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1 PCR
Table 1 The sequence of primers

PI A 5'CCAATCACCTGCGTACAGAACG 3’

P I B 5’AGACGGGACAGCACTCGCCC 3’

P C 5 CTTGGTCTCGTCACAGATCACG 3’

PIlA 5'CCTGAAGATGTCCTTGATGTGC 3’

PIIB 5'CATCCTCCAGAACTGTGTAGG 3’

PIIC 5 GAATTTGCTATTTCCTTCAGCC 3’

Pl L 5'AACACCTTGCCGTTGTCGCACTGATGAGTCCGTGAGGAC 3’
Pl R 5'GAGCCCTGCCGGATCTGCGTTTCGTCCTCACGGACT 3’
PIIL 5'CCTTGAATTCACCTTCATTTCTGATGAGTGCGTGAGGAC 3’
PIIR 5'GGCCCTGAAGCTGATGGGGTTTCGTCCTCACGCACT 3’

1.4 o 1 I 2
DNA RT-PCR
RNA PIB Pl
B RNA 5pL IpL 5 x RT
buffer 4L 20pl. 70°C 10min
5u 53°C1h 3ul. P1 A/
PIC/PIB PIIA/PIIC/PIIB PCR
PCR 50 pL 0.1pg 50pmol/L
dNTP 10 x PCR Buffer 5ul. 5uTaq ~ 92°C 50s
55C 40s 71C 40s 30
2%
1.5
DNA pCR3.1-T DNA
pGEM-T T7/Plll
R T7/P1 C T7/PIll C PCR
T7 5'-3' PCR
50 pL 0.1pg  S50pmol/L ANTP 10 x PCR

Buffer 5pI. Su Taq ~ 93°C 50s 55°C 40s
71°C 40s 30
1.6

RNA

rIIT v

DNA 5 pL 25mmol/L tNTP 5 pI. RNasin 1 pL
a-"P ATP 4 ul.  T7 RNA polymerase Syl

RNase 50pL 37°C 2.5h

DNase [ S5pL 3mol/L. NaAc

150pL -20%C 18h
1.7

14
RNA 4L
50mmol/L Tris-HCI pH8.0  15mmol/L MgCl,
30pL 37°C 42°C 50°C 1.5h
10 pL 98 % Smmol/L. EDTA
10mmol/LL Tris-HCl pHS8.0 37°C
MgCl, 10 15 20mmol/L
RNA 65°C Smin 8%
Tmol/L
-70%C 24h X Kodak
2
2.1
I I
Rz |
Rzl I GTCC GT-
GC DNasis RNA
rl
80nt  130nt

rlll 69nt  20Int

1

rl v

5" #%xGGCCCUGAAGCUGAUGGGGUCAAAUGAAGGUGAAUUCA*3' 5" *CCUGCCGGAUCUGCGUCUGCGACAACGGCAAGGUGUUH*3’
3’ CCGGGACUUCGACUACCCCA UUUACUUCCACUUAAGUUCCCUCGGGACGGCCUAGACGCA ACGCUGUUGCCGUUCCACAA 5°
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Fig.1 The predicted cleavage of the dual-ribozyme to ta©elh RINNg: Fiiiidwi/iffic s Thak positianlof leleavdggournals. im. ac. cn
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RNA 1 «fll 210nt  270nt
EcoRV 3 PAGE
98nt 124bp Fig.3 The autoradiographic analysis of in vitro cleavage
of the target RNAs by the dual-ribozyme
222nt

A C were the substrates RNA rI rlll from in vitro transcription and B D
were the cleavage products of RNA 1l rlll  The transcription reaction
was carried out in transcription buffer at 37 “Cfor 2.5h. And the cleavage
were at 50°C ~ 15mmol/L MgCl, for 1.5h. The cleavage products were as-

sayed by 8% PAGE-7mol/L Urea. nt nucleotide residue

189
lmbﬁ
\124bp 3
Q I
o mRNA
o
~ P
\222bp o 1 i
Exon2 GUC
0§} I ]]:[
2 PCR AT B Exon2 2
Fig.2  The products of PCR A and T7 promoter
direction analysis B RNA
A.a b c were dual-ribozyme substrate DNA I and [l B.a b c were mRNA
their PCR products of T7 promoter direction analysis respectively 2
M. 100bp ladder marker. bp base pair
o l
2.4 RNA rI rlI m Exon2
32 RNA
37°C 42°C
% 2+
50 (: IHNJ\ hlg Dqg?+ 37 ~ 5()0C
10mmol/L — pgp2+ 10 ~ 20mmol/L.
15mmol/L 20mmol/L. ~ Mg’*
3 50°C

15mmol/L Mg™*
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Construction and in vitro Activity of Specific Dual-ribozyme
Against oy | and I[ Procollagen Genes
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Abstract Overexpression of procollagen gene can cause the extraordinary increase of collagen’ s synthesis and therefore lead to
the keloid and hypertrophic scar. To utilize ribozyme to suppress the expression of procollagen genes a eukaryotic expression
recombinant plasmid containing a dual-ribozyme gene against @, [ and oy [ll procollagen genes was constructed. The ri-
bozyme from in wvitro transcription was incubated with target transcripts from recombinant plasmids which separately contained the
fragments of the second exons of proo; | and prog; [l collagen genes under various experimental conditions. The results
showed that the dual-ribozyme could efficiently catalyze the specific cleavage of the target RNAs at 37°C 42°C 50°C and Mg**
concentration from 10mmol/L to 20mmol/L. This work provided a basis for further study on the ribozyme to suppress the expres-

sion of procollagen genes and control the cicatrization.
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