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Table 1 Synthetic oligonucleotide sequences
Target Oligo DNA Locus Sequence (5 ~ 3) Length of amplification/ bp
Tublin TRPI 115~ 139 CTCTACTGCCTGGAACATGGCATCC 201
mRNA TRP2 380~ 405 CAGGACAAGGTCAATGATCTCCTTGC
HCV HCVPI 45~ 65 CTGTGAGGAACTACTGTCTTC -
7
RNA HCVP2 341~ 321 GGTGCACGGTCTACGAGACCT

1.4 RT #1 RRTR [ [ & & 0 & 14

20 Wl & & 1, % TrissHCl (pH 8.2, 257C)
25 mmol/ L, ( NH4 )2S04 15 MnCl
1.0 mmol/ L, dNTP 0.3 mmol/ L, DTT 1.0 mmol/ L;
WK 0.1 mg/ ml, ¥ 51%) (TRP2 8 HCVP2 5
hTERTP4) 1.2 Umol/L, FD-TRT 0.5 U, RNA Hit
S5ul, DA WO, FLRE 94°C 408, 65°C

mmol/ L,

2 min; BEATORER [ V. AN [R) 4 PR 5L RRTR,
A3 AE S B PUE IR E e e, LB 7K 5 min
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Fig. 1 Results of Northern blot hybridization
0~ 6: different cycles of RRTR. respectively:
0, 1, 2, 4, 8 16, 32
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SR 10 ug B RNA A BT 514 (TRP2)
) RRTR &R, %M RRTR RN FEFHEAT,
ANFIE A G B R e U, AT R, AT
W, cDNA HIHEEH] I NE. 1ff TRP1 4E TRP2 |
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AJ7E 300 bp LA L (K 2).

6 5 4 3 2 1 0
® 0 9000
r " .’ - . > .

e 06000
Fig. 2 Results of ¢cDNA dot blot hybridization

0~ 6: the different cycles of RRTR, respectively:
0, 1, 2, 4, 8, 16, 32.

2.3 RRTR EE M5
T BHE TN T FD-TRT (9446 3 M 5% i 1R
KU2L M WJEAE 1.0~ 1.5 mmol/ L, $5 54"

W fe b (K3) . W 4E ., KA JE 4 PCRAA R,
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—297 bp

Fig.-3 The effecting of Mn** concertration in RRTR PCR
The eyele of RRTR is 16. 1 ~ 10: different concentration of Mn®*,
respectively: 0, 0.2, 0.5, 1.0, 1.5, 2.0, 2.5 3.0, 3.5
4.0 mmol/ L. ; M : DNA Ladder ( bp: 1031, 900, 700, 600, 500,

400, 300).
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Reaction cycles of RRTR
Fig. 4 The result of RRTR- competitive PCR of HCV RNA
(a) ethidium bromide stained PCR products, (b} plot of standard
curves. M: DNA molecular mass marker ( PCR marker, hp: 1 543,
994, 695, 515, 377, 237): 0 ~ 6: different cycles of RRTR,
respectively: 0, 1, 2, 4, 8, 16, 32. Inial amounts of competion=

1.Oug/L, r= 0.9943
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standard curve  methodology.

Repeated Reverse Transcription Reaction (RRTR) Protocol and Its Application’

' . e
CHEN Ran, JIN Zhe, WU Di, TANG Rong, MAO YuMin
( State Key Laboratory o Genetic Enginecring, [nstitute f Geneties, School of Life Seiences, Fudan University, Shanghai 200433, China)

Abstract The RRTR can linearly increase cDNA products via repeated reverse transcription reactions controlled
by temperatures and catalyzed by FD-TRT (FD thermostable reverse transcriptase). The stability of RNA in

RRTR is proved via the Northern blot, and the increase in ¢eDNA products along with that in reacting cycles is

shown via the Dot hybridization. After components of the reaction system are optimized, the RRTR combined

with PCR is applied in quantification of HCV RNA through changing the reacting cycles of the RRTR. It can be

concluded that due to the linearity of RRTR, the RRTR is a convenient method to enhance the sensitivity and

efficacy of RNA related study. It can be used in some fields which fulklength ¢DNA is not required, such as

quantification of RNA or ¢DNA, RACE (rapid amplification of ¢cDNA end), and different display.
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