2007 434 (1)

WEWFEM - 57-

| Taq DNA ESEE RN RNA R B8 E"

Pi%/_ﬁz' -

CATTU M D JCE e BB B 1008)°

. 1
A F
(B RS SEBRAE ArRb - fBE MM 313000)

WE: FR Teq DNA RAMBERAE DNA BOMIEHE VA H R FRMIG S, WRT 7 Tog DNA B4R
FER T LA RNA #8037 PCR IR 6 R, S5 EB0{RFRFICEE 1 277 bp, 369 bp, 987 bp B, HAJHE
HHT PCR I 1%, X BRI AR A B 47.0T. . 47.9C . 50.290 52.61, 54.9% S6. TCEHTF, B
AFHRY ., MK BT AEAEETES0.2C, 526, 54.9C, 56.7TCHAMAT, Gl BiiHEHR
FFl. X—RiR T Tag DNA RSB L dsRNA SEUR HEES B ARA B, HHEERENT S,

EUA: Tag DNA RAM, FEFIEH. PCR, L5 RNA

MRS Q78] CRAFIGE: A STREHS: 02532654 (2007) 014005744

Direct Amplification of Target Sequences by Tag DNA Polymerise Using
Double-stranded Rna as Templates®

LIV Li' CHEN Ji-Shuang’" "

( Schoad of Life Sciences, Hushou Teachers College, Huzhou 313000}’
( Sehool of Life Sciences, Zhejiang Sci-Tech University, Hangzhou 310018)°

Abstract; Taq DNA polymerzse hes the activities of DNA polymerase und ENA reverse iranscriptuse. This mesearch used the Bouble-stron-
ded RNAs were used a5 Lemplates for direct PCR, making use of the characteristics of Taq DNA polymerase. PCR for tasget sequences of
277, 36% and 987 bp from dsRNA templates were performed directly with Taq DNA polymerase. When the sizes of tarpet sequences were 277
bp and 369 bp, they were amplificd with dsRNA templates on the denaturing lemperatures of 47.0°C, 47.9C, 50.2C, 52.6C,
54.9C, 56.7%C respectively, and when the mize of target sequence was 987 bp, it was also amplified with dsRNA templaies on the denatu-
ring temperatures of 50. 20, 52. 6%, 54. 9% and 56, 7°C respectively. The resulis suggesied that target sequences can be amplified with

dsRNA templates only using Taq DNA polymerase alone and it is more effective for amplification of smaller sequences.
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LR EH LB 8% RNA (mRNA) R ## FF Taq
DNA B4 MBAT R R4 R cDNA H—81Y

BHFH Tag DNA BEBRBA R E RIS
X B4 DNA B4 B IE MR RR &, R LI X
RNA (double-stranded RNA, dsRNA) Gk EE
#E47 PCR V8305 70 00 5030 4 1, BAMARTHH LA
B RNA R 18 B 7 A TR S R,

©
13}
o



.58 - MEYFER

1 MR5FE

1.1 ##

HMIEH 55 ( Cucumber mosaic virus, CMV)
EI TR RNA (369 nt) MFEAFTOMHME
( Nicotiana glutinosa) ., DNase [ , RNase A Hl
Tag DNA &85, dNTP Wy § Takara 4 #]; B [EIHL
BEREWE LEEELEYRBEARATE: BE
PCR {¥ (T-Gradient Thermoblock) 4% E BIOME-
TRA 22874k
1.2 A%

1.2.1 dsRNA HHEEL: HRF T O E) CMV
MTE RNA SEFTEES R, KB ¥R G % 3O
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[5) 6977 4RI dsRNA

1.2.2 dsRNA #y&ifk. [Idic: ik dsRNA Y
F TE & & 1 mol/L NaCl (8 TE ZBnbkiich, 451
#: DNase | (1 pg/mL) Hl RNase A (20 pg/mL)
B0y 5% [ I E 37°C 4B 20 min, 80°C4E 5 min K
Ea, & 1%REERE RN, HERERE
¥R jE, #HTEIEEM TP E RNA #1 CMV RNA3 4
53 dsRNA

