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£ Taq DNA B 4B R (DNA E—SHTE
¥HE $HEE YEHN XFH

(MFEPEDEAEFELIRE BO 571101

# B FHE Tag DNA ¥ &8 ( Thermus aquaticus DNA polymerase) B #3F RNA #17 R &
PR DNA B & REHSR3 YT PCRY W, R AW, RERIAH AMV B R
BOE, B AER R AMV 55 R E Se ¥l cDNA %,

XE Tag DNABSE. PR, DNA F—&

%S Q756  XEHFIE A XHES  1000-3061(1999)01-0079-82

DNA B4 8 (DNA polymerase) AR L DNA 2 RNA SHBAR 4 & B A 3N e n
—%8F., KEEWEHA T, DNABRSERIEAZSE TSI ERESFER. A TREDEE
LB RIE DNA B & B4 T B DNA (K56 8RR, X 20 1F HI B K & B 75 2 W
W, EREMHEANNSEE TN, KEHESHMEEAERT DNA BA, BHhalER
RNA 84, iif# DNA BA8(Taq DNAR S ZRCHTEEMN —, R —FiK#E
T DNA #f DNA B&8, B2 P AE SR a4 8 ( Thermus agquaticus ) FEE AL T H
i, ERFBUEESMPYEEN -, XXM IEASESETUE RNA fEH B
GHIR, SR 52 A EHEN DNA S, HAl, EN ZNAT DNA XEMHBMER
BESTREMNSMEHE Y, FANESERERNE HEERNREEN 42C, &
pH % 8.3, 4K ey pH (MBS ik pH E 0.2 i, HEL A B A DNA KESRBAX
REES), 78 cDNA TAEMHEBMERN S EARESRPER — LS ERI MM E,
Taq DNA RSB REREEHEENCHRED, BERANK LS, AFRBET
F M Tag DNA B4 81T B35 RNA(mRNA)Y B, DNA BBFRE £ .

1 #HH P&
1.1 #%

& ( Triticum aestivum L.cv Fredrick) fr- AR T8 &, G/ FEHBE KA d2)E,
FEM TR (1)4C KB AT 1-4d;(2)10 *mmol/L ABA # 3 2 ~4d;(3)2%NaCl 2L ®
2—~4d, DR HGEGHE B E, HK RNA I REFSESFF AN AR MEBEY RS
¥R R Promega 2 RIBI ™ 6o
1.2 K&

1.2.1 5 RNA B9RBUEESCER[3 A BRI #E1T.
1.2.2 RNAE®F® DNA £—5. A AMV #TR ¥R, B Promega 2 7 St EHIT

B B H B:1997-12-09, # [ H #7 . 1998-08-19,,
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80 £ B T B % # 15 %

HeBE DSCHE AT (1) UG R 0.5mL BB B oK b, IRIKIMA 2pg RNA, 0.5ug Oligo
(dT) (15mer) 5|4/ pg RNA, FEIIA THNE K E 10pL EHE T 70C 1£E Smin, LB
BK PR H Smin, (2) A AMVRTS 5 R W ZWH SpL; dNTP i & 4 (10mmol/L)
2.5pL, RNA B3 7 40 u, AMVRT 30 u, I EANEKIZEEEBH 25,0, (3)IBS,
F 42T RIE 60min, RVEHSE, B 95STHRIE Smin LIFEFEE, -20CHEEH,

Fl Tag DNABRGE#HITRER . (1)REEM 0.5ml. BLEBRK E, IIKINA 2ug
RNA 0.5p¢g Oligo(dT){(15mer) 5[#/ug RNA, BIATLENEKE 10pL, REETF 70C
fRiR Smin, BB IK E¥%H Smin, (2) A Taq DNA B4 E 10 {55 IV S 2.5uL,
dNTP B84 (10mmol/L) 2.5.L, RNA B§M 7 40 u; Tag DNA B AW 5 u, F X HXHE
KA E QAR 25uL. ()R T KM & 4347 K5 R RN, 94C & 2min, 65C
/i 10min, RMEEFE, F-20CHESEH.

1.2.3 PCREN: &X#[6]REMNPNEFREBFEFEQZRAFFESH 514
5’ AGTGAGGATCCCAGCGCAAGATGGAGAAC
5'TTCTCGGATCCAACGACCAAGTGAGCT

HREEZTHHTEKBET S0uL, B 1pL 65 PCR W MBI, REHKKIMA
10X Taq DNA B8 2% M1 ¥, Spl. dNTP s(2.5mmol/L) 5uL, 5 %5 3|4 20pmol. 3’ ¥ 5| 47
20pmol Taq DNA 58 1~3 u, B/ MI7K#h 2 BARFN 50uL, BN SopL AEMBEET
FE, HLL T &MA3EFT PCR KM :94C ¥ 2min, 85 94C 24 1min, 55C 1B X 1min,
72C 1 2min, $£HH4T 35 MERF, BETF 72C &4 10min, R RIS Sul I 1% 5
386 0 s 1 Pk 2, PCR Marker 54 T RIRHE

2 HR5i®

2,1 & B

2.1.1  3ECER(3IAT AR PR LY RNA H ODj60/ 280 = 2-001, OD 360723 =2.002, B
WA RAAFETEEURELRPER,

2.1.2 PCRRMMZR: AELAEMMEHR PCR=HERT2FA, WE 1, ABA.K
AT B —H, A R BEEMNT Y, MEREWC)BERLH)S, &R B I TR
[6JIE R LR —B ¥ ™= 1.5kb, HAZERN{UFEREZRERES, AR TH
EHHEEE,

B 5 KM (AMV)#] Tag DNA B S MHTHHFRNMERAE 1 afAE L H
AR AR T EERBE cDNA F— 48 RNA-DNA AT HEZEN, HREERELX
—%, H, Taq DNA RERE 2B TR RNA REF R DNA IRV,

AT E—BEEX R, BERAEM L, A Taq BREFZ T, B39 RNA
H 51H DNase | & RNase 403, BT REFR, £ 2 M 2 Fr=: B DNase £ B 58y
RNA #f7 ¥ % PCR ¥ /= 4¥F RNA HERHE RGN PCR V¥ EE %L —3;
i il RNase &b 3 f5 P 56 % M AR (] 5 %7, ;X —BIE L T Taq BRI R FERIEM:.

