINTZ, TOZEHS, B & AB HOEMLT
BABO L ABTH5HZ LAHIHL 2,

<A 70%7FI4 b

BEDDNA IZ2WT9 i~ S 704554
MEHT 2 i L 72455, 27 < & H D3S1358, vWA,
FGA, THO1,D13S317 IZ8 W T 3 fl¥E 2\ L 4 fE3E
DTV NVHHE (K 4),

HLA #EZF¥AE VT

PCR-SSP #:% i\ T HLA-A, B, C &5 T D%
TUNEBRE LT, ZOME, B #EZETHET B39,
B62 & B56 (MiExTIEA)AS, C EET Cwl, Cwé &

Cw7 (IExHBE) A2 h 2 Sz (M 5a), L
ML, ABEETETIZ A24 & A3l O 2 LK
HWENLhotz, —F, PCRSSOHEICEL S A
7 Cld HLA-A24 £ A31, HLA-B62 & B39 3% h
Zhgii &7z, L L, PCR-SSPETHRINE N
HLA-B56 I[25d 5 7a—71%, #v b+ 7%
ZATVRWHODOMOBERIS L )R &2,
CNHEDT Y NVOFLEDBETE Rho/(F—F K
R0

75 AN T I MZDNTH 2 5 A1 LRI PCR-
SSP #: & PCR-SSO #:% %ijifi L 72 PCR-SSP #:T
¥, HLA-DRB1*04 & *14, DR52 & DRS53 (Ifili%
i), DQ5 & DQ8 (MiExHu&) 7 V) vhsZ
hzhit Sh7z28 (K 5b), SSO #:Tik HLA-
DRB1*04 £ DR53 T® - 72(5F— ¥ ##&R). PCR-
SSO T DRBI1 #* DRB1*04 DA TH 722 &
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200 —

0.84%

100 99.16%

T T

100

10!

102

HAMABRMED Y fO—IL

108

200

90.04%

100 9.96%

T T |||||A| T

10" 102 108

HAfLIE

100

PBS TP L 7= ARIMERIEHE (2 AR IMERFE € (RBC DIL, /N4 T—=348) # iz, FRIMERDOIRIRAL & Bk SOnH
#2417 o 720 PBS TH# L7z, MIRFHEW 30 ul 1S 7 AHROH L M A 238tk + B £/ 7 u—JF k%
50 ul Nz, 4°C T30 RIS & ¥ 7z, PBS T3 H¥EH L7z, FITC BRke v YHRIi~Y X Ig Hufk2 4 pl @0
L, 4°C T30 MRS €7z, PBS T, 1 ml © PBS ICHF#EL, Epics XL-MCL TH##HT L 720 BEDIMIK
i, BB HFAREIEIZ100% B L7722 800 BHURICOWTIE T o 72K BB R h o 7ze ZRISH L, HLA Hifke
DS TIXEEDDTHIC9.96% L2 72 <, 5&Y @ 90.04% DMIKIEBEETH o720 SO LD, BEHEDORMMICIE
90.04% @ B BIEkE 9.96% ¢ AB BUMIR & ARIEL TW5BHZ AP L 72,

5, high resolution TO¥H|E % PCR-RFLP #:% H
WTHF o720 Z0RER, HLA-DRB1*0403 & *0406
DLFEEOT I N 2HE-TWEZ DL (F—
% £427K)o PCR-SSP %, PCR-SSO #:3 X OFPCR-
RFLP B CHES N2 T Y VEE L ICE LD TRT

PCR-SSP #: CHiHi & T, PCR-SSO B THiH &
N&do727 Y V&, B56, DRI4THY, ZONT
T ¥ 4 7% A24-Cw1-B56-DR14-DR52-DQ5 T %
LHESY XA HANERIONT O Y A T HHE

EEN7zs —F, PCR-SSP #:& PCR-SSO OV
FTHRTHRBE N7 Y Vi, A24,A31, B39, B62,
DR4 £ DR53 TH Y, ThbonNTua sy f 7HA24-
Cw4-B62-DRB1*0406-DR53-DR8 & A31-Cw7-
B39-DRB1*0403-DR53-DR8 TH 5 L#EE S 1

7z 26) o

E .
ABO IIE#ICOWT 7 —H% A X DY —FER2E
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(@)

Mr

AB O AO

o @ 6 @

B

3 PCR-SSP %kIC& % ABO MRV EBIZF I E THE
5ABs1261 & 3A0s1657 D754 ~—+t v b (b) ZK< PCR BigiZ, 95°C 10 40I2# &, 95°C 20 # (#Z51E),

63°C50 (7 =—1 7)), 72°CA0 B(MERIE) % 35 %4 2 VOGEHTIT- 72 (a), F72

=1.6 kbp

Mr

®
A

., 5ABs1261 & 3A0s1657

DTIA4 <=ty MZLBHPCR MBI, 95°C 10 4kt &, 95°C60#F, 68°C 120 % 3544 7 VDL TERKL
72 (0o (@) DERENLSBEOTIYNLD, (b) BHATIYVLRENENEEZEDODNA Y Y FLALKRHE SN, B & AB
HOBIEFENS BO & ABTHHIENHBELY, MriZ DNA S TFE~Y—F—% %7, LEFOTIix, PCR-SSP &

THIRINETINVTH S,

i L7245, B & AB B> 2 FE¥E O MERASARRY ML b
WRELTEY, FAIPRBEIN, F72, <A
Zatr T4 MEN, ABO MEMERT ¥ Ay 7
BEXUOHLAZ A1 7S AN BLETIAES T
DORER, WTHIZBWTD 3FEIUL L7 ) V%
Wahiz, $%bbH, 7HEBEOGMAT3 HEHED L
OTINVHFRIBENZZEHS, FASTHAHI L
BHLNE 2o,

COBE T TIMERA R OB B Y, fiHkk T
DIMEEMRAT AB BlE B BIZSRAEL TWBH Tk
PHOSPE R TWE, & OBFITAMIEORE
BoNnedo 2O THRHMRBICOWTHE L Tuwian
A, FAZOTIMERNAEROEPHFRET LS L, B
BOGBEPF AT THLZ ENOLNERFAST
BHHIEIPRBENT,

DNA % vz 72 % £ ¥ ¥ 71k, fEROImiEERE
FIZHER L TRESB L OREESEVW 5N
TWb, REMAHICELEL T A F X FHifgds 30%

BELLEICR L2V E MEFNICHRETE 2 h o7
25, DNA # A ¥V 7T HERICE o TER B,
PCR-SSP OB HIEE X 0.01% TH Y, PCR-SSO
#:& PCR-RFLP #:1310% BETHILEEZ LN
7:;)27‘28)0
SRIOFREFNE, F X FHIEAHRMMAIZH 10% T
HotzZ b, PCR-SSPETIHEEHG LI 25
DNA @ HLA 7V VOWTFhd 2l &z
PCR-SSO #%:Tld, HMEICHETE 200 BHEHRD
HLA 7UNVTHY, FAS5HED DNA 70—
TWZEDZFORIBHEICANT Y ERHY, vy b+ 7
U TOFRKELEDTHETAHZETHLA T
YNVERET S LA TE, PCR-SSO ETIZRA
LTWaFATMBONREICL - TREZ EEbN
505, hy MEFTEUTFTHoTDEEM MK
& D BOEERE VWA, £ u—-TOHEIC
BN EES LAY, EEIZ HLA 7))V
2HET HUBEND D L Bbhiz,
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&4 PCR-SSPi%i. PCR-SSOi%# & U'PCR-RFLPE TRE & hzHLAZ UL (ILiENIEE!)

i HLA-A HLA-B HLA-C HLA-DRB1 HLA-DRB3/4/5  HLA-DQBT
PCR-SSPi A24 A31 B39 B62 B56 Cwl Cw4 Cw7 DR4  DR14 DR52 DR53 DQ5 DQ8
PCR-SSOi% A24 A31 B39 B62 nt DR4 DR53 nt
PCR-RFLP#* DRB1*0403

DRB1*0406

nt: not tested

*PCR-RFLPi%I¥PCR-SSOiE CDR4 L MRH E s i 5 72D T, DRAIZ DL T D Fhigh resolutionD 4 1 £ J & EHE L 7=,
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O¥AE¥Y 7L PCR-SSPHECE B FATFA Y
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EASE I D 72O ARE L 72O M BRA A 5 F
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HTHF X T OBMRE DMk & Y &\v» PCR-SSP %
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HLA #EFREICBWTES T T RIZF X 7 5%
SNTL 2R S L EEDbN 5,
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Abstract
Cellular and genetic analysis of a chimera in dizygote twins
M Atoh?, K Kobayashi?, H Suzuki?, Y Suzuki?, T Kaneko?, S Ishigami®, Y Fukuda?¥, S Tamai"?

1) Department of Laboratory Medicine, and 2) Department of Blood Transfusion, National Defense
Medical College, Saitama, Japan
3) Division of Laboratory Medicine, Koshigaya Municipal Hospital, Saitama Japan

We found a case that chimerism was suspected in ABO blood typing and performed flow cytometry analysis,
microsatellite analysis, DNA typing for the HLA-A, B, C, DRB1 loci and the ABO blood group gene to establish
a chimerism. This case is a 37-year-old male, and he has a dizygotic twins’ younger brother. He was hospitalized
with the fracture of his distal left radius. There is no history of blood transfusion. We tested the ABO blood group
using a flow cytmetry. We extracted genomic DNA from peripheral blood, and then analysed microsatellites, the
HLA-A, B, C, DRB, DQBI1 loci and the ABO blood group locus. The flow cytmetry tests showed that the red cells
with the B and the AB blood type was 90.04% and 9.96%, respectively. Three or four kinds of alleles were
detected by the DNA typings and microsatellite analyses. From these findings, it was suggested that this case is a
chimera in dizygote twins.

Key words: chimera, twins chimera, ABO blood group, HLA, DNA typing
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AREEIHOA17TE)IEZ, BTHTYT7 - 7= 7THGEEMESE (TthAOH) L O L 2o THD
9, FEI3HOTUS T AIFEEICTITPRLET,

H& - BRSSMOBEHEA
1 Bk ,
1) ZAEEE: 9 H 15 H~17 H® 8:30~17:00
2) HHEIBSE: ZUMFCTHHGER RO L, SIEE2 BZITE) T X v,
3) MHZMME: JSHI ®AZh0Z 15,000 H, 7th AOH & D3t@BhiE 45,000 Y. ZiFHFICTsm
BE BN L, FHPGEEBMEEE BZITED T E v,
4) FA—2h—FEEPPERL T 28w, TSMEERE HLA REHNE - el oty
OHEE - BEHOBICLELEY I, HEOBOERITIHLIRITOTITAT IV,
5) HAMBEAUFRICARINGS, ERKBROMTIE [FEFBL Y I —] KTBFRELL LS, kK&
L TIIToTEBY A
2 BEA
H K 9H16 H(K) 19:00~21:00
& ¥ BHRS)CAKRTFAAEMIE HEF

Zm#: 3,000 M

2)

3)
4)

SZBOMEMzBRHRLLTEY ¥, ZMFRIEHZNICTSNEZ B VWOL, St B%

FELD T &y,
EEDOEEA
1. FERKEH
1) YURYWLA, U= Tay TREER, BESKZBHNTORELZBEVELET,
2) —ROEBEREBIRERI07, H@W35TTo A4 FIZ 10PN TBEVWEL 3,
3) RRY-RBREQEKS S, HW20TT
2. A94 F
1) HMEBERE35mm A4 FELIIRBE TV 27 5y —2FHL TS v,
2) A5 Fid, kv ¥ a YBBO 305 E TRBEZMNTRED ) 2 BHEIF L 28w,
3) METUY s ¥ —fHEX, BTNT—RL Y MITERD 77 AV EZ 7Ry ¥—F 4 A7 IZANT,
v ¥ a YEBO 30 450 E TICRAZMICTBHEITT v,
3. RA¥ —
1) RAY—I3EFETEREVE 7,

