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fE{RZE R R~ PCR RIAEFIES EE 1R JLFH RS
e

(PR R e B WEIEIT . 76 710032)

WE LN T LRSS mRNA 2 57 s T 52 R B A A P 1) SHEME . mRINA 22 5t A s Bl AR W At 3 I e g 5
BT RS I 0O, A R A ) A g B R e 2 e Ak R IR — b e o BEORE L MR L AR ik, ]
mRNA 72 5 Wb KL Pk A s A S PR, RGBT e A i Bl b R R

XHR mRNA, JEREIE, BOomEEER N
FRHES (Q522.2, Q781

1992 %, Liang 1 Pardee # 37 T M A% )
mRNAZE S WoRBR, FIEARFHERIN T — 455
BATERGIY, 454 RT-PCR RNK ST AN ) A B
o B op i DX TR 1 AR 4K, OF o B 2 5 A Ak
RIVY DR B A e . R, ELAE () I 24T 1 4011
P EL ERE M AT . LU BT BAS TR TRFE K
BRSPS LR BH P 4 vy, 7 S A o PR o
THA A A R SUR R N, B H AT b, B8R
JUANEE BRI B N g s . 81 VF 2 R KX 10 55
Ji, BEX mRNA BB PE R, BEAPEARIEAT T
Skl AR b k.

1 SREHS RNA ZRERERAMERRTEE

DDRT-PCR & LA 41 g sl 41 21 (1) 2 RNA O £l
B, ASR 5T A (1 4F R EL 4% 5K & 3 DDRT-PCR (1) A&
W, FERCHURNA B, E2CZARIE RNA 5834,
A RNase Bffif, 283 AP Bifla i v bk A I, 28 S
W SEE N 18 S WM %, KW RNA K F%
fi. K, RNA ZLANSZ DNA ¥5 3%, Wify DNA 75
e, £ PCR ¥ 3L # v, fR5EH™ 4% DNA, & e fiFH
PERIEY 5c. #EHUH RNA 20 JE RNase [ DNase [
Ak, LBRIRELN DNA y5 4. fES280 ] 53—
AN B S5 T (1) s N R A 56 DNA JE & & BR
T
2 S|¥IH9itiRS T DD PCRIEE 4

Liang Ml Pardee 7E 11 mRNA 2 5 &b 7 (19 51
ek, 3L 5 5K 10 AN IE R R 514, 3 sk 5
TyUMN3 (M=A.C.G, N=A.C.G.T) IH
e, 7 124094, FEXANE 3 udsch s
TuM3 (M= A. C.G), &G, WNiZY 1 poly

(A) 2 b3 1 350 40 4 B X Bl F 2 B X 36 DX 7 B
MSEPr B2, 33479 0w i 4 7 G
14, wiEAA RN 3 e G, IR, AT g
& P, G/C Z A EAEHI b A/T Z 18] R AH
HAEH 5, WS G/C il 50% ~ 60%
T 51 P R) B DAL R &5 75 i T LE oligo- AT 42 5 1111
g5 1, B CARSGP 358 10 7 0 Ay 5 i 6 A K T 5
W, B, AEIEDRIY 3 SR g i X A A/T B
X, BT 1) B AMEC R K LA sk A, T, oligo
AT i 2 51400 G5 | 0 9 385 1% 7= 49 L 030 1y /b,
Daniel %2 £+ 33X — o] 8, %t T A/T f B e
60% ~ 80% 15 P54 (rational primer), BT
=454 J: UTR-10: o/ gTTe/ gTTTe/ gTTTel g;
UTR-11: gTAc/ge/gTe/ge/ gATTTA; UTR-12:
CATTGTTATATTA. X =55 E514 (rational
primer) [f] oligo-dT VG 51¥) 414 #E47 PCR #73.
WP &5 R, BT AT o B () BE DR 1 B 1 79 3 248 Ok
FG1H/ oligo-dT 51400, X054 T 120K BRI
T AR R BT S 1 8 K i Le s, (BT R
FBULTAE 3 indegmis X, JREUK{E B D

3 PEIK dNTP iR E

WO PCR RN rh, dNTP () 280 15 38 %k
200 Wmol/ L, £ DD-PCR M, 1 ANTP ¥k
M, PR R R, AR T R
B, TR, K ANTP [ 258 K5
2 Umol/ L ZEARIUEF=H /= 5t AR e tE a4 . figh
KB b i i R A R B N, N 42 i 8 21 G 1)
IR,
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52 Htg R T 1) g AR 6 B A1 37 C AN 48 Tz i),
WER A TaMN B8 e s 519, wIRHI42°C. K
PR 1) S 2t sl B AT R 1 5 [ RBERR (R i %, 4HL
AR TR R R RTF, & cDNA 25—k
ks, BALESEE A 1E T —2edulk, JefE 42 C ¥
3% 30 min, FHE 48 C % 30 min, XA F TR IT
BRI 45k, & AT cDNA.

