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PCR ol S 496k B2 240 g B 1
T AWM PLIR 52 1Ay BN E HE

BMAKS B TRy Bk

(FIUEMKZHES - EROBIRBIRE " M,510080)

R R YHSENEREHEAEIT 20 AMRSERMSEREARA MK ALLT ARES
&, (TCROZEEEHE, G- BR 15 % A 329 400bp T =4, FHER K E H 75% (15/20)0, =4 3k
WUERAERRAREHIAMNEHEE. REASYE T RS MK G L% 4 8 # CCRF-CEM 40 M3
TCR, ZEEEHE, HFEEM B TTIE# & 8 & Raji MK WBALE, YA R, ARVRERIEAFLRER
HE L0 KFUE, RITEFN T REESEREARA MR ER 2K MERE QIR ARMEDNEE &
FHAEED MR ERG TN LY HANE. ZEABTELETREH B L/ H=HTHAE . B

Bt REER BRI ERNERE X .

THEE FRMERY, SR KCHERE, EREH.T #ETEZE

$ES R733.71

W& 4 T4 D200 R, A IR B BF 52
BRI 5%, AR &ML BT 4
FAKF. QM LEFERES FIRICTAT
2 W7, 4 B R M B % B % (MRD)
BB EY. A%KE4K ALK (ALL)
HEMEFRRH M TCR, IgH HH K& F Y
kS MED, Hd TCR, EREHILER
F 423 T-ALL 1 40%~70% B-ALL, &H8f
RiERE LS, N LR85 R N (PCR)
BARKRM ALL 5% A TCR, X HE H3#{Fi7
HIER R M A .

1 H#HE5EFE

1.1 weEEs

20 451 254 Ik B 40 B P9 L9 (ALL) B B
BB A pe M R R L RHERS R B, PG
18 B, B & 2 Bl . JE 4 bk B3 40 B RO + 4
EHEAR@GH S FHEAE AR N
84.33% +14. 26 % AR PE 1985 FF 3L EFMEIT
B ML 4 BUAR ME (FAB) 40 B, 85— B (L) 6

@ F—EH 1966 FH A, B, L BN

Bl BRI )14 6. B 11 61, o4k 9 6
WS 4~63 %, T 24.35+15.83 %, EH
R 1 B AR RS RHHE B L RO B
FARUBRA A, A THAEM R, et
MEERIEH .
1.2 4BiERER

Raji .CCRF-CEM 4 f#k 4 5151 H & &
MERREREEA LEENKEELE,
BT 10% /M % RPMI-1 640(pH7. 0,
Gibco A H] = ) B P LRI 5, B
WO BCUTIE A T 42 DNA,
1.3 HiRZER

AR/ R MBESFHE.ALL %
A B 8 & Raji, CCRF-CEM 41 i #k 4 M1 >
DNA, 3l & F i 1 b 260nm, 330nm 4b %
SR E OD HLLiTHH DNA & &, &
F 0. 1XTE BBLR MR N 0. 25ug/ul,
1.4 BEEHS Y

2 M Taylor W FEH & R—3t 547,45
1 %.:5-CCC TCT ATT ACC TTG GAA
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ATG -3'; 5'-TCT TCC AAC TTG GAA
GGG AGA -3', i LS A BIESTHRITAL
. WESE JnJnBEE R B —21bp H#
El?ﬂﬁﬂ*m:ﬁ#-'—i Vu.z.s.u& V?sP\Vng
BB —21bp BEEBFFIHER. S5 Vit
B AR FE S 2 4bp, 5 Vi, Vi, 28 4 K 5
%2 1bpt), B 7T H F 4 # TCRy(Vies —
In- ZEEH. =% 400bp, {ERHIFH 0.1
X TE WBLRLHEE 7 Spmol /L.
1.5 PCR RE:

B R B R 100ul, & B4 DNAlpg, 3l
# & 1.0pmol/L, dNTP %& 200upmol/L,
Tris-HCI(pH8. 5) 10mmol/L ,KCl 50mmol/
L,MgCl, 1. 5mmol /L ,BSA 20mg/L . K BT
% 95T 10min, HRER 4 CKEF,
B n Tag DNA ¥ & B (Bechringer
Mannheim 4 &) /= ) 2. 5U, F 94°C 1lmin,
55'C 2min,72'C 3min,3t 30 MEF . B —
AEHF 72CHEE 10min, FREERTF 4T
WP, BT TREK.
1.6 BikRN%E

Ht PCR #8747 10, F 2% AR 0E5E
B e vk , AL Z. 88 (EB, Lpg/ul) By 65, % 4b
1T TR HER,
1.7 RIIBEENEFRIWAM

BEREHMAKDNA # 105 25K
¥ CCRF-CEM Ml % DNA. L EWMEE
DNA lpg, 48177 L PCR 1§, WE X >
HHHENBRERERE.

2 # %

2.1 ¥REMEtERAEM

CCRF-CEM £ i #k DNA #3>=# N
—400bp Bl £H . X T HMH N9 8
#(F D, B/REHE TCR, BEEH. 5
WA — 3™, Taylor FIFRH(1EPIIBERG L]
L kA HTAE 3 CCRF-CEM 40 B 7 4 2 (i &
FE#& TCR, EEEH, LEHERT N V.,
—Jnn. BREARKSRNEERER &
FRZIEREEHP 4 T EHER R,

bp M N CEN Raiji

587 |
427

267
51—

BEH1 CCRF-CEM iy MR
P HF £y 400bp, AT E W HF B (N).Reji HIBRMAEM %
PBR;y;Hae ¥ R ESTH)