RAZ —=78FVIEHE 120 cm A% 90 cm TF 6 AR ¥ —FHREZIZ 9 A 15 HF % 15:00~18:00 £ THOMHIZ,
BEZATE Y 22T BEDHITITER L TL 23 W,

9H16 H(K) 15:00 £V, FA¥—RELZBIHRVET, HEZIBRAR Y —#IC TRHREEVE I,
RAZ—DOHFE9 H 16 H 18~19 RO MIZ BV L 3,
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QC7—7>av7&Es
H ®: 9 H15H(H) 13:00 ~ 16:00
& W BIHRT) VATV 1R R
ZE: QCWS ZIET, T TIRBMELIRYAA TS FIIZMCTSMEEEZ BZITID T v,
BEXOAXRZMOFE, ¥HZMTTSMME 2,000 % BXHLNDO ETSIMTF S,

REFERTERES
H K: 9H15H(H) 16:00 ~ 18:00
L B BIRRTY UARTATEIE ER
7F 2 MR 2,000 H
BMBFRIZCTHEERZFTETROMEMALE L 28w,
*AEERIHERH LAAH T, BHBMIWETTD, 7FA MUIRHERED L5 ICOARE
AWEETT,
W % HLA 57Ok L Hae VRS #iG (REAKS)
HLA BIZFD¥ A V7 ANIEE CRERRTFEt >~ 5 —)
HLA O BIEZEMBHT~OISH  ZHEEE CERRR R K%)

SHEARE
1) HEA 9 A 15 H(A) 11:00~12:00
BHRS) VAFTFVHEE LR LR
2) FFEBRS 9 A 15 H(A) 18:00~19:00
BHRTY) Y AKRT VI 1B B
3) BR 9 A 16 H(:X) 17:20~18:00

BHRTY Y ARTVHE 1B BE
4) BEMEZEES 9 A 16 H(X) 12:00~13:00
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BHRTY) VAFTFVESE 1B LR

BEBET
BHIRTY VAKFTFIVHEE 1B BB

Bk - TEEN
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Y5nllzEE 98 17 HGK) 15:30~16:30

ER HEARE(ELERERLY Y —)

SL-1 Evidence from prospective trials that HLA antibody precedes kidney graft rejection
P I Terasaki Terasaki Foundation USA

URIOL T 5/ L% %EZEEZD] 98 16HMN) 9:00~11:50

BER ETYEmR RS

S1-1 7 ) DRk d—F— A4 FIE#
HA W KFEER AT
S1-2 W& AR E T A DLRM
ARz I KFEERH AT
S1-3 HLA #8281 57 7 25 HME
RN FH FORER SRR R BERHR BT FERT
S1-4 <A F—HMEEEGTRE 7 2 EMNE
TRR R BB Ak v & —WF5eRT
S1-5  WHIRRBMIC X 2 WA
fiLig v BERERE KRS

IRITL 2 [HLASAEVIDEE({] 98 16 HCN) 15:50~17:20

R EETER (HLA BF5E0T)

S2-1 HLA#A¥YZ®QCIZoWwT
H 75 WRERARTFIME L > & —
S2-2 HLAREA—H—25R/Z2DNA ¥4 ¥V 7 hBCHET % ASHI RE il
HEAT One Lambda, USA
S2-3  ISO15189 ZHulr& L7z HLA MEDEH#EAL
N7 N ¢ Rl R B KA
S2-4 EZETHETNERWD?
5 H fl ) WA v ARFSERT
S2-5 HLA ¥ ¥ v 780kl HEEHR
NIFHBKRER Bk
S2-6 MHHMIS L HLA ¥ 4 ¥ ¥ 7 30®ER
ANET FORER BRI RS - G BT FERT
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ARIY—RIVIRID L 98 17HGEK) 9:00~12:00
[Histocompatibility and Immunologyl (#%).//\IL7 4 XA 77—~

BER: T B GUERRT L EER R E)
ANET GORKER AR - BERER BAT7ERT)

SS-1 HLA & HH
1) BB BAE-HLA XY 7222560570
RPEHNH] 5 & BB
Gerhard Opelz (University of Heidelberg, Germany)
ABO R#EE A
B AR FRKRET)
2) MifuBHE-HLA £ GVHD 2~ Fu—)
HLA t@Eim#EtagmoBik US & HA
John A Hansen (Fred Hutchinson Cancer Research Center, USA)
HREREENRSALY 5 —)
SS-2  HLA t HOMRERR
1) FAERRERD
HREZ (SIRK%)
2) NX—F v MK
KB B (L E R S)

J—2< 3w [HLA haplotype diversity] 98 17 HEK) 13:00~15:00

Stephan Beck (The Sanger Centre, UK)
AW G RR AR 2 - BG5BT ZERT)
Hed  BECRIBRY)

B CRE RS

REMFRFER

TFBEREIEMEREFEFEE[TE 98 18HM) (7th AOH) 13:30~13:50

ER HTEECRERF)

1 Functional analysis of the NFKBIL1 gene product, I kappa B-like (IKBL) protein.
OHiroki SHIBATA, Michio YASUNAMI, and Akinori KIMURA
Department of Molecular Pathogenesis, Medical Research
Institute and Laboratory of Genome Diversity, School of
Bioscience, Tokyo Medical and Dental University
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TFB iR ERFEZEEE 9 A 16 H(N) 13:00~13:45

R TR CRERS)

2 SLA 7 7 A 1#BRFHBOY ) AHEBNT—TRIM15-UBD #&f& T O ——
OEBHT, BHEMT, HERKE, HBTER
P Ry N e e e g S e

3 Analysis of polymorphisms in the MHC class I genes from rhesus macaques
OYumiko Takahashi, Michio Yasunami, Akinori Kimura
Department of Molecular Pathogenesis, Medical Research Institute and
Laboratory of Genome Diversity, School of Bioscience,
Tokyo Medical and Dental University

4 Analysis of HLA-DRB1*0901-binding HPV-16 E7 Helper T cell Epitope for Therapeutic Usage of

Cervical Carcinoma.
(OMitsuo Okubo, Ranko Hirata, and Hiroo Maeda.
Transfusion Medicine and Cell Therapy, Saitama Medical Center,

Saitama Medical School

a 9H 16 H(N) 13:45~14:50

ER fcHIER(ESLERER Y v ¥ —BF5e0T)
ANIEECRERR TPl E > 5 —)

5  Linkage disequilibrium of genes in the HLA region
OMichio Yasunami®, Hiroki Shibata", Megumi Takahashi”, Masao Ota?,
Yosihiko Katsuyama?, Akinori Kimura®
1) Department of Molecular Pathogenesis, Medical Research Institute and
Laboratory of Genome Diversity, School of Bioscience,
Tokyo Medical and Dental University
2) Department of Legal Medicine, Shinshu University School of Medicine
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SL-1
Evidence from prospective trials that HLA antibody precedes
kidney graft rejection

Paul I. Terasaki

Terasaki Foundation USA

A prospective trial was performed with the cooperation of 36 international transplant centers over one year to
determine whether HLA antibodies is associated with chronic rejection. In May 2002, 2,551 patients with
functioning kidney transplants were classified as to their antibody status. There were 567 patients with HLA
antibodies and 1,984 patients without antibodies. After a one year follow-up period, 2.0% of those without
antibodies had graft failure and 5.6% of those with antibodies had graft failure (p = 0.000003). There were 1.1%
of patients who died among those without antibodies and 1.9% who died with antibodies (p = 0.08). Among
patients who made antibodies de novo, and who did not have antibodies before transplantation, 256 had antibod-
ies and 1,469 did not have antibodies. Among those without antibodies 1.9% failed in one year compared to 6.6%
failure among those with antibodies (p = 0.00001).

On the basis of this prospective trial, we conclude that HLA antibodies are responsible for immunologic
chronic rejection. Of course, not all patients who lose a graft chronically is losing them by immunologic
reactions. From the limited numbers of patients studied here, roughly 40% of the graft failures are the result of
immunologic chronic rejection.

Another important consequence of these studies is that the immunosuppressive drugs used can either be
increased or decreased based on the antibody status of patients post transplantation. Certain drugs which are
effective in reducing antibodies can be used such as MMF, and reduction of steroids could be performed on
patients who do not have antibodies.
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WA, EBRICE, BIERESOECRERERINE SN2 T, REBOBIZTITOWTIZZEDE X DSKHE
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77 AFEIC X 25 FREBHET L UL, BRREETLSEBN BETSHEEROPH, Y T X, EH)
DOEYF: - BWER 7% & & RO 50%8) & R EETRIBHANT (DNA Fv 72 E2FH LB
BIETORBLURVOBI)DBR 2 OOKEREL 7o TEBY, BETIIMEREN R Y V87 BFHER S AhS
NTW5, 5%, X4 IRREBETHBIE IR, L7 Y 22ED B TOEBIN 2 Hr RS R B DR %
VERAINLGIDEHMFING, T/, EEDF —¥— X1 F{t (Personalized Medicine) 5 5, BIED
ST EENDINE, ZOVWRLELZIBFORVEERIZVAT, 4 DBEFICEBEOEELREINT S
TEMTONDE L) B, 5T, FHNRBRICHE TS DNA LR ZFH L CRIEHAZ BT 2 X ) 2%
FIGEDPFELIN D EZEZ TS, TR, HETLILE2FEL LAEERIS, FPHTL I L2F LT
DPEBPEERENLZLIMETH L. DX LT AEOBREFRBEZBA LIV,
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Homo Sapiens is a unique organism characterized by its highly developed brain, use of complex languages,
bipedal locomotion, and so on. These unique features have been acquired by a series of mutation and selection
during evolution in the human lineage and mainly determined by genetic factors encoded in the human genome.
It is of great interest and also of great importance from biological and medical viewpoints to understand what
kinds of genetic factors are involved in these complex features and how they have been established during human
evolution.

Recent completion of the human genome sequence provided a solid platform for addressing these issues.
However, the information obtained from the human genome alone is insufficient to discover genetic changes
specific to human. The genomes of several experimental organisms such as mouse, fly and nematode have
successfully characterized the human genome, but they are evolutionary too distant to zoom up human-specific
changes. We definitely need the genome sequence of the closest organism to human. For these reasons, we
conducted a human-chimpanzee whole chromosome comparison at the nucleotide sequence level. We chose
human chromosome 21 and its genomic ortholog in chimpanzee, namely chromosome 22, as the first target,
because human chromosome 21 is one of the most well-characterized human chromosomes and contains regions
and units representing characteristic features of the human genome such as GC-rich/gene-rich regions and AT-
rich/gene-poor regions, many repeated structures, duplications, house-keeping genes and tissue-specific genes,
genes with a variety of functions.