PCR " W1 (138 Gl B8 Y8 PCR 9 B4 e
PEM AR Z 2 —. DD-PCR 1% JH ol e 51 ik,
W 42 C W] 49 30 B R R DL R R e 4
NI Y8 =), Khushbeer 2503 £ 5256 o &
B AER— SR, AN ) 5 | Rl e |
WA A, PRI ANEE AR, W T, CG.
TuCC . TnGG . Ty GC 5 A A 15 W7 5| ¥ 41 1,
fE 42 CH&AF T e fS B4 2 M BU% 441, 1 T CA .
TyGA « Ty AC [A BB g 4l &, W15 25 1
i, BRI, MEVEEERE R 40°C, MIFFE) 2 £ H
3. TuAA R T AG [FAERT W5 41 &, 1
40 CHI 42 CHEFF R DI 4. Chapman 4 R IR,
EA0CHEMNELME TR, TuGC. T GG . THAC.
THCA, TR DNA 4&4f5. [FFELE 40 CIY
YL, Mou P M A B T GA . T1AG .
TuGC.THGG . THAC . Ty CG Al 144 28 £ 11 5L
Ay, PIXELLE BT LR A, EEESIh, A
—AERA G, AT HRCRLE C A &L

5 RMEENRBEIREMAMER

DDRT-PCR A& AE5E 51 YA AMV A F ¥k
J% cDNA, Sung % V75 2 Bk, JH 9 P AR ) 119 J
SR BT SO SR AT 5250, IR S X 40 RNA
Tl Tk o e G 1 B

7E PCR ¥ #93d Fitvh, DNA B8 45 il 11 )52 i 1 4%
YOEY WS AR, eSS, AT LIk LA
[ DNA AR, (R — 5 s = 1 e ms
AT PCR 938, Wiea 9k Ji5 M5 -FAT45 1) <DNA a7 B R0
HEHH—B WL DNA BEEFAOFREM . 1
DDRT-PCR 1, % #SEATE AT 44, LM
AN IS I 48 ) B R 01 2 S R A, I AT A K AR A
BH T .

6 B 2]
mRNA 25 SR B A NG B, R

S F 5L MR HER

Prog. Biochem. Biophys. 1999; 26 (5)
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WESE, 5§ e A, B PR A 5 T 2 AT BT e
e UHEAT P, mRNA % 5 BoR il 50 & 1 /b
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7S W LR, BRI PER  FRAE, &
SRR, mRNA 25 Bk ok i) 2 s
A R A RIS, Ko A HOR R 2 SO R 1 2
P e

2 % X M

I Liang P, Pardee A B. Differential display of eukaryotic messenger
RNA by means of the polymerase chain reaction. Science, 1992,
257 (5072): 967~ 971

2 Daniel G, Amanda G F, Matthias M. Rational primer design
greatly imporves differential display- PCR ( DD-PCR). Nucleie
Avcids Research, 1997, 25 (11): 2239~ 2240

3  Khushbeer M, Lisa F, Walter C M, et al. Interaction and effect
of annealing temperature on primers used in differential display RT-
PCR. Nucleic Acid Res, 1998, 26 (3): 854~ 856

4 Chapman M 5, Qu N, Pascoe S, et al. Isolation of differentially
expressed sequence tags from steroid responsive cells using mRENA
differential display. Mol Cell Endocrinol, 1995, 108 (1): 1~ 7

5 Mou L.
dislpay method for gene analysis. Biochem Biophys Res Commun,
1994, 199 (4): 564~ 569

6 Sung Y J, Denman R B. Use of two reverse transcriptases elimr

Miller H, LiJ, et al. Improvements to the differential

nates false positive results in differential display. Biotechniques,

1997, 23 (3): 462~ 464

Several Strategies to Reduce False Positive of DD
PCR and Improve Its Reproducibility. XIAO Hua
HUANG  WerlJin ( [Institute o
Neurosciences, Fourth Military Medical University,
Xi'an 710032, China).

Abstract Differential display PCR ( DD-PCR) has

attracted widespread interest since it was established.

Sheng,

[t is a sensitive, simple and powerful method to clone
differentially expressed gene fragment in different
courses of physiology and pathology. But the main
drawback of differential display is high false positive
and low reproducibility. This restricted its application
in life science. Several strategies to reduce false posr
tive of differential display and improve its repro-
ducibilty was reviewed briefly.
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