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AR SERER - B EE
4+#7 HLA-DRB R H3
Mgk EWE F A T &

(EREMKERNHFRFT, LB 100034)

ME HTFIAE4 DNA LK &M R E (PCR) 33§ X HLA-DRBERA® & A
BARR, PHEHELYERANRERR R, BRESWTAMRGHELE
%!, PCR-454 Bk (PCR-Fingerprinting) XY —#f €, i X B H>HFk, T
AR RATHBERGRE, CARTHHERAZESANARRINTH~ZRAHGE

%8#: PCR-454®; DRBARA®RAY

HRBECENETAORY—HEETR. HBHERDESREREHFREMEH
BHEWIEERN (GVHD) A XA, HBHNMN HLARNELYER. BEY T £ 9
ZMBEHER, EiF ERBT HLA sy R ERA K )3 IDNA-RFLP 7, RCR-SSO ¥
PCR-RFLP ¥1 %, XHEHEAZIGEAREN TR, RMiF¥RBEEEH—EHR 8.
RHECHIBE T PCR-SSO [V Ba &I, B, BAMNXBSLT—FhFORME. HeEAH HLA-DRB
Wy #73k, B PCR-Fingerprinting 1, B EH X EROSHALERBREDT.

¥ H 5 F O

—., %F4 DNA &

DNA $¢t% i Fernandez-Vina % Afy 2% ' We A3k, 2% EDTA ¥ 5mL /g
B3 % R Bk (2075) B B 30min F 1h, Bt L5 40—50mL 40 iR AR i (10m mol /L Tris,
400m mol/L NaCl, 2m mol/L EDTA-Na,,pH8.2), 3000r/min@.(» 10min, F k%, %0.5
mL 4RI E in SmLARM AR #E, 400~L 10%SDS, 1.2mgZK k. LRBAME 37°CH
&K 55°C3h, fiJ54E 4mL frAdin ImL {WAKE B By, B & 3% 48 15¢, H L 3000r/min,
15min, LB REULIE, DNA BTG, ER=HKEWE 0.208/0L, 4°CRFEHEM.

=. PCR-#{k& @A
50hL PCR {k Zvh 4y, J:pi4l DNA 0.4#g, 10x PCRZR shi 5+L, 500m mol/L dNTP,
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0.5m mol/L DRB-A 5|4 (CCCACAGCACGTTTCTTG) #1DRB-B 8|4 (CCGCTGCACTGT-
GAAGCTCT) (¥ H & KYUSHU k%), L#iRAH4)E 100°C 24 5Smin, ji TagDNAK &
8§ (Promega 2y B]) 2. 50, itk 1 S0RL K HE AR DNA {0 ERFTHEARBT A ) 72°C,
1208, 94°C, 30s, 54°C, 60s, 3t %8 # 30 %K, &5 —A T8 3 % 70°C AP HMAE fhitig

Smin,

=. ¥R (Crossmatching)

BitES2EN LR B H &M 100L B4, 94°C 2 #:60s, 54°C Bk 00s, 72°C
it 1208, TEH 2 Ko

PR, P I R O B R R

Bk A RIS E 100L, fnonl6x EHSMiE0.25% B2, 0.25%=
RAEREYE, IS%MREME, 212% REBEERBER Bk, 200V, #3bh, diik/E, F0.5¢+8/
RLEILZ 52 (EB) ¥ B Yu s 30min, [E{R 247 B XY,

] S

—. DRB PCR-#EM MM RE

Fi DRB PCR—IESCEBEML AT T 7440 DNA BN A A AR E(Fig. 1),
LB F AR DRB X HM5 (4, 2 PCR EARAETLA4: DNA REBRFIIA R d
#:,

pBR3z2/Hae ) digest
recipient 1
donor 1-1
donor 1-2

crossmatch wilth donor 1-1

crossmatch with donor 1-2

Fig.1 PCR-Fingerprinits in Fig.2 recipient 1-2 donors pair showing negative DNA
7 unrelated individuals crogsmatch results