We paid special attention to obtain high-quality sequence data of the chimpanzee genome assembled indepen-
dently from the human genome data to precisely discover all the types of genetic changes, and sequence of
32.7Mb of the long arm of chimpanzee chromosome 22 was determined at an accuracy of more than 99.99%. The
human chromosome has about 1% longer size, which can be explained by the existence of some unique DNA
sequences in human, particularly, the high frequency of some subfamilies of transposable elements such as L1Hs
(11 vs 2), MERS83B (11 vs 0), AluYa5 (23 vs 3) and AluYbS8 (37 vs 2). Rate of overall base substitution (except
centromeric and telomeric regions) is about 1.69%, significantly higher than previously reported average substi-
tution rate (1.23%) of the human genome. This is consistent with other study. Comparative analysis using the
mouse genome as an outer group showed that among 235 genes reported, 28 have human-specific as substitution
only and 23 chimp-specific only. Ka/Ks ratio suggested that most genes are well conserved but about 10% genes
seemed to be positively selected during evolution. The results strongly suggest the existence of considerable
number of genes free from genetic constrains over the human genome, some portion of which are rapidly
evolving under some positive selections. Thus, we initiated a genome-wide study that may tell us more clearly the
features of such genes. The progress of such study will be also presented.
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BB STEOREENZO—REEZ ONDD, TNEHFHICEETF I A EY 7ETTFUT 57013 ER
FORENLETH S, T2 GVTRRZHHFTEL L) %, ¥4 F—HBEESTEASEAEVHFET S FF— -
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FERICBWTDH, MEBHREIFET 52 LAVREN, MRMRMEHERTOSTHERSHL,ICR->TE

22D, COFBIWONODOD L, BT, BEEZZT2PHRMEROFED strategy & LTI, H
ERENT B L2 DOHEEETEAI X 5 neuroprotection, FifEEIZRMEHER T OREIIHIC X 2 8EF
A, WAEMEMERMR O, MEsMiad 2 v EEET bk oM, B RS O R
DAL DA HEL B IE > T b, MREBFAEZRIEICHEEL, BRE L THLT 010, hH0H
M mEWIC MAEHETbrushup LTV BEYRDH DL, SOHDOHEZET 2T, R#EETIIFHIEES -
F UV UROBERSE BIE LR A OREDOHIERRICOVTEE L2V,
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CONE, BRA—I—, 2—H%—, WHIZL > TRE ZBED—2IF ambiguity GRIIAEE) TH 2, kb
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Z—F—IHEICOWT, ERE T LALRBLBATAE LB, SHCEREOEMEREMET 5720D)
WEIZOWTHRAM Lz,



108 MHC Vol. 10,No. 2

$2:6
FEABMNICIL Ul HLA 94 EV J5ED=ER
KPS

RREERERAY  BGHRBRZE 5 F s

HLA % 4 ¥ ¥ 71213, HLA OHEEOME 2 Il 72 &% Fv TiT % 9 MiF#FE: L DNA 8 2l
$5DNA YA Y TERH L. DRI X VITRbTRZMFEXN TR, 7oREOSEEEZRNT2E0
BERTAYZNLRERIKRE VY, 7oRMENEOREES, NAF7 v & ICHRT 2 HESHEPEROBE
T, EEEREOMENPS, REICTOMBEMIINL 7Y, BED HLA ¥4 ¥ 2 71 PCR 2 W27 )
LABETFHIEL 2O ER—ZIZL72DNA ¥4 ¥V ZFHEICEDL) 9D 5,
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CURRENT IMPACT OF HLA MATCHING IN ORGAN
TRANSPLANTATION

Gerhard Opelz

Department of Transplantation Immunology, University of Heidelberg, Heidelberg, Germany

More than 300 transplant centers in 45 countries are partipating in the international Collaborative Transplants
Study (CTS) and data on more than 250.000 transplants have been recorded. There has been a remarkable
improvement of transplant success rates over time and this has led to speculation that the use of new, improved
immunosuppressive medication may have eradicated the effect of HLA matching. This argumentation was
further supported by high success rates reported for kidney transplants from live unrelated donors who presum-
ably were not matched for the HLA antigens. As a result, it was even speculated that shorter cold ischemic
preservation times of cadaver kidneys would allow the transplantation of HLA well or poorly matched grafts with
equivalent success.

An examination of cadaver kidney transplants reported to the CTS study since 1995 shows that HLA matching
continues to exert a statistically highly significant effect on graft outcome. Both the rate of acute posttransplant
rejection as well as long-term transplant half life are affected. However, the magnitude of impact is reduced
compared to results obtained in the 1980s. For transplants done from 1995-2002, we project 20-year graft
survival rates of 44% for grafts with 0 HLA-A+B+DR mismatches and 27% for grafts with 6 HLA-A+B+DR
mismatches, and corresponding half-life times (for the period following the first posttransplant year) of 17.6 and
11.4 years, respectively. It has long been recognized that the effect of matching is pronounced in patients with
high PRA. Importantly, our recent data obtained in approxiomately 4000 transplants show that, among patients
without preformed lymphocytotoxic antibodies, the HLA matching effect is very strong and highly statistically
significant in recipents with a high pretrans-plant sCD30 (soluble CD30) content, whereas the effect is small and
only of. borderline statistical significance in recipients with low sCD30. Thus, routine pretransplant testing for
sCD30 should be performed in all patients on the transplant waiting list. The introduction of molecular HLA
typing has resulted in improved typing quality and this can be shown to be clinically relevant especially for HLA-
DRB. Moreover, with the aid of molecular typing it has been possible to demonstrate a significant influence of
HLA-DPB and of allelic specificities at the HLA-DRB locus on the outcome of kidney retransplants. Even very
short cold ischemic preservation of cadaver kidneys does not eliminate the HLA matching effect. Unquestion-
ably, poorly matched kidneys obtained from living donors fare much better than poorly matched kidneys obtained
from cadaver donors. The reason for this difference may be related to the fact that all live donors are carefully
selected as being healthy with good kidney function, and the absence of a deleterious influence of brain death on
kidney function in live donors. Importantly, even in the recent data, the success rate of HLA-identical sibling
transplants by far exceeds the success rate of any other type of transplant. Among transplants from unrelated live
donors the number of HLA well matched grafts is small; nevertheless, the CTS data show that well matched
transplants perform better than poorly matched grafts. In addition to a significant effect of HLA matching in
cadaver kidney transplantation, the CTS data show a significant effect in heart and lung transplantation. The
situation appears more complex in liver transplantation, where a significant impact of the number of HLA
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mismatches is found on the incidence of acute rejection episodes but not on long-term graft survival. There is
suggestive evidence that liver graft recipients with certain underlying diseases my be subject to an HLA-
restricted mechanism which may favor long-term graft loss, possibly due to virological infection and disease

recurrence in HLA well matched recipients.
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ABO-Incompatible Kidney Transplantation

Kota Takahashi
Division of Urology, Department of Regenerative and Transplant Medicine, Graduate School of Medical and Dental

Sciences, Niigata University

Humans have two major transplantation antigen systems, the ABO and the HLA system. In bone marrow
transplantation, the latter is more important than the former. In solid organ transplantation, the ABO system is by
far more important while the HL A system plays role.

The ABO system has received little attention in organ transplantation to date because ABO-incompatible
transplants have been avoided to prevent humoral rejection due to ABO-incompatibility.

As of January 2003, more than 230,000 patients in Japan were receiving hemodialysis, 30% to 50% of whom
were waiting for a kidney transplant. However, in contrast to the situation in the United States and Europe, kidney
transplantation is uncommon, because of the small number of cadaveric kidneys. As a result, living kidney
transplantation is performed in as many patients as possible, even in ABO-incompatible cases.

We statistically analyzed the data for 441 ABO-incompatible living transplantations that were carried out
between January 1989 and December 2001 in Japan. The figure indicates the outcome in these patients. The
short-term graft survival rate is less favorable than that of ABO-compatible transplants due to graft losses of acute
humoral rejection such as delayed hyperacute rejection. Contrary to our initial expectations, however, the 10-year
graft survival rate shows no statistically significant differences between ABO-compatible and incompatible
cases.

ABO-incompatible transplants do not fail as frequently as was initially expected due to chronic rejection
despite the fact that surface blood group antigens from vascular endothelial cells in the graft are constantly
exposed to the blood from the recipient. This observation suggests that humoral rejections due to interactions
between ABO antigens and antibodies do not occur once accommodation is achieved and that the relative
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importance of the influence of non-immunological factors vs that effect of immunological factors increases as
time goes by after transplantation.

This paper reports some of these new findings which are inconsistent with our earlier expectations and
discusses ABO-incompatible kidney transplantation based on these findings.
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Hematopoietic Stem Cell Transplantation: Overcoming the HLA
Barrier Current Status and Future Directions in the USA

John A Hansen
Fred Hutchinson Cancer Research Center and the University of Washington, Seattle, WA, USA

Major advances have occurred in the field of allogeneic hematopoietic stem cell transplantation (HSCT) over
the preceding 25 years. Improvements in safety and efficacy of transplantation have come from modifications of
the pre-transplant conditioning regimen, graft modification, better supportive care and more selective immune
suppression therapy. Innovations in the administration of cytotoxic therapy and the development of alternative
low intensity conditioning regimens have been successful in reducing toxicity and transplant-related mortality
(TRM). These advances include the monitoring of busulfan (BU) plasma levels to target an effective dose and
limit unnecessary toxicity and the substitution of fludarabine for cyclophosphamide (CY) as a primary immuno-
suppressive agent. The introduction of new reduced intensity conditioning regimens capable of achieving sus-
tained donor HSC engraftment without the use of high dose cytotoxic agents and myeloablation has been another
important advance. These non-myeloablative regimens have been very successful in further reducing TRM. Their
utility has been demonstrated for certain hematological malignancies especially “slow growing” diseases such as
lymphoma, chronic lymphocyte leukemia and multiple myeloma. The use of growth factors mobilized peripheral
blood cells as a source of larger numbers of HSC has reduced incidence of graft failure, shortened the period of
transplant associated pancytopenia and mitigated risk of infection. Survival rates for certain patients with marrow
failure syndromes and hematological malignancy approach 90% at five years following PBSCT after condition-
ing with targeted-BU+CY. These optimal results however have been limited to patients with an HLA matched
related or unrelated donor. Current established regimens have not provided adequate immune suppression for
patients receiving HSCT from HLA mismatched donors. Transplantation across the HLA barrier is complicated
by an increased risk of graft rejection, delayed graft function and more severe graft-vs-host disease. Newer
immune modulating agents showing promise in phase I/II clinical trials include mycophenylate mofetil, rapamycin
and selected monoclonal antibodies.

Encouraging preliminary results have been recently reported for HLA mismatched HSCT by a few groups.
One approach has been the grafting of mobilized PBSC depleted of mature donor T cells. To secure sustained
engraftment, patients receive increased intensity conditioning prior to transplantation. Other groups have re-
ported success in transplanting umbilical cord blood cells (UCB) across HLA barriers. These transplants also
require more intensive conditioning, as well as the transplantation of relatively large numbers of UCB. The latter
is usually possible only in younger patients.

In summary, overall clinical outcome results of HSCT for patients with genetic disease, marrow failure
syndromes and certain hematological malignancies have improved dramatically over the past 25 years. Five year
survival rates for patients transplanted from an HLA matched sibling or unrelated donor have increased to > 80—
90%. These improvements have come from improved supportive care especially better prophylaxis for fungal and
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viral disease, and the development of new approaches for mitigating the toxicity of myeloablative conditioning
results. More widespread use of HLA incompatible HSC will require access to more selective immune suppres-
sive agents capable of modulating the host and donor alloimmune response, and facilitating immune tolerance
without causing broad suppression of immunity. The need to find more safe and effective methods for extending
the benefits of HSCT to patients lacking an HLA matched donor is the major current challenge facing immunolo-

gists and transplant physicians.
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The significance of HLA on the control of GVHD in hemato-
poietic cell transplantation through Japan Marrow Donor
Program. — Present status and future prospect in Japan —

Yasuo Morishima

Hematology and Cell Therapy Aichi Cancer Center Nagoya Japan

Hematopoietic stem cell transplantation from an unrelated donor (UR-HST) has been established as one mode
of curative therapy for hematological malignancies and other hematological or immunological disorders. Japan
Marrow Donor Program (JMDP) facilitated UR-HST in Japan, and more than 4,700 UR-HSTs have been
performed through JMDP for these 10 years. The high mortality after UR-HST due to severe acute graft-versus-
host disease (GVHD) and its related complications are still barrier to the improvement of patient survival and a
cure. The induction of the graft-versus-leukemia (GVL) effect to reduce leukemia relapse is considered one of the
advantages of allogeneic HST. These transplant-related immunological events are affected by the disparities of
major and/or minor histocompatibility antigens between donor and recipient.

In the analysis of UR-HST through JMDP by the study group for the histocompatibility of UR-SCT, it has
become evident that almost half of cases have a difference of HLA at the allele (genotypical) level among
serological HLA A, B and DR identical pairs, and that, HLA-A B genotype disparity influenced to acute graft
versus host disease (GVHD), chronic GVHD and survival remarkably. HLA-C genotype disparity influence to
acute GVHD, and synergistical effect to HLA-A/B or DR/DQ was observed. HLA-DR/DQ genotype disparity
showed a minimal effect to acute GVHD and no effect to survival. No significant association of leukemia relapse
with HLA disparity was observed, although HLA-C disparity tended to affect to leukemia relapse in some
leukemia. Multiple mismatch of HLA locus reduced survival rate in leukemia cases. Thus, the role of HLA class
I allele in unrelated BMT was elucidated. Notably, HLA-C alleles had a different mode from HLA-A or B alleles
for acute GVHD and survival, and killer Ig-like receptor (KIR) incomatibility in relation to HLA-C epitope
matching was related to acute GVHD and survival. This finding suggests that NK cell causes acute GVHD
through KIR.