1.2.3 3{#i%it: 4B4E GenBank ) CMV RNA3
MDE RNA REAFFER - —REWHNEE, EH
Primer Primier 5. 0 343 CMV ) RNA3 BB &
FRIKT 5|4, LLETE RNA 2557 M5 %35
(1),

%1 FTFPCRY M CMV RNA3 R TE RNA B | AR R R K

Primers

Primer sequence

Size of target sequence

SatRNA F 5'CCTCTAGAGGCCTGTTTTGTTTGTTGGAG 3°

SatRNAR 5'TTGAGCTCCCGGGTCCTGTAGAGGAAT 3° 6%bp
CMVCP 277 F 5'TGTGGGTGACAGTCCGTAAAG 3° 1T7bp
CMVCP 277 R 5'AGATGTGGGAATGCGTTGGT 3"

CMVCP 987 F 5'GCGATG (CT) CGTGTTGAGAA 3° 987bp
CMVYCP987 R 5'TTTAGCCGTAAGCTGGATGGA 3'

1.2.4 PCR {548 . Wkt RNA 7£ Tag DNA B
AMERTHE#STY ¥, HRNERFE Tag
K§2.5 U, dsRNA #4710 ng, FIFSIHR T ¥

IR & 2 100 pmol/L, dNTP ¥ Jif 7 200 pmol/ Zgzg

L, SRAEEE PCR {X, it PCR R &4 % 94C
WAEHE: 3 min J5, #A 35 MEFR. 94T A4k 1
min, B 30 s (REFIREMME S0C ~60C, ki
B E H 4.0C, 47.9C., 50.2C., 52.61C,
54.9C, 56.7C), 72CIEfd | min; B 72C T
1110 min, £ 1% BUEHEER B kKR PCR =47,

2 HR

2.1 dsRNA B

FIF dsRNA 7€ & #: & 4 T X DNase | #1
RNaseA (88 tE, R TEAR G THEEN
dsRNA #2 DNase -, RNase A o755 8 [7) i £ 74k
B R, HERME iR, S82%H,
#£ 1 mol/L NaCl (4§ TE 3#h, HMjmA RNase A
AR A DNase I #1 RNase A, 7] L1418 3|50
Bify dsRNA &35, T H{E dsRNA g, R

CMV RNAI
CMV RNAZ

CMVRNA3

1 % DNase | #1 RNase A 4bERf5 /Y dsRNA H1#8%

M DNA mix ladder marker , 1 Crude dsRNA extract treated with
RNaseA in TE buffer, 2 Crude dsRNA extract treated with RNase A in
TE buffer contained 1 mol/L NaCl, 3 Crude dsRNA extract treated
with RNaseA and DNase I in TE buffer, 4 Crude dsRNA extract treated
with DNase I in TE buffer, 5 Crude dsRNA extract treated with DNase
1 in TE buffer contained 1 mol/L NaCl, 6 Crude dsRNA extract treated
with RNase A and DNase I in TE buffer contained 1 mol/L NaCl, 7
Crude dsRNA extract in TE buffer

HFETEERMGT, FefinA DNase [ il RNase A
478 CMV B T E RNA # dsRNA HiEY), 2 1% 3
R E, SAlEBEY, BT TE PR
®H.
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2.2 BFIICES PCR § YR

HEFE X CMV RNA3 LA ST TR
519, SRATYBEABEFY) (987bp)
BHEBRFS (277bp) . €SNk RHAb4 5 A
THHERT, HE 6 B :AkBE (47.0C,
. 41.9C, 50.2C, 52.6C, 54.9C. 56.7C), 4
- BUMABIX S| Y47 PCR 748, 453REH: FA
- WHBEEYISIWEIT PCR, EFFIREM AR
KBFET YRS THMARRESRTE, TR
KK 217 bp, SHMMGERMA/E (WE2);
HAK R B®EFF 5 i T PCR, 7 50.2°C.
52.6C, 54.9C, 56.7C 4 MR XBEFEESF T
BEREET, HEX/A K987 bp, 5HHM
SRS (RE3), BV H-~UHRERS,
i B AER KRN 47. 0OC BT & EfF Bt R i 3,
AT ICHBAHIERESLY., LTERNAK
dsRNA AR, AT BABEET, EE#T
PCR RN ARG B TP ™= (B 4), &
HERT I, FIFH dsRNA S#ibh B 47 PCR 3™ i
RHRESTFFMKEMERX,