=, REAARBHtRHKL PCR—IBYER DNA X R iR

BRAVERE TIUA1HE., R EHEEHRT PCR—IFLERKEXICR (WFig.2, 3, 4, 5),Fig.
2R 15 2 ANk & DRBICK Mo -3, R XVLRLSGHAE S . 1X4l0t. 288
Mi%%¥ A, B. DR RO MEAN (MLO BRI AHA, A PCR-SSO ¥ %2 M=% DQA % A
Bioruill 1. 1, 1,1, 1,1, M Fig. 3tha] LARHY 2 SH & PCR-IFS A — By ¥ %,
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BRENRARATREZEERA—HHBFM AM. TEMEFPRIRALEARA S, B.CR
DR I A %44, {A=#F MLC /YRR {E#M#k 50%, PCR-SSORNM DQA HEHANY. =&
A DQAL, 3, #t & HDQAL. 4. Fig.4 & 5 B 3y §t. 32 & Y PCR-IR &AM, H#H
B A—%, HimiE$RTA, B. DREH#HA, 1§ MLC A#4(GVH50%). PCR-SSO DQA
ERAHRH 1. 3, 1. 1, Fig.5 750 4 8 PCR—I55E, #t2EHHR—B, ZXELIK
%2, HiMmiF¥. MLCKR PCR-SSO 44 (G, Tablel) , £5RERHPCR—IFLE 5 DNA X
XEMERAMDFERBEHHEETER,

recipient2

recipient 3

donor
donor

crossmatch with crossmatch with

donor donor
Fig.3 Recipient 2-donor pairs showing Fig.4 recipient 3-donor pairs showing positive
positive DNA crossmatch result DNA crossmatch

crossmatch withdonor 4-2

crossmatch with donor 4-1

donor 4-2

donor 4-1

recipienf 4

pBR322/Hae ] digest

Fig.5 recipient 4{-donor pairs with negative crossmatch

Table1 The Serologic, Cytologic and Gene Typing for Donors and Recipients

PCR- Serology MLC PCR-880

Fingerprinting A B DR (GVH%) DQA
Recipient 1 11,Ww19 7,17 2,7 1,1
Donor 1-1 M+ "11,w19 7917 2,7 -2,22 1,1
Donor 1-2 M 11,w19 7,17 2,7 1.94 1,1
Recipient 2 2y~ 546 37 1,3
Donor 2 Mis* 2,9 546 3,7 50 1,854
Recipient 3 2,9 15,22 4,y- 1,3
Donor 38 Mis 2,9 15,22 4, 52,7 1,1
Recipient 4 T 2,33 40,12 W6,7T)W53 1151
Donor 4-1 M 2,33 40,12 WE,T»W53 -1,16 1,1
Donor 4-2 M 2,33 40,13 W6,TsWE3 ~-6.42 1,1

M*, matched with recipient  Mis®, mismatched with recipient
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HLA-D XA E L AN, L5 F4T DRB, DQB, DQA, DPAMIDPB A
ZER. RIVIRADRBERHE Z/MIET—BRRESEX AR MEENS |4ikT & B
P, LRER R, HLA-DRB XR A ZAYDRB X5 7™ 72 3 P4 R BE 1 Bk fie el 3k op w]
H—BHHE, XFE KR (PCR-Fingerprinting) iy /4 R h-F & #f HLA Hif¥ & & HLA-
DRB #AM AR AR BRER#E N L &R, %4 PCR RGH/CAEBERE X i,
XA AR DNA R4, DRBEFAEMMAEERRAYNNE, WA RN DRBEHEZ
AR FIE R R Bk, BAVCETHE—SE% HLA-DRB 2B H A

ZRAAERRM ST T MiES A, B, DR . MLC LAJ& PCR-SSO DQA fy2M, 3 &
R 5 PCR—iF8H —%. HMBRIEZHR—F B9 PCR-SSO DRB 5DRB PCR-#§ £ M iy —
o g

PCR-#§ £ B & —Rh/2a, thaliAeRiydk, DNA 2 3)5 6 h B) ) HH £ R, X ¥ 3|
TR BtH B e R R E R M R WMRARRTTARER L, HE DNA MU, E®/HE
ERFRIRE, RREETEARSERLE. AU, EETREHSBRIAN, HEX
MEmEERY, EEEGRONETERM.
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HLA-DRB Gene Typing with PCR-Fingerprinting

Liu, Xiao-rong Wang, Shen-wu Li, Dan Yu, Yan
(Beijing Medical University, Instite of Hematology, Beijing 100034)

Abstract A simple and rapid method for HLA-DRB gene typing is discussed in this
paper. After isolating DNAs from recipient and donors, the PCR with DRB primers
were carried out, The partial products of patient and donors can be mixed for DNA
crossmatching. The products were, then, analysed on 12% polyacrylamide gel elect-
rophoresis. The fingerprinting of seven unrelated individuals were showed in differ-
ent pattern. In four cases of patient-donor pairs, the two pairs gave matched pattern
and the other pairs gave mismatched one. The results could be compared with HLA
serologic typing, MLC and PCR-SSO DQA typing. This method would be useful to
screen unrelated donor for BMT.
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