There exists some controversy over the HLA alleles responsible internationally. Non-JMDP groups showed the
importance of HLA class Il matching for acute GVHD and survival. The study of Hematopoietic Cell Component
in International Histocompatibility Workshop (IHWG) elucidated important findings of allele matching in ethni-
cally diverse transplant populations. Firstly, the distribution of HLA-A?2 alleles and the combinations of HLA-A2
allele mismatches were not random. This information is useful for international donor searches to find suitable
donors for UR-HCT. Secondly, HLA-A*0201/A*0206 mismatched pairs had significantly lower survival than
HLA-A*0201 matched pairs. This result suggests a molecular basis of HLA allele matching to transplant-related
clinical events. Further identification of permissive HLA alleles or mismatch pairs, non-permissive HLA alleles
and minor histocompatibility antigens is essential for understanding transplant-related immunological events and
for improving clinical outcome for UR-HCT.
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Significance of HLA-DR 15 in acquired aplastic anemia:
its relationship with a slight increase in paroxysmal
nocturnal hemoglobinuria-type blood cells.

Shinji Nakao

Cellular Transplantation Biology, Kanazawa University Graduate School of Medical Science

Aplastic anemia (AA) is a syndrome characterized by pancytopenia and bone marrow hypoplasia. Although its
etiology is still unknown, immune destruction of hematopoietic stem cells have been considered to be the most
important mechanism of AA, mainly based on high response rates to immunosuppressive therapy (IST) such as
antithymocyte globulin (ATG) and cyclosporine (CsA). There are two important findings that support immune
mechanisms of AA; one is a high frequency of HLA-DR15, and the other is a high prevalence of patients showing
an increase of blood cells deficient of glycosyl phosphatidylinositol (GPI)-anchored proteins such as CD55 and
CD59 in AA patients. The presence of a small number of GPI-anchored protein-deficient cells is considered to be
derived from a hematopoietic stem cell that has a PIG-A gene mutation and escapes an immune system attack
against normal hematopoietic stem cells. However, roles of HLA-DR15 in immune mechanisms of bone marrow
failure and in the expansion of such paroxysmal nocturnal hemoglobinuria (PNH)-phenotype cells remain
unclear. To clarify this issue, we recently studied 181 AA patients for the type of DRB1 alleles and relationships
of each allele with the presence of a minor population of PNH-type blood cells, and response to IST. Among 26
different DRB1 alleles, only the frequencies of 1501 (15.6%) and 1502 (22.8%) were significantly higher than
those of the control population. When the frequencies of each DRB1 allele were compared between 94 patients
possessing a minor population of PNH-type cells (PNH* patients) and 62 not possessing such defective cells
(PNH- patients), the frequency of DRB1*1502 was significantly higher than the normal control in both PNH*
patients (22.8%) and PNH- patients (22.7%). In contrast, the significantly higher frequency of DRB1*1501 was
only observed in PNH* patients. In the univariate analysis, both DRB1¥1501 and PNH-type cells predicted a
good response to IST with an odd ratio of 6.74 and 6.70, respectively while DRB1*1502 did not (odd ratio =
0.65). Multivariate analysis showed that only the presence of PNH-type cells predicted a response to IST
including ATG with or without CsA while only DRB1*1501 was a predictor of response to CsA monotherapy.
These data indicate that although both DRB1*1501 and DRB1*1502 contribute to the development of AA, their
method of contribution may be different, and in fact, it is the presence of a minor population of PNH-type cells
rather than the allele type of DRBI that is essential for the prediction of a good response to IST in AA patients.
Possible roles of HLA-DR15 in the development of AA will be discussed.
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Molecular Genetic Studies on Behcet’s disease

Shigeaki Ohno", Nobuhisa Mizuki?, Hidetoshi Inoko®

1) Department of Ophthalmology and Visual Sciences, Hokkaido University Graduate School of Medicine, Sapporo,
Hokkaido, Japan, 2) Department of Ophthalmology, Yokohama City University School of Medicine, Yokohama, Kanagawa,
Japan, 3) Department of Genetic Information, Division of Molecular Life Science, Tokai University School of Medicine,
Bohseidai, Isehara, Kanagawa, Japan

Until about 30 years ago, Behcet’s diseases was thought to occur accidentally, and nobody suspected the
presence of genetic predisposition to this disease. We started our study in 1970 to investigate the responsible
genes which predispose the individuals to develop various intraocular inflammatory diseases such as Behcet’s
disease. Our initial attention was mainly focused on the human major histocompatibility complex genes of which
gene loci are located on the short arm of autosomal chromosome 6 (6p21.3).

We found that Behcet’s disease is closely associated with HLA-B5 or HLA-B51. This association was later
confirmed not only in Japanese but also in other races in the world. The recent molecular genetic studies have
revealed the significant association of HLA-B*51011 and/or HLA-B*5108 with Behcet’s disease.

Our present studies are now in progess to investigate pangenomic associations with this disease by pooled
DNA method by utilizing 30,000 microsatellites in all chromosomes.

In this presentation, the details of our past and recent data on the molecular genetic studies of Behcet’s disease
will be reviewed.
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Functional analysis of the NFKBIL]1
gene product, | kappa B-like (IKBL)
protein.

O Hiroki SHIBATA, Michio YASUNAMI, and Akinori
KIMURA

Department of Molecular Pathogenesis, Medical Research Insti-
tute and Laboratory of Genome Diversity, School of Bioscience,
Tokyo Medical and Dental University

We have previously mapped an HLA-linked susceptibility
locus for Takayasu arteritis (TA) to the class IIl/class I
boundary of the HLA region. A candidate polymorphism
screening of the TNF-MICB gene interval revealed four
SNPs in the upstream sequence of the NFKBIL1 (IKBL)
gene. By a DNA conformation analysis, five alleles (or
SNP-haplotypes), IKBLp*01 through *05, were observed
in Japanese. Because the association of the allele IKBLp*03
with TA was confirmed, NFKBIL1 might play a role in the
onset or progression of the disease. Accordingly, the present
study was conducted to examine the function of the gene.
IKBL mRNA was found ubiquitously in the human tissue,
while it was enriched in the testis. Although IKBL shows
amino acid sequence similarity with I kappa B, we could
not detect the I kappa B activity of IKBL on the NF kappa
B-dependent transcription by luciferase reporter assays.
On the other hand, when the fluorescent protein-tagged
IKBL was expressed in HeLa cells, it accumulated in
nuclear speckles like many other factors involved in RNA
processing in clear contrast to that I kappa B is known to
be localized in the cytoplasm. We, then, attempted to iden-
tify proteins interacting with IKBL by yeast two hybrid
screening. One thousand clones appeared positive for in-
teraction with IKBL among 16 million cfu of testis cDNA
library. One of the genes isolated repeatedly encodes a
nuclear factor involved in the splicing of mRNA, suggest-
ing a role of IKBL in regulation of RNA processing.
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Genomic structure analysis of a 238 kb seg-
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Analysis of polymorphisms in the MHC
class | genes from rhesus macaques

O Yumiko Takahashi, Michio Yasunami, Akinori Kimura

Department of Molecular Pathogenesis, Medical Research Insti-
tute and Laboratory of Genome Diversity, School of Bioscience,
Tokyo Medical and Dental University

Infection of simian immunodeficiency virus (SIV) in rhesus
macaques is an experimental model for the development
of vaccines against HIV/AIDS. After inoculation of virus,
some macaques develop to viremia and T cell depletion,
while the others do not. Difference in the susceptibility to
the infection may be determined at least in part by class I
MHC polymorphism because class I MHC-restricted cel-
lular immunity against the viral antigens is induced during
the elimination of the virus. The aim of this study is to
characterize the MHC polymorphism in a macaque colony
in maintained for experimental analysis in Japan. Because
the class I loci have been multiplicated during the evolu-
tion of the Macaca species, we employed a reference strand
medicated conformation analysis (RSCA) of cDNA from
B-LCL or peripheral blood leukocytes to estimate the num-
ber of expressed alleles and to investigate the variations.
We detected one to seven Mamu-A signals and two to
twelve Mamu-B signals from each individual, indicating
the number of alleles was variable among the individuals.
Data from a common sire and his offspring revealed the
haplotype combinations of alleles were segregated in the
pedigree; a haplotype consists of 3 Mamu-A and 4 Mamu-
B alleles, and b haplotype consists of 2 Mamu-A and 5
Mamu-B alleles. Sequencing of cDNA clones from a few
individuals revealed many new alleles except for one
Mamu-A alleles (A*08) and two Mamu-B alleles (B*36
and B*45), suggesting the immunogenetic background of
Japanese colony is different from that of US colony.

4
Analysis of HLA-DRB 1*090 1-binding
HPV-16 E7 Helper T cell Epitope for
Therapeutic Usage of Cervical Carci-
noma.

O Mitsuo Okubo, Ranko Hirata, and Hiroo Maeda.
Transfusion Medicine and Cell Therapy, Saitama Medical Cen-
ter, Saitama Medical School.

Objective: Human papillomavirus (HPV) type 16 E7
proteome was shown to play a critical role in cervical
carcinoma, which is considered to be an target molecule
for therapy. Although CTL responses to cancer antigens
depend upon expression of MHC class [, it is interesting to
note that the emerging molecular epidemiological data
supports an almost exclusive association of cervical carci-
noma with MHC class II genotype. This study sought to
determine HPV-16 E7 epitopes that would be presented by
HLA-DR to CD4+T cells.

Methods: HLA-DRB1*0901 peptide binding motifs within
HPV-16 E7 were predicted based on algorithms. DR-bind-
ing assays were performed using HPV-16 E7-derived syn-
thetic peptides with B-lymphoblastoid cell lines which
were homozygous for HLA-DR. After incubation with DR-
binding peptides, helper T cell frequencies were analyzed
in the patients whose HLA and HPV genotypes were
confirmed. Also cytokine secretion profile of peptide-stimu-
lated CD4+T cells was analyzed by flow cytometry
Results: We determined that E7d61CDSTLRLCVQ-
STHVDIRTLS8O0E was bound by DRB1#0901. An increased
frequency (0.3-2.4%) of type 2 helper T cell (Th2) prone
responses was found in DRB1#0901-positive patients with
cervical carcinoma. In addition, T cells form DRB1*0901-
positive patients with cervical dysplasia showed increased
frequencies both Th1 and Th2. We found that when IL-12
was combined with E7d-peptide stimulation in vitro, the
frequency of Th1 responses also increased in the patients
with carcinoma.