B2 FREHEABRETLLCMV RNA3 f# dsRNA 34
BBy I 277 bp MRS

1 DNA mix ladder marker, 2 ~ 7 Denaturing temperatures were
47.0C, 47.9°C, 50.2C, 52.6°C, 54.9C, 56.7C, respec-

tively

2.3 RABEX PCR ¥R M

Taq DNA B EBE - BERTHWRES KR
BEHRT72C ~78C, MARFERBENTERER.
%45 Taq DNA BAMER TR K& PCR
BB R R EN=ZRELBER T, XHEE
AR R R AR AR, AT R KRR AR
4R A% R, WEHART LIYE Taqg DNA R &R

A o ol A ©59-

1,031 bp

B3 FFKBETLA CMV RNA3 A9 dsRNA
AR Y 18 987 bp M
1 ~ 6 Denaturing temperatures were 47.0°C . 47.9C, 50.2°C,
52.6°C, 54.9C, 56.7C, respectively, 7 DNA mix ladder marker

L

500 bp

B4 ARFEEARETEL CMY TLE RNA 9 dsRNA %
BRAESY T E RNA 2K FH
1 ~ 6 Denaluring temperatures were 47.0C , 47.9C | 50.2C,
52.6°C, 54.9T , 56.7°C, respectively, 7 DNA mix ladder marker

Beid i T OAE ff XUEE DNA, Z5RERH, CMV
RNA3 WG B F3| S H T 2 RNA % LiR& %
FFHTT M H AR RN (H2, BH3); CMV
RNA3 iy i BEHUFF 576 47. OC R, HIEERHER
T, BERCRENZEHAEG, BHAE
TREAPM, ER%RIEHE PCR Z @2k
OVEFEIPY Tag DNA RS BEFT LR H R RM S
BOMMOTETE, o HHEL dsRNA BB AT 18
BRI BIRFS, R IRt B, Tag DNA
RAMH R FEE MR G ER N E .

3 ifig

RNA BN B RS ML B PR RE @
SER dsRNACRAS, WTLLERM, sifbIF#iTE
HeEREE . dsRNA ik B Z R AT RNA
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FAERUREIN , THH dsRNA B9 RNA B REN4
FRFRE R, B BT EL dRNA Jp# 8 it
FREY SN, EHOFTERER RNA T,
FELL#4E RNA (ssRNA) MR, @R 78
BIYEM-& R cDNA B—#, SRIS% DNA BAME
ATEBEMEREAROYHE, X8, E5El
PAETEA KDL, W E B RE| sshNA B REE
YR, ¥ FSNTHEM; F-FEmERMAE
RHRAELE, M ABEmT EamA,

#:47 RT-PCR ¥ EHM B EZ R (AMY)
MBRERAMEFE R 2T, FREBET, RNALE
mRNA 89 “EBERNARGE, BERTE, AR
HRFTL2E R RRE RN g, o
WHm T —4 PCR RuiF " . EEHET
Tag DNA A MM EH ZEHE, oML CMV
RNA3 #) CMV D& RNA ¥ dsRNA R, HE#
#7 PCR, BESbY HHMFF], EHLL dsRNA o8
¥, FIH Taq DNA REBFE BT PCR VB8
ERTTH), T H Tag DNA A BHELERAR
AMVIERER R RENER, B4 %EM RT-PCR,
A BEFAT dsRNA 821k, LK Tag DNA B
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SRR IR A DNA BSNEEY, @ EMK
BEMTHE R, CEINENE. dRNA
BHEEA M RNA Ehige', Ean—H
®, BIEEFTHE R ERES SR PCR
N EK, B TP MR ki, #
ERNHEE, FHRRGESET, EFBRERFR
BRY Bk, WK BRIEFES MRS PCR & 18
AW T B —HAR R
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