2.2 ALL AT HMER

B PCR gy ¥ 20 ) ALL S A B8
Hi M DNA, R B7 1548 TCR, £F &
He, BE4E4S M B2 75 % (15/20) , ¥B 4 o8 =
RAE 2, KR BRKEHY 400bp, REHHA
ZEEHHUERETER, THEESEHTE
) =

M N pé: pta pts pts pts

Mz ALL A GOERHMAKDNA FHER
B B I B¢y q00bp BN Z EG £ R

2.3 FLBESENE

A 1pg CCRF-CEM 41 H DNA {E % 3
BE, M EWEE DNA @7 PCR §
WERER: T L0 HBREHW TR L
RN 10T AL R, T 107"/
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BEEZXSERESYNEER RASLTR R
HE 1075KEM E,
3 W #®

T @K R % ke ZEE(TCRO BN TF
ANTEREEEE 1K 5#p15,BiTER
BRELAVLSA IR RZAHAC L. Y
160kb. ThEE¥E VY BEF 4 ¢ AEH .V, F 9
AMMLE Vyiaco Vo Vi Vi & 1AL E
(Voo ) L 104 V(FEH V,,) .54
JWEER In. I SEEEHA LR NE
ALL 2 Wi &3 MRD gy e il - EE 4
{E. {Hxt 28 DNA BB R ZE AR 1%
~5% AT AR %R 8 J ILAS 41 8 (MRLC) ,
M PCR $ A 0] {f F 4 W @B E 3% 107~
1077 K, A< S0 I8 B 47 fE 40 B #k CCRF-
CEM #4ifi DNA {E &5 M & PCR,IEBHHE
WBAEAE 107 K F LA k. B F TR 8%
ALL MRD 34 #i ,

Macintyre 4% K 7 B H L & 4 5118
NS #1T PCR ¥ 1, AN B E
BE M BUER TL2% ALL 89 TCR: £
HHHRN, H2REH519E, Rk, ¥
BAZM. EEH 1X39P ¥ Vi, — I
ZREHER,ERE R 75%(15/20) ALL
AR R P TCR: XK & H, 8 T Tay-
lor® 4535 B i 85.7%(24/28), EE [ fE &
BRATHH PR PCR &M H—K PCR, fE
ERFEARNEST. M= 400bp, {H
AREB =Y HE OB Z EEEER, F6EA
B TCRy ZFEH TR EHME. B F Vi
Jr ZEFE B B Ver (Vi2s05.50.6.7.8)
B JUn.,) i ALL TCR, BEF &EH T E 22X
EXBARE  BMAERERTAHES ALL
M TCR, ZEEHMKRN, BEREERE. B
Fh3E 3 = Y AT PR A P9 L) B8 R Y el 0K 4 A
WEELFE - AWEEZ KM TCR, EE &
HEE R —BCT, i EHER AR E AT
ALL F—¥§ A MRD #41#.

LW BRI HEREE. L

T F R EGHERIRE 238, (LR BUN L 32
ARAEEENEERN ANE. FERQRMEHE
A ALL MW 3 T 4 FKFHKESE, X
ALL RfEH# TCR, ZF EH MR W H T
F MRD By %W, 3% 68 #1 W K B R AR08
FFRRY. INTWAEERMT 3 AN
ALL TCR: ZHEH, 1 I 2 KR E 2 E R
HRASRE. HT IALARERER. W
F2PRWHAEMRATBIEEST 5.5 &
6.0 A INFETLEEMKBRTR) . &
B 48 0 P4 AR LR BE MRLC K F 107K,
MAFERARANRRERIFER
e, BN B IR R &2 B IR RAITE AR HER
£ 4 M ¥k CCRF-CEM Bl R@A S8, A
A R E LA SN R AL B R AR
B ¥ PCR WA H LA/ MRLC B B K
T ERBRA 3 log ¥4k 5 LK 40 M 1
AU EREE R KREHEBEABMT) &5k
BRI LA EER X,

#A1H CCRF-CEM 4 i ¢k R IE & & &8
Y, Raji 40 ¥k 40 B DNA 43 51 /E B ¥ 0 B
HR,AMRIET S ROTEE. 445 4
ALL 55 AR MIBAYE, ATRE R H 45 5 & TCRy
HEBEH, 20 RHAEEX YT MK
BHEA, W Ve, B THEHES, HIEKR
BXE#HTH—EHR.

(R KRR B FRANLE T LKL &

H AR HEREREBAREAE T AL
8948 & 4= F D)
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USE OF THE POLYMERASE CHAIN REACTION FOR
DETECTION OF TCRy GENE REARRANGEMENTS
IN ACUTE LYMPHOBLASTIC LEUKEMIAS

Dai Mushui Hong Wende ' Luo Shaokai Peng Aihua

(Laboratory of Haematology, the First Affiliated Hospital of Sun
Yat-Sen University of Medical Sciences; Guangzhou,510080)

Using the polymerase chain reaction (PCR) technique, we detected rearrangements in
the TCRy locus in 15 of 20 (75%) patients with acute lymphoblastic leukemias (ALL) at
presentation or relapse. Analysis of the PCR products showed a single band of approximately
400bp in length, although slight variation in size of the products from different V gene sub-
types was presented. CCRF-CEM cell line used as positive control carried rearranged TCRy
gene while normal bone marrow cells or Raji cell line used as negative control did not carry
them. The sensitivity of this method was showed at above 107° level based on serial dilution.
We also discussed its use in genetic diagnosis, in detection of minimal residual leukemic
cells,in monitoring of ex vivo purging in ALL. Therefore,this is a rapid and specific method
for the detection of TCRy gene rearrangements in ALL without recourse to direct sequencing
and southern blotting, suggesting an important clinical significance.

Subject headings polymerase chain reaction (PCR); leukemia,lymphoblastic; gene re-
arrangement, T-lymphocyte