Discussion: MHC class II molecules and helper T cells
should play an important role in the immune responses
that cervical cancer patients make to HPV antigens. We
defined the HPV-16 E7d peptide as an HLA-DRB1*0901-
restricted helper T cell epitope. This epitope might use-
fully be incorporated in an HLA-based peptide for preven-
tion women from carcinoma development.
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Linkage disequilibrium of genes in the
HLA region
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2) Department of Legal Medicine, Shinshu University School of
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We have mapped susceptibility loci for several diseases
such as Takayasu arteritis, type I diabetes and rheumatoid
arthritis to a 70kb-long interval between TNF and MICB
loci in the HLA region. Recently, it was reported that
SNPs within that interval were in nearly complete linkage
disequilibrium (LD) forming an LD block, at the boundary
of which the strength of LD dropped steeply. This ap-
peared inconsistent with the well-known existence of eth-
nic-specific HLA-A-B-DR haplotypes due to the strong
LD between the HLA alleles extending longer than 2Mb.
In the present study, we examined LD between alleles of
markers in the HLA region, especially those in the TNF-
MICB interval, in Japanese. Polymorphisms of LTA (in
IVS A252G) and NFKBIL1 (in the promoter) were chosen
as anchors within the TNF-MICB interval. Extent of LD
was evaluated by coefficients D’ and 2 which were cal-
culated with estimated haplotype frequencies. The LTA
252G allele showed strong LD with HLA-DRB1*1302,
TNFAp*A, TNFa*105, IKBLp*04, IKBLp*05,
C1_2_A*236, HLA-B*4403, HLA-B*4601, HLA-B62
(*¥1501, *1518), HLA-A*3303 and HLA-A*0207, indicat-
ing LD in this region extends over 2Mb. Analysis of LD
between NFKBIL1 promoter and HLA alleles revealed
that the LTA 252G allele was carried by two haplotypes
commonly found in the Japanese, HLA-A*3303 — B*4403
— IKBLp*04 — DRB1%#1302 and HLA-A*0207 —
B*4601 — IKBLp*05 — DRB1*0803, while that the LTA
252A allele was on the other common haplotypes such as
HLA-A*2402 — B*5201 — IKBLp*03 — DRB1*1502
etc. The difference in LD coefficients for various. HLA
alleles suggested that the length of LD block varied de-
pending on the recombination events among the HLA
haplotypes during the population history.
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2) Tanaka H. et al. Clinical Transplants 1996; 139-144
3) Nakajima, et al., MHC 2001; 8 (1) 1-32
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(# R] WHOKE, SEERLZ3HIE A24null,
B13null XO*B58null & 2 50, 3H)E D IMiEFEK S A
¥ 7 CIEEERE LD 57225, DNA ¥ £ ¥ v 7 Gl
R 5Z PR, SBTHICBWTIE, #h2niadin
FNCERDA SN, B58null iZ 366 FH OEE G 73k
LTEY, ZhUBEDOT I JEBEEHRIZL 5 THLA H5F0D
BESEL 2o null 2%k 572 # % 5Nz, A24null
KO B13null D EIZO W CIEHBIEERES TH 5,

(£ =] SBHLA ¥ ¥ 2 7 EMESRHS LY 7h
5 DNA % £ ¥V 7 ~BA7T 2K TV 575, DNA
Dy 4 ¥y 7iziziud HLA-null allele i3 RE X3
TREEEYD 5o Yt ¥ —I2BWT HLA-null allele 1
B 14410 A~FR ISE3 HETDS » AR 1140 #)
36 (0.26%) MIBEN-Z LIZEETHLEEZ D,
BB FF—RBHIMIC HLA-null allele 253 %354
i3 GVHD FHMDI ANy F i b0, BIEROBRE L
FJ—o HLA BIERRE CIIMEFRN 5 1 ¥ ¥ 7 % £
L, MIlBICEET 5 HLA 5T OMRSLETIEZVh L
Z25,

8

RAET HLA JiiED R IR0/ Wr E(CHEH
S NI £ IR EE % & M /) iR e A E
(NAIT) @ 1 FER

Case study of neonatal alloimmune thromb-

ocytopenia (NAIT) due to platelet associated
HLA antiboby

O WtERHY, HT BRY,
ik B2, B B, R,

D deiEgER L > 5 —

2) HHEWURERE

3) TN A5k

Hig LY, fEEeE—RRY,
HWHAEY

[B ®] NAITOERER® 1-2& LCTREEOH HLA 3t
BEHRZZHNTVEA, ThE TR EOBREN
HLA WAOREMZEETHL-HE X%, 55,
NAIT & Z#r 3 n/z4:4% 2 0 B0 BRI/ B BVED
HLA 5tk B L0 THET 5,

UE @] HBIRix36:83H, 1,972 g TR, EHAKE
e LTlid, AR MIEA 4.9 5 /Ul 2 EETH 5
720 BICHORERBZ SI3 R E T, BRLRYE, &
BEREEZERDOON Doz, yZu7) v 5125 R
DOMMIEIZAEH 9 HE T 14.0 5 /Ul £ c8mL 7. &
O HLA#IE, A11.1,A24,B62,B56,Cw4,-, BIZIZALL1,
A33,B62,B44,Cw4,- Th o720

[(FEBLUHER] BIB(ER 2 HE) ROBRHLE o/
WIEFEHARKRA 2 MPHA & FlowPRA #:12 & 0 %EHi L
7oRER, PLHLA PRI TEoBREE IR D
PUHLA-A33 % 0% HLA-B44 HifkTdh - 72, Hi HPA #t
iR, BIERICEHETH o720 A3 ORI EH WS
L HLA $iffffiid LIFT-FCM 12X Y, B x 8192
(AHG-LCT # x2048), HI2ix x 16 (AHG-LCT #:k&
)T, B & RIM/ME & @ PSIFT-FCM 12 & 5583
AEBRIEGMEE R L. /2, BIEDPA-IgG 3BETH
0, ZOREFARIZERIN/IME LD HLA-ClassI HuJE & K
B LTW5Z EH MAIPA BB THRINT,

(£ 2] REFIZRESL X OCRMERICKRE S NH
HLA JufRERESF—TH 5 2 &, BIRIM/IMRE D EME
PuR2SH HLA JifkdEEM 2R L7722 25, BHBROH
HLA $ifks NAIT DER &£ 2 57z REBID L S I
BIROMMEBARHTEEZIZES L, rOoLBRIICE
RELOREE > ERT 5 &, BIERATBRETE 255
BhHbHLEZ LN,



9
JEMGERSEEBEICSITHAMREE L
ERIREEDE 22 BEREFV/ /09T
>S4 NSRERIT EBIER XETER (GVHD)
HIEICRAD D YA F—HEflESHENFRER
FDIEZR

Analysis of genetic polymorphism between re-
cipient and unrelated donor using microsatellite

markers on Chr.22. — Detecting for minor his-
tocompatibility antigens which causes acute

graft-versus-host disease (GVHD) —

O k4 KfEEY, WMHETFY, & FREY,
BRERED, MDY, BFERY,

1) HHEKFERE SRS TEMRE

2) BHIEA AL Y ¥ — ML

HE T,

(B ®] Bihs, BREZOERKSPEEZ GVHD
(graft-versus-host disease) DFIEZ B 720, BELE
BERftE O HLA 2 @& 8¢ Tirbhb, LA L, EBIC
I HLA 2SEA& LTV AHHEAAEETH-> THEED GVHD
RRETHIEDDY, TORRE LT, <4 F—Hlfk#
HHRERETORBEEVEZEZ LN T WS, TIT, AbF
28Tkt bOEREAE RICHFTET 28 3 BED~ A 7 v
774 M= H— R CRETL RN 217, WHEO
LRIDFERYL, GVHD LAV &2 REHEICHENT T 5 2 &
T, GVHD ICH5§ 5L E 2 bh b~ A F— kit
HEREFOREZ BN E LTEE-REORN 2175 T
W3S, A, 22 FYERICOWTORE 21T o7
(5 &] HABB Y2 240 L CRMGE H& Rt 2
{7572 HLA-A, -B, -C, -DR, -DQ #ZTDZE&E&—, b
L 3—BEFEA—KTHLHIMKEE L, ZOEHER
B 51 M E RS E L. WL, 21 GVHD BEED
0264, MENF1TH, IVEXRSHTHo7. I
SITDOWTE 22 Tt tkEpi Lo 13.0 Mb 225 15.5 Mb
OHFETHRESNYA 20T I4 by — A —8HEH
W, ZEENT%#1T5720 FAM & HEX OR74: 2% 280D
N CEBRLIA—DTI /v —ty b 2HMEZHNT,
BE L RAEE O R —OBEIFERE T h U EBIC PCR L
720 Z0%, HBHN-PCR EY% 1ML L, FETOR
4 LT ABI PRISM 310 GeneScan # WS Mokt %
v, MZEOEZMOEROEEL, GVHD BEREDL
L S R

(BREBIUEE] b 022 FLREMAICE, RIEOH
EENTORWHFRBETIHFELTBY, ToMfEo~
£ 7u¥594 bv—7— 4% (13.0 Mb, 13.3 Mb, 144
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Mb, 15.0 Mb) 12D\ CLREN 24T > 7225, SH—FE
& GVHD REE L oMHBEIE N o7z, T72, 155
Mb fHED< — 4 —T, BELEHEMtEOSL 70t T
54 MEEID—FDS, GVHD 0 ETIiZ 18 4 (69%), 1II
BECIE 84 (47%), IV ETIZ2HM (25%) THhy, £H
—F NS B BHI2oN, GVHD ORI I % 518
AR SN 72. 154 Mb RN~ —% —Tik, GVHDO
BEAS 134 (50%), I ETIZ 54 (29%), IV ETiE 5
H(62%) TH Y, WEEARLE D20, 512155 Mb»
Srux7hHMICHEAZIRL, HEEZHRALFETDH
b
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10
BARABROH A% #ER Ufc HLAMatch-

maker EXRIBOFENT

The validity of the principle of HLAMatchmaker
analyzed by the antibody specificity patterns
of sera found in Japanese.

O KHEBEZ, AMaH%, Ak B #ETHE
HIlG i — R,  EPAT iR
RERAFTFMAEL > 5 —

[B ®] HLAMatchmaker \387- ¥R 2 1) —= > 7
ZEME IS, RHEAOW HLA Ptk o BEIEET
5 HLA PR 2 BIRTE 20y o4 L LTHERESH
7zo HLAMatchmaker (& PRA 85% L\ o 62 M 12343
BRGNS — 2T L TWBDS, ISR 4o
ECHADURBRIRE X VAMICT 22 e TE S, F77,
HLA OHUFBHEIIREICE WV B2 2720, BRAIMEE
THHLAPMRIC L A HBAETHZ L IEELE L OND,
% Z T, HLAMatchmaker DFERFEBHD—>TH 5 “HD
DHLA #FECHB7I B 7L v b (AAT) o3t
LT3Rz A L2 2P H R AN RDOFRIZB VT D
AERH S5 h, PURRAEE O HLA Bl 5 FFAHUE & He
SNBPEPHEINE PRE L7,

(5 %] AHG-LCT &7 ou ki MPHA 2 &
SHHLAYMER 7 V-V VR EKL, 2L b E
%272 PRA70% LA E®D 56 il & 783 V) V8B E DR
oy — O FUREEICEb oL 2 5N D AAT %
R L7z BiRREE D HLA &% 5 HLAMatchmaker
I2&Y AAT ¥uIx~y FHE, FAEMHELBINL,
AHG-LCT & Z7uu® VRUEMPHA ICL B2 0r<y
FEEML 720 '
(8 R] AAT¥uIzx<yFHERHHLZ47 702
XY FICBCTHEMEE 220 e h o720 AR Z2HH
L7287 70A<yFIZBVTIE 24 BIASBMEE o 72
(B52 %513 6, B39 437 Bl)o i3, HBHGSIEIEM
DEFWEEZ SN TW3 171H, 158T ® AAT HSER & &
Abhs,

(£ %] HLAMatchmaker DHEABAIITE S N Do
7273, BED HLAMatchmaker i3 B-sheet ® 7 I J FE%s
REe o7 BERIIANTVWRVDT, 4% B-sheet DT
IVBEREERIIANLLEYND 5,

11

PCR-rSSO £z ALV IEMMESY 1 E>
4

Serological equivalent typing by PCR-rSSO
method

O REREEAY, PERERD, PEETD, “HCHEDY,
ANIABAY, LIRS, AEFED, ikl

1) TA7—=VIV BIETF - Rkt 5 —

2) HLA Brgemn

(B W] 34, HLA % 1 Y'Y 7 BREIEROHINLE %
BHLWTH T NDY) ¥ SFRICH T 2 MR S 2 5
LCTHRA 2 P08 $ 2 MEHM 5 4 ¥ ¥ ZRESKRE B %Z
HOTWS, LA LYY 7o viability T4 0 R X
D TRWA 5 PRI W22 T TRBISHREIAT b 2T %
bHnZE, ZLOMBERIFVEL V- 72MELRH 5, &
BOH VTV TOREDGWRET, 4°C TOY Y 7 VAREE
WU EE% DNA 24 ¥V 7HER SN TV A, E4E,
Luminex 100 % F\>72 PCR-rSSO #:i2 X % DNA # 1 ¥
YITDFy PAFFREINDL L) ol FIT, &A1
V%7 DNA 2534 7% < fififfi 72 PCR-rSSO #: reverse Se-
quence Specific Oligonucleotide % VT, HEREDIMIE
FWIA Y TRELFA—Y VTV TE A KV 72TV
B, 3 X UYPCR-SBT #%: & OHBICOWTHKRE 21T -
720