2.2 i #
REXRSIRE, BN EREFHMNBERERM(AMVERERERE N
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184 KBRS . FH Tag DNA RSB R HEF cDNA F—HMFR 81

M1 ARLEWARERTERN

PCR &5}
Fig.1 PCR results of two RT products B4 2 DNase I fil RNase 0B G ¥R/ PCR 7 ¥
with different treatment Fig.2 PCR amplified with RT products after RNA
1. PCR Marker;2. CK(nontreatment); treated by DNase I and RNase

1.PCR marker; 2, 3. CK(nontreatment) ;
. 4, 5. treated with DNasel;

7.8. 4T (4d) 6, 7. treated with RNase;
(2,3,4,7.AMV RT, 4,6,8. Tag RT) (2,4,6 are AMV;3,5,7 are Taq)

3,4. 2%NaCl(4d); 5,6. 10~ Smmol/L(4d);

42°C, Bt pHAE Y 8.3, T 24 R HH) pH E W= R A{E(H 0.2 Bt (pHB8.3 £0.2), HfiEfk
ALK DNA KERERXKREE, A EZHEEE R PCRENT M (LE 3). B4 AMV
RWREN 42C, FH AT, RNA 5 mRNA &AL, RERE KT 1kb & EAY RNA
% mRNA & i) — R WA BEIT, T REARL —REMBTEREE, mE 4 Fix.

L 23 4 s 6 9 ,,__,RQ____m3.

bp aligo(dT)
1543 , _Q_Q_ poly (A}
994 === T
oligo{ dT)
5’ —————————— S, 3‘
3 haaautd
5 ——— — - —nrre 3
3 e S0
. SR et 37
B3 pH{EXM AMV REFHEW 3 T ~AAN S
Fig.3 Effects of pH value products
on AMV RT —
1.PCR Marker B4 AMV REFITES RNA ZHEH
2~7.pH value of the reaction buffer rEH

8.1, 8.5, 7.4, 7.8, 8.3, 8.7

Fig.4 RNA d truct in th -
(All samples treated with 4T for 4d) ' secondary structure in the pro

cess of AMV RT
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82 £ % I B ¥ W 15 %

X, AMV LS BH cDNA B — S KE
MA—2, BHE PCR Y MG, GHE LA L R ¥

bp FE(WAES), FRGENRE TEREMA. ™

1543 TEARLE DA Tag DNA BB HTHSHER N
2‘;‘; 3£819 cDNA B) RNA - DNA &% # % PCR R W
s1s MEEHI EHFHR

R4 Grable 1996 £ RE), REEZEMEK
F A 2mmol/L # Mn®* B}, Taq 884" & RT &,
EFELREZRESS, HAEAMEN TSR

B s WERERIEN PCR

'B"igft%ﬂgg?"ﬁ ﬂﬂ)\ Mﬂ2+ﬂﬁﬁﬁﬁ”ﬁg%%%o
Fig.5 Effects of two RT methods ik m] W, # A Tag DNA B S8BT 3
on PCR products R, SE2nRERERMH AMV #HTHHFER N

1.PCR Marker; 2, 3, 4. PCR results of AMV RT; %%’ ﬁﬂﬂ'ﬁﬁ'ﬁ%%@] H AMV Ejﬂﬂﬁﬁ{]%%o
5.PCR results of Taq RT(all samples

treated with 4C for 4d) BEELFLEALE, BHX-FRGRAEF
BRI ERE AMNERE XL

£ F X W

[1] A. Chien, D.B. Edgar, J. M. Trela. J . Bacteriol . , 1976, 127 : 1550.

[2] #X% 5 #% 0 #% L.HFEREHR WS TERFEASL -1, Ax bEAE LR, 1992, pp.191~201.

{3] HmEM, EFE, ARECE L. FERER E92TEPEAS - |, LR AFXF H KM, 1992, pp. 170~
176.

(4] THE & W% FERIR, BUHTFEWEAS -1, b5 LA B, 1992, pp. 202~ 208.

[5] J.Sambrook, E.F. Fritsch, T. Maniatis. Molecular Cloning, A Laboratory Manual 2nd Ed, Cold Spring Harbor Labora-
tory Press, 1989, pp. 275~ 276.

[6] Mario Houde, Jean Danyluk, Jean — Francois Lalierte et al. Plant Physiol ., 1992,99 1381 ~ 1387.

[7] Grable et al. FEBS Letters, 1996, 387:189~192.

First Strand Synthesis of cDNA by Application of
Thermus aquaticus DNA Polymerase

Zhang Yindong Peng Cunzhi Zeng Xiansong Zheng Xueqin
( National Key Biotechnology Laboratory for Tropical Crops, Hatkou 571101}

Abstract First strand synthesis of c[DNA was catalyzed by application of the Taq DNA polymerase,
then PCR was made using cDNA — RNA as a template with speciale primer. The results showed that
the effects of first strands synthesis of cDINA catalyzed by Taq DNA polymerse and AMV Reverse
Transcriptase were the same as each other, and , could obtain longer cDNA first strands than AMV

Reverse Transcriptase. These results are the first report in native.
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