(B & 7N AT VI VORNRT V54T
DI, BEUDNA ¥ 4 ¥ ¥ 7 REkE BB L H v
720

MiFFEK 5 4 € > 7H#A: Class I 122w Tid Special
Monoclonal Typing Tray HLA Class I (Oriental), Class
IT iZ2WTid Special Monoclonal Typing Tray Class II
GFRZT I 2T HATIAE Y T 21T o 2

DNA Hlith: {1 L 7-#%2%1% QIAGEN Robot 9604, HliHi
¥ v bid QIAamp DNA Blood 9604 BioRobot Kit (3£(Z
FTrU) RV,

PCR-1SSO #:I2 £ % ¥ £ ¥ ¥ Z#E: Class I IZ2W Tl
LABType SSO A Locus, LABType SSO B Locus Class
M 22w Tidk LABType SSO DRB1 (3127 > 5 A #°%t)
Rz, f#H11Z LABType Visual (Ver.1.0) Zf#ivy, Il
BEHIGR T A ¥V 7 %21To 72

(& R 1004 7VzHCMEEHI AL 7LD
HHETIE, PCRISSO D MIERIBH & 4 ¥ ¥ 7 L IfiE4:
WAy 7 ETOFBEIRBOONEh ol T 20ES
B2 A ¥ 7B viability DR TF2S3BD S5 &
BRI TMITBWTYH, PCR1SSOBETIIHEEICY A ¥



Y TBATR 0

% 72 PCR-SBT % & OB T H MFERHEICE L T—3& L
726

(2 &] Z{0IBICIVREZT)MEFNS A LY
ZICHLT, BEREEICXVRECTERRI A VTR
TRBZEDNDS, REFVYTIVERIBREFELLT
PCR-1SSO ZEDIENRE Y 4 ¥V FIIREFHTH S L
BEbhs,
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H/HE—XEZRAVC HLA BFRYHE
SEDIREY

Examination of HLA genotyping method by
using PCR-Luminex.

O ZHAFREY, ERRMMY, hiRzBHY, T
B OEEY, BHMMEY, K AY

D) W\BRERAY i - BHEsREER

2) 7 2 A TV ARRGEERT BFSER R

S,

(B ®] Z¥kkzREic HLA BEFR (4 ) BE
W REZ 88 ¥ — X3 (PCR-Luminex ) %, #£3#: (Dynal
RELI #) & BHRES L 7z,

[F %] A~AFA» HLA-Luminex (}kR&H5 7 2
B4 TV ARFERT) I, HARICEEY — X% Hvwiz PCR-
rSSO #Ta % PCR-Luminex 12 & ), HLA-A, HLA-
B 3 XU HLA-DRB1 0#EZFRHEZHHNTEF Y M TH
L EREHRHT A Tu—71E, BERANOBEGETHEICE
D& 0.1% Y Lo A HTBEFRAHBI S b & 5 IEREHE
NTWwb, KREICIE, BICA Y74+ —2aFarvkey b2
4% L, Dynal RELI #51C & 0 BEFRIASHEA L T 58
EFHHEAD 350 Btk % 7z, MR LB, 3t
Y— XY EE Luminex1 &, =<V A7 5—-2H8
X7V PRLE1IBETH 5,

[# 2] RBEMKEZ 1%L EERBMREY T, HLA-A,
-B,-DRB1 # AR IC 48 A ETRETH o720 HEE T
OFEERBITH SR TH Y, MEELREZTRT AL T
14 /1 HTHRK 96 MAEDHENWETH o720 HLA-
Luminex ¥ v % H W THEHT L7z 350 REICB VT,
Dynal RELI 12 & ) H5€ S 78R T B & O TR
Molze 72, Dynal RELIBETIERA T v Y aKite &2 %
A*0201/07 R A*0206/10 (DWW Tl A*0201, A*0207,
A*0206, A*0210 LHIBIEh, FERIC A B.DRETIZH
WTAT v ¥ aREPWI L7z

(2 =] MoFETIMELLZoTWS, FEICHLE
{ZFR L O ambiguity GERBIARE) ICOWTIIRE S Tid
WA, THERANT99.9% RECHEFTO 4 HiHE] &
WH AV T VIERTHLLELD. 58, BICHAER
R L, fERELOFRHOFESL, BEMRTORET
HEICOWT HHRET 5,
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13
FASEHFD HLA DNA 1 EVTICR
FITRECDT

Ve =

Effect of a chimera in the HLA DNA typing

O FIEEARTY, /M BY, EHFE—D, HAKHEF?,
TR =

1) BifER KRR

2) F iy

3) M EEZHEE

(B ®] ABO MERMETE X I 25Eb - EICD
WCTHLA 252 18X027521IDNA ¥ f ¥V 7%
PCR-SSP #:& PCR-SSO B CTEML, 2D¥ A ¥V 7k
R R BRE L7z

[ZE #1] 37 7%, Btk. ZIRMENER, WIEZ Lo
(B &) 7v—¥%4 b2 MY—8ICE 5 ABO MmME D
fEHT T, B EloRINERAS 90.0%, AB #!%%10.0% TH 5
FRIMA S I 74t ) 7 58T DNA 2l L72, HLA
29 A1 &1 % PCR-SSP 3 £ " PCR-1SSO % d b
WCHAE VTR ERML2e TUNVOHZER, FA—F—
PO EINT T ) r—va v 2FIHLTBI ko,
[# $] PCR-SSPHICL327FRX1%4¥Er7Ti,
AV 2—F —HERRENLEDPoDT, FEETTY
NERE Lz, TOREE, AFETIE, A24 & A3175, B
HE T B39, B56 & B62 %%, C EETIt Cwl, Cw4 & Cw7
BENENRE SN2, $7-, HLA-DRBI Ti&, DR4 &
DR14 82 Y Ea—% —¥|EShi:, —%, PCR-SSO &
Tit, A & DRBl1EA I Y ¥ a—% —¥ETX72%%, B
FEIIATRETH o720 HIEDREE, A FEI A24 & A3l,
B A% B39, B62 & B56, DRB1 %% DR4 T -7z, B39
& BS6 ORBEIING Y X 05H Y, —ECTHMEMT &5
Motz l, DRI EN R P02l b, Thb
DT I NMEF A THIBICHET B LHE SN,

(Z £] *x7EFOHE, PCR-SSPETIEDLTRD
BATIACYTICHBEZIITCLEY) EEZ DRI,
PCR-SSP % b bW /27 A ¥V 7 T3 2 EDT U A
BB ENAHEITE, FASEZRL, KRR, MKk
MEZREERERL, ¥4V IREROESM2HERT B0
EXRDHLHLEERZ LN, ZDL)D BERAIBREO FF—L
GAHWREMEND Y, ZOBEERESHOBEE LR
BUENRDLLDEBbNIz,

14
RNYFVEITVRIL MED MHC &fGFIC
HF DL

Analysis of sequence variations of the MHC
class Il gene in Genus Spheniscus.

O HNAEY, REEyF, HHEED, EHIEMEY,
A HE#E—, Rory P. Wilson®, Yvon LeMaho?,
BB RED, HEHE ALY, JETHAY

1) W RZREEM ST EmR

2) THESCHEKSE N HETHER

3) FRUHRE P B g K ik B

4) B EEKLEEE

5) HARKZAYERRFE

6) IfM /Kiel, Germany

7) CEPE / CNRS, France.

(B B] ~XUFUEIISMREL 72 RED 5 4,700 5
FRICHEL72E Sh, B, 68 16 HICAEShTw
fo BAIINHEDORELRT, RVFVET VRV MEIZD
W, MHC #3% DRB BEEFHE 2 =5V Y O—#HDIE
ERFNZHREL, ZOLRUEZHS P Lz, AERT
X, 2, RUE3 XY v 2fkEELEIIEWST /) AH
BOWERY 2 PE LIz THRET 5,

[ &] BaoBEOEERS%Z b L2, MHC 7 5 X
N5 DRBl BzFE1 XV Y, F4FVVIEFN
TNEEI LT I94 <=L, RIEERALE2 3V VD
TIA—%MAEDLET, ZVRV VBT VRV IRV
F OB EHWT PCR i€/, BoNHED
PCR HIEEMD S b HWOEWE S VI VWYL, H
Tru—=v 7k, WHEEHERE L.

[(BREBE] SEZEL L, FEERELAZMHC 752 10
P DRB1 Blf=T42 =%V Y ND 198 bp &4
14 bar»oE34 2 barof 1.1 kb OIS
BRHTENTE, BESNIEEESNIZ, 2%y
Y13 270bp, 3 FY L1E282bp, FE2 4 v b i
255bp THotzo XV Y OESIIMO BIE & A FEL
LTwad, 4 v htavidBET—FEnEshTns=
TR EDDBRVDOD, BHMOMO BEICHTE-
oo F72, HEMEEHOKE, F22FVVIE, ¥V ¥L
85% (193/227bp), =7 bV & 90% (102/113) DHFH:
Bdhol BILFYIE, <HEL 91% (237/259), =
7 ML 88% (254/286) MR H o720 L L, &
247 bRV TIE, TTIRHRE ST AIEEEY)
EHEED D HEFNE % K RYF VIR OBRFITH S LR
bihd, 5%, £ 2,3 %V oL 2EEERY)IC
b LK LREN RAT) FETH 5,
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PLA-DRB1 ZEEEFICKD 7 SA4ITID
IR

The PLA-DRB1 geographical distribution of
Raccoon.

O RIEHE=D, /Mh B2, FEEALT?
1) PR RERR R
2) BifERBRR A BIR AR AR

[IFUBHIZ] 7I47=<iERy FELTERBICEASR
TR AFETH 575, MBSNEFET 5 2 & TRFEE
ERHRBROWEL EOHEL RITL T 5, WESA
L EFHRRBOEAERZRET 5 HKWT mDNA O D Vv—7
BRRIAEE, WMBNENERTATIAF<IE2200
TN—THT bz, —FiZgEAET 2l & LIRS
2, MFIZHBEROEEICZRZENG M LTW2, bhvb
S 11 HRAICBWTT 54 7 <DMHC T35 PLA-
DRB1 O#EFEEY 2 e LG L7z COEMZD LIC
mtDNA ® D V—7EFI»EET 257 54 7~ D PLA-
DRB1£E%Z L7V v 2 L 3IZDOWTHENL, MBERSA
EBIEIRBOREL Ei L 72,0

[##tE £ UHE] DNA F, MEIIENICE W CHiES
1, mtDNA ® D V—7EFIHBREI LT 74 7= 43 HOIfL
© WA 578720 PLA-DRBlI Oy v 2 & 3 ZIEIFL 72
PCR M %Y 77 u—= v FBICEERMNZREL, T
3 BREH 2 HEE LTz
[(REHLVEE] 7547 43HEOT I/ BESIZS
Ny =G EENT, L LILoILEE Rk, =7V
V3SR ASN ol TRHDT I BERSIIX
4 X® DRB1 &\ BWHRAMEEZR L. 794 7<D
DRB1 /8% — ¥ % 5 A7 MBS ICHBENER IO S
Bhol, A—BREEZONET F4 7= 5 DRBI1 2%
88y —vHALNIZ LI, BAMMICARL & 4R
BRELTWREEZON, Thbb, gEHEHLEL
IR LTWBET 94 7<id, BRRTEREY
BRLTVo720TIERL, BE2FRRBTRRERY &K
LanShEgBEzI kL Cwhoz bR IN, TF54 7
AT RR R [a HAE 72 & DIRYYE % NI 2B TH 572
D, ERRAOBEER L PAOHEEIMBEINTWE, Zh
5% B S % 720113 IR 55340 & ERRB OB EE
ThrrEzLbhb, B, MHC 7 5 A I RMo&EET
R— A= EEREL, BEOTIA I EEOEEN
LA EOFMARRE 2 1To T b,
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Bt BE R R AR AT

HiE D [HRH 7V VER] TiE, MICA #{5TIC
M3 2 WA 2 1248 L7 SN, ZHICBIEL
T MICB &z T oy 285 s2 L L L
MICA EEZFIZDWTIE WHO TH7 U VHIERIC
Lk SN TWw 525, MICB #IZTICB L CTidiExX%
WD R ENTWiRY, MICB EETFICHE L TIE#H
NELDLENTWADIL, Siamak AL TWAS
A— 5L R— “http://mhe-x.u-strasbg.fr/” 5% 5 D
ATHb, LPLEDS, TTTARERTWAN
%, MICB &z T DA ZT 54 2~ ML
THHDTH%L, GeneBank ICEHBET 7 AL T
T R—AERLZENRTELLEV)HDTH 5,
MICB #EFICE L TiX, ZDHEERGZ T 54 A
YMILTARLTWS 0P MEIChholbn
HITELTERENSMICB 754 2 Y MORRFEZ
EhTwiz, 4, MICB #fnT DA % 7
BIZFIF 2T D F — & ~X— X & BLAST (basic local
alignment search tool) % FJfH L CHFEIMEMZEZ B2
v, 41 FEOBFIAT — F X=X EITF S
Nizo TOAFEHEIIOWTI SAZ) VBT
v, 20 EEHOT ) VICHEEINz, SEI N 20
O 7 U V% Siamak HMRICH% LT %5 MICB
D& LF5 (MICBOO1-MICBO016) & Dbt % M
L7zo BT/ 2MEIZ, ZOREFSE2MELT
RRTAIEICT S, 72721, MICBO1S & 16 i,
A—AR—=TVDT FLALS —THRHTELdh oz
DT, MICB001 %5 MICBO014 &, %72 i
LBWZENhDANDOT U NET 7 e AF/EFT, TIE
nEETHZ LI L7,

F113, HEABKRELZ SAF Y V7 THESH
72 20 FH D 7 ) V% Siamak DIREFF L T 7 L A%
FTELOLHDTH S, MICB EEFIE, 11523
EFDDNA D6 DODLY YV VIZF 72050 THIEL,
MICA #IaT & OHFEED 94% BETH 5, 4H
i, TZVV2HSSIOoOVTHEENTVREHD
&, BERPHMEINTVEIDEDNH 7278, HA
MiCZ 7y 2065 2FKkE LTHRL:, 7272
L, MICBOO2 iz V¥ 2 %5 5 DRG] % b
LICRDHNTWBH, ThEF LRSI % AF021224
BHoTWhb, L7V Y 6I2D0WT MICB002 &
MEEZRTS O (AB088107, AC006046,
AF021223, BX001040, BX005439) 2s\»§hd I F
v 383 05GCC TH Y, AF021124 ®a ¥ 383 72
AR ACC THAZ LhD, ZhbZHoTY v
Az L7z

X 11, 20fE0 7Y VICET 2R 5L
72bDThb, T2, 21K 1 OFEEFI S,
SRMDA LN ERCZLTELEDLHDOT
»H5b, MICB BIZFOLEMEDL 1L, =7V 2
o 4IZHALN, 71 ESIZEEEMENEAL
Neholz,

S HI L7z MICB BT OEIERHNIZDOWT
2, FEETERBLTWAESTDHY, ZOKE,
BRI ORI A0 DL WEENH S, DL, &
DHEAELNZS, FEETTIT-HnZTFhEEn
Thbo

$EBEMSE T359-8513 HERFIRMWEA 3-2
P R B R AR

AN 7N ¢

E O 042-995-1511 H#t 3721
FAX 042-996-5217
E-mail kobayasi@me.ndmc.ac.jp
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#F 1 The MICB sequences previously reported

Ter’:ltitive Accession No. Homologous sequences (accession No.)
MICBO001 X91625

MICB002 SEG_AB003599S
MICB003 SEG_ABO003600S
MICB004 SEG_AB003601S

AB088107

AC006046 AF021223 BX001040 BX005439

U95734

MICBO05 SEG_AB003602S | AB003603 AB003613 ABO00878 ABOD0882 AF021222 APO00506 AX658223 U65416  U95729
MICB0O06 SEG_AB003604S
MICB007 SEG_ABO003605S | AL663061
MICB008 SEG_ABO003607S | AF021221 AL662866
MICB009 SEG_ABO003606S | U69978 U95730
MICBO10 SEG_AB003608S
MICBO11 AF021225
MICBO012 AF021226
MICB013 U95732
MICBO14 U95731
AJ251156 & 57
AJ563706
AF021224
AJ251160 & 61
U95733
BC044218
#z 2 Polymorphic sites in the MICB gene
Polymorphic sites (codon No.)
Exon 2 Exon 3 Exon 4 E’é°“
No. Accession No. 39 68 75 80 105 121 136 193 212 215 233 243 279 290 291 383
MICBO001 X91625 GAA CCC GAT AAG GAC ATC GAT CGA ACC GAG CGG ACC AGG CAC GGC GCC
MICB002 SEG_ABO003599S | -G= === === === —== ——= ——= - —mo mmm mmm e mmm e e -
MICB003 SEG_ABO003600S | -G= === === === === =c= == —ce mee mmm oA mmm mmm e —me KR
MICB004 SEG_AB003601S| =G= === === === === —ee —oe moe mmm e o =G === === = ok ok
MICB005 SEG_AB003602S| =G~ === === G== === === A== === —m= —oe mee cme mee —ee e —ee
MICB006 SEG_AB003604S| ~G= === === G== === === A== === === —== === —e= =A- —o= ——= *%%
MICB007 SEG_ABO003605S| =G= === A== === === === —-— —oe mee mmm mmm mmm mmm mme e -
MICB008 SEG_AB003607S|-G- === === G== === ==G A== === === ——= —e= —me —e- —me —me -
MICB009 SEG_ABO003606S| -G~ === === === === —m= —ce ——oo =Te cee mmm mmm mmm e —me *R
MICB010 SEG_ABO003608S | -G= === === === === === —o—c Te= =T= —== —-- mmm —mm —mm oo *AX
MICBO011 AF021225 =G= —A- ——= —== mm= mme mmm mmm mme mmm - —mm —m— ——— ——— A-—-
MICB012 AF021226 =G= === ——= == =G= mm= mmm mmm e mmm —em mmm mmm —em —em e
MICBO013 U95732 =G= —m= mmm mmm mmm mem mmm mmm mmm mmm mee e mem =T e KRR
MICB014 U95731 =G= === mm- mmm mmm mmm e s e mmm —m —mm —mm e oo KRR
AJ251156 & 57 | -G~ === === G== === === A-= —;= —me —me mmm —ms mee e A KRR
AJ563706 -G- === -== G-— ——== —== A—- ——— ——— A-= ——= ——— ——— ——— A-- **%*
AF021224 -G- === —== mm= = —m— —mm e —mm mem e —mm ——- ——— ——— A-—-
AJ251160 & 61 | -G~ === === === === - e e mem mee —-A —mm —mm - TRA-— kk%
U95733 G- —== —== mm— mmm mmm mmm o mem Am —mm mmm mmm —em o kR
BC044218 =G= === === G== ——- ee mmm mmm mmm mmm e e mem mem -
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Tentative
or
Accession 181 240
No. 61 70 80
MICB0O1 AGG CAG ARA CGC AGG GCA AAG CCC CAG GGA CAG TGG GCA GAA GAT GTC CTG GGA GCT AAG

MICB002 === m;m mee mee mem mmm mme e mmm e mm mmm mmm e mmm mmm e m—— - ——
MICB003  —o= —me o mmm mmm e mmm mme mem e mmm mmm e mmm mmm e mmm mmm e e
MICB004  —m= —mc e mmm mem e mmm mmm mmm mme mmm mmm e mmm mmm e e e e e
MICBOO5  =m= ——c —o— —mm e mme cmm cmm Mo mee mmm mmm mmm M mmm e e Gee
MICB006 === =m= - mme mmm e mmm mmm mmm e mmem mmm mee mmm mmm e mmm mme mme Gem
MICBO07 === === ;== mm= mme mme mmm mmm mmm e mmm mme mmm mmm RAem mme mmm mmm e —em
MICBO08  =mm =m= ;e ;e mmm cmm mmm mmm mmm e mmm mee cmm mmm mmm e mmm mmm —ee Gee
MICB0O09  mmm mme mme mmem mmm mm mme mmm mmm e mmm mem e mmm mmm e mmm mmm e e
MICBO10  =m- mm= ;e ;;e mmm mom mmm mmm mem e mmm mmm e mmm mmm e mmm mme e e
MICBO1l === =mm ;e mme m;e mem mmm =B mmm e mmm mmm mme mmm mmm e mmm mmm mmm e
MICB012 === =m= mme mme mme mem s mmm mmm e mme mmm e mmm mmm e e mmm mmm e
MICBO13 === mom o mmm mmm oo mmm mmm mmm e mmm mmm Mmoo e e e e
MICBO14  mm; mom mce mme mmm oo mmm mmm mmm e mmm mmm mmm e mmm e e mmm e e
AF021224 === mm= mmm e mme mmm mmm mmm e mmm mmm e e M Ao e mme e e —em
AJ251156 === === mme mom s mme mmm mmm e e mem mee mmm —mm e eee mme mem —em Gee
BJ251160 === mmm ;e e mmm mmm e s mmm mme mmm mmm —mm mee mem mmm mmm e e e
AJ563706 === mmm mme mmm mmm mme mmm mmm mee e mmm mmm mmm mmm mmm e mme mee e Gee
BC044218 =m= =mm= mme mme mem mme e e mmm mem mmm mmm mem mme mmm mmm e mee mmm Gem
U95733 e e mmm mmm e mmm mem e e mem mmm e mmm mm e mmm mmm e e oo

MICBOO1 ACC TGG GAC ACA GAG ACC GAG GAC TTG ACA GAG AAT GGG CAA GAC CTC AGG AGG ACC CTG

MICB002 ——m e mme e mem mme mme mmm s mee e mme mme e e mme e ——— ——— ———
MICBOO3 ——m e mmm mme mem mem mmm e s mme mme mme mme mmm mmm e e —em e e
MICBO004 m—e mem mmm mmm mmm mme mem mmm mme mme mme e mme e e e ——— e . e
MICBOOS ——m mmm mmm mmm mmm s mme mme mee e e mmm mmm e me e e e e ———
MICBOO0O6 m—= mmm mmm mme mm mme ks mmm mmm mmm mmm mee mme e e e mmm e e —em
MICBOO7 mm= mem mme mme mmm me mme mee e mmm mme mme s mme mme mmm mme —me m—— -
MICB0O08 ——m mme mme ;e mmm mmm e mmm mmem mme mme e mmm e mme mme mme e ——— ———
MICB009 mmm mmm mme mmm mmm mmm mmem mme s mme e mme —me mme mme e mm— ——— —— ———
MICBO10 e mme mmm e e mee mmm mmm mem e mme e mre e me e - ——— —— ———
MICBO1l1l m—mm mmm mmm e mmm mem mme mmm mme e mme mme mee mme e m e e mee ——e mee
MICBO12 ——m mmm mme mmm mmm mme e mmm mme mmm mme e mme mmm mmm e mme mmm mm— ———
MICBO13 m——— mmm mmem mme mmm mmm mmm mmm mmem mme mme mmm mme mee mmm mee mee e . ———
MICBO14 ——= mmm e mmm mmm mmm mme mmm mmm mmm mme mme s mme mme e mm— m—— ——— -
AF021224 === === =cec —ce com cee mmm mm mmm mme mmm mmm mmem mme mee ——e e - —— ———
AJ251156 === —== oo mme mme mmm mme mme mmm e mmm e mee e e mee mme —me ——— ———
AJ251160 === === o cme mmm mee mme mmm mme mmm mmm mmm mme mme ——e e ——— ——— ——— ———
AJ563706 === === coe coe mme mmm e mem mmm mmm e e e mme e e — e e ——e e
BC044218 === === —oc moe mmm mee dmh me e mmm e e s mem e m—e m—- ——— ——— ———
U95733 ——— mem mme mme mmm mme mem mme mme e mmm mme mme mee m—- ——e - - ——— ———

MICBOO1 ACT CAT ATC AAG GAC CAG AAA GGA GGC TTG CAT TCC CTC CAG GAG ATT AGG GTC TGT  GAG

MICB002 ——— mem mme e mmm e mme mem mme e mmm e mme mme mme e e mme mme e
MICB0O3 ——— mmm mmm mmm e e mmm mme mem e e e e mmm e mme e e —mm =
MICB004 ——— mmm e o e mmm mmm mem mme e mmem e mme e e mme e e mme —em
MICB005 = mmm e mmm e mme e me mmm mmm s e e e mee e e e ——— ———
MICBO0O06 ——— mmm e e mmm mmm e mmm mmm mmm e mmm s e mme me e —me —mm =
MICBOO7 ——— mmm mmm mmm mmm mmm mmm me e mme e e e e e e e mme e —ee
MICBOO8 ——— e e mmm e mkm mmm mme e mme e mme mmm mmm e mmem e —ee e ——
MICBOOO —mm mmm e mmm mmm mem mmm e e mme mme e e e e e e —em e ——m
MICBO10 e mmm e mee e mmm e mme e mme mme e mme e mee e e mmm —mm -
MICBO1l1l m—m mmm mmm mmm e mem mmm e mmm mmm mme s e e mmm e e mme e -
MICBO12 ——— mm— mm= mee eG= === mmm mmm ;e mmm e e mee e mmm e e m—— ——— ———
MICBO13 ——m mmm mmm mme mee mem mmm mme e mme mme e e e . . ——— —— —— ——
MICBO14 ——— mmm mmm mmm mmm mmm mmem mmm e mme mmm mme mem e e e e e ——— ——
AF021224 —-= —-—- ——- cee mme mmm mmm mme mme mem s e mmm e mee e e e ——— ———
AJ251156 ——= —== cme mme mee e mmm mmm mmm mmm mme e mme mme mmm e mmm ——— ——— ———
AJ251160 ——= ——= mme e mmm mmm mmm mme e e e mmm mee e mme mme e ——e e ———
AJ563706 === === coe moe mmm e mmm e mem e e mem mme e mmm e e mee e ——
BC044218 === =me mmo mmm mmm mmm mem mmm mlL Lk tee see eee aee eee eee eee eee eee ees
U95733 mmm mme mmm mmm mmm mmm mmm e ke e e mme e mmm mme e e e e e
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Tentative
or
Accession 361 420
No. 121 130 140
MICBOO1 ATC CAT GAA GAC AGC AGC ACC AGG GGC TCC CGG CAT TTC TAC TAC GAT GGG GAG CTC TTC

MICB002 eme e e mmm e e e e mmm mmm e e e mmm e e e e e e
MICB003 === === m;; cme mme ;oo e mmm mee mee cmm mmm mmm e —mm mmm mee o —— ——
MICB004 === =—= mme moe ;e mmm mmm mmm mmm mme mee e mmm mmm mm e e ——— o ——
MICB005 === =m= —;= mee ;e mem e mmm mem mme mm mmm mmm e mme Bem mmm mmm -
MICB006 === =mm= —m= ;o= —me mee mem cmm mmm M e mmm mme mee e Bem mmm mmm ——— -
MICB007  mm= mmm mm= mem mmm mme e mmm mme mee mmm mme mmm mmm e e mmm . m— ——
MICB008 “mG mmm mme e mme e mmm mme mmm mmm mee mme e mmm mme Ree mmm mme e e
MICB009 e e e e e e e mme mm mm mmm e e e e e e e ——— .
MICBO10  =m= =mme mme mme mmm mme mee mm mmm mme M mmm mme Mmoo mmm mmm —— ——
MICBO11 e mmm mmm e e mmm mmm mmm e mmm mmm e e mmm mm mme e e e e
MICBO012 e mmm mm mmm mmm e mme mem mmm mme mee mm e mme me e e . ——— ——_—
MICB013 === =m= mme mce e mme s e mme mem mmm mmm mme mmm mm e mee e ——— ——
MICB014 === —m= mom cce mme mme e mmm mem e cmm mme mee e mmm mmm e e me -
AF021224 === mm= m;m mme e mme e mmm mme mmm mmm mmm mee e mmm mmm mee e ——— ——
AJ251156 mm= mm= mmm mmm mme mme e mmm mem mem e mmm mee mmm mmm Bem mmm mmm mmm e
AJ251160 === mmm mmm mmm mmm mme mme mmm mmm mee e e mmm = mmm mmm mmm mm ——— e
AJ563706 === mmm mmm mmm mmm mmm mme mmm mmm mee e mmm mme mee mme Bem mme mm mmm e
=1 -
U95733 mmm mmm mmm mmm mmm e mme mmm e e e e e e mmm mmm e e m— ———

MICBOO1 CTC TCC CAA AAC CTG GAG ACT CAA GAA TCG ACA GTG CCC CAG TCC TCC AGA GCT CAG ACC

MICB002 mmm mmm mmm mmm mme mme mme mme mme e mme ——— m—— mm— m—= e —me m—— m—— ———
MICB003 il T T T b T T pe———
MICBO004 mmm mmm mme mme mme mmm mmm mme mme e memm mme m—— me—— me— - m—— - —— ———
MICBO0O5 Tt T T T L T T T p—
MICB006 —mm mmm mmm e mmm mmm mmm mme s s mmm mmm e e e mme —me —mm ——— ———
MICB007 D Tt T T I L T T
MICBOO8 ——m mmm mme mme mmm s mme mmm mmem meme mme mme e mm— me— m—— m—— - ——— ———
MICBO009 mmm mmm ;e mmm mee mmm ke mmm mmm mmm mmm mmm mmm mmm mme mme mme - - ———
MICBO10 e mmm mmm mmm mme mmm e s mmem e mmm mmm e mmm mme mm— m—— ——— —— ———
MICBO1ll mmm mmm mme mme mme mmm ke mme mmm mmm mem mmm e mmm mee me— - ——— ——— ———
MICBO12 = mmm mmm mmm e mmm mme mmm mme mmm mee mme e mme meme mm— ——— - —— ———
MICBO13 m——— e mme mmm mme mme e mme mmm mme mmm e mmm mme e m—— ——— m——— ——— ———
MICBO14 i e T
AF021224 === === cee cme mmm mme mmm mmm e memm mee mme mmm e e e mme - ——— ———
AJ251156 mmm mmm mme e mmm e mme mmm e mme mme mme e mee e mee e m—— —— ———
AJ251160 e mmm mme e mmm mme mmm mme e e mmm mmm mme mmm e mme - ——— —— ———
AJ563706 mmm mmm mmm mme mee mme mme mee mmm mmm mmm mmm e mme e mem e e ——— ———
BC044218 fee eee eee eee tee ees see ses see ses sas emm mmm mmm mme mme mme e m—e ——
U95733 B el e T T .

MICBOO1 TTG GCT ATG AAC GTC ACA AAT TTC TGG AAG GAA GAT GCC ATG AAG ACC AAG ACA CAC TAT

MICB002 mm— - mme mme mme mem mme mm. m—e mm- me— mm- m—— mm— mm— - m—— m—— ——— ———
MICB003 = mmm e e mme e memm e mee mmm mme mmem mme m—m mm— mm— - - —— ——
MICB004 —mm e mme mmm mme mme mme e m—m mmem mem mme mm— mm— mm— - m—— m—— ——— ———
MICBO005 mmm mmm mmm mmm e e mmm e mme me- e mme mm— m—— mme mmm mm— m—— m—— ———
MICBO006 ——— mmm mme meme mme mme mme e mmm e mmem mme mem mee e - m—— ——— ——— ———
MICBO007 m—m mmm mmm mmm mmm e mme e ——m mmm mme mme e mm— mm— m—— m—— m—— m—— ——
MICB0O8 ——— mmm mme mme mme e m—e mm- —me mm— mme mme emme mm— m e mm— me—— m—— ——— ——
MICB00S ——— mmm mmm mme e mme mme mme mme mmm mme mme mme meme mmm meme mm— ——— m—— ———
MICBO010 B T T e L e e T T
MICBO11l ——— mme mmm mm- mm- —me m—— mm- m—- m—— —m= mme mm— mm— mm— me— m—— m—— ——— ———
MICBO12 - mmm mmm mmm me- m—— mm—— mm— m—- - m—— m—— mm— mmm mm— mm— m—— ——— —— ——
MICBO13 B i ettt e
MICBO14 - mmm mme mme mme mme mme mme mme mme mme mem mme mmem mme mem e me—— ——— ——
AF021224 ~—== =-= cee mme mmm meem mmm mmm mmm mmm mme mmm mme mme meem meme mee mme e ——e
AJ251156 === mme mmm e mmm mmm mmm mmm mmm mmm mmm mmm mmm mmm mmm mme mmm mm— - =
AJ251160 === === mmm mmm mmm e mme meme mmm mme mmm mmm mme mmm mm= —emm mee e ——— ———
AJ563706 === === mmm mme mmm e mmm mme e mmm mmm e mme —me mme mee mme me- ——— ———
BC044218 === mm= mc- mee mme mem mmm mmm mme mmm mme mme e mmm mmem e mee e - =
U95733 m——— mmm mme mmm meem mme mme meme mme e mme mee mme mee mee mme ——e m——- - ———

__69__
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Tentative
- or
Accession 541 600
No. 181 190 200
MICB0O1 CGC GCT ATG CAG GCA GAC TGC CTG CAG AAA CTA CAG CGA TAT CTG AAA TCC GGG GTG GCC

MICB002 e o mm mem e mm e e e e e e e e mee e e mm— ——— ——
MICB003 e e mmm mee mem mmm mmm Mo mmm e e e e e e e e mmm m——— ——
MICB004 e mmm mmm mmm e e mmm M e e e o mmm M me e mme e ——m -
MICB00S e mmm mmm ml e mem e e em mm e e mem mm e e e e e
MICB006 eem mm mmm e mmm mmm e e e e e e e e e me mmm mee e e
MICB007 eem mmm e mm mmm mmm mmm e e e e mme e e e e e ——— e
MICB008 eem mmm cem e e mmm mmm mmm mee e M e e e e mm e e e -
MICB009 eem e mmm M e e e e mem e mee e me e me mmm e mme e e
MICBO10 0 PO
MICBO11 mmm mmm mem mme mme mme mme memm mmem mme mme mmm me mmm mmm mm mm e ——— ——
MICBO12 e e e M e e e e mm —mm e —— ——— ——— —— —— — ——— ——— ——
MICBO13 eem e mm e mme e e mmm mm M M e me e e e e ——— e e
MICBO14 e mmm mmm e o e e e e e e e e = ————— —— ——_—
AF021224 === —me mmm mme mmm mmm mme mmm mmm mmm mmm mee e mme e e e e ———
AJ251156 === mm= mmm mmm mmm mmm mmm mmm mme mme mmm mme mem mem mme e —me mmm = ———
AJ251160 === —m= —mm mmm mme mme mme e mmm mmm e mme mme mmm —me mm e m—— - ———
AJ563706 =—m= === mm= mm= mmm mm= mmm e mme mmm = mmm mem e mmm mmm mmm —mm mme ———
BCO44218 —m= —mc cme cmm mmm mme mmm mmm mmm mme mmm mme mmm mme mmm mmm e —m— ——— ——
U95733 e mm mmm e e et e e e e e e e ——— o —— —— — ——

601 660
201 210 220
MICBOO1 ATC AGG AGA ACA GTG CCC CCC ATG GTG AAT GTC ACC TGC AGC GAG GTC TCA GAG GGC AAC

MICB002  ——= —o= —mm mmm mmm o mmm mmm mmm mmm e mmm mmm mmm mmm mme mme e e
MICB0O03 ——— mem e mme e mee e m—— e mme mme e e mme m—mem mmm = e ——— ——
MICB004  —m- cmm cce mmm mmm mmm o mmm mmm mme mmm mmm mmm e mmm mee e mmm m—— e
MICBO0O0O5 ——— m——- —m— mm— m—— mme e me= mm- mme mme memm mm- em- m—- - mm— —m- - ———
MICB0O06 ——— m—- mm- mEm— ——- mme mm- —m— mme e;. me— mEm— mee m—e- - - me—— ma— .- ———
MICBO07 - —om cmm mmm mmm mmm e e mmm mme e mem mem mmm mmm mme mmm m—m mm— e
MICBO08  —m= —o= coe mce mmm mmm mmm e mmm mmm . mmm mme e mmm mme e mmm mmm e
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