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Cloning and Analysis of ¢cDNA Sequences of 4.5S RNAs of Rat Cells
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Abstract The cDNA of 4. 5S RNAs were amplified by reverse transcription-polymerase chain
reaction RT-PCR method using total RNA extracted from the liver tissue of rat as a tem-
plate. The cDNA fragment was inserted into pPGEM3Zf + plasmid and cloned to obtain
the recombinant pGEM3Zf + -4.5S. Using enzyme digestion and polyacrylamide gel elec-
trophoresis methods the recombinant plasmids that contained 4. 5S cDNA sequences were
detected. Then the cDNA sequences of rat 4. 5S RNAs were sequenced and the results were
compared with 4. 5S RNAs sequence of reported mouse and hamster to find its differences

and analyzed the structural characters.
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5"-GCCGGTAGTGGTGGCGC-3'
5" - TGTGTAGCCCAGGCTGG-3’
retropseudogene pro- 8ul RNA 1.2 pg pl 1pl3
cessed pseudogene 15 pmol pl 70C 5
SplsXx
retroposon *  4.5S RNAs 0.5 pul RNasin 40 U pl 2.5 pul ANTP
RNA RNA 10 mol L 2.5 pl AMV 10 U
m 25 ul 42T 1
RNA 95C 5 0.5 ml
poly A RNA poly 69.5 ul 10 pl 10 X
A RNA mRNA 2 pl 10 mmol L dANTP 4 pl 3’
mRNA poly 45 15 pmol pl 10 pl
A RNA 36 95C 5 0.5 pul
poly A Tag S5U ul 100 pd
RNA 4.5S RNAs PCR 95C 45
RNaseTl  RNase A 55C 1 72°C 1 35
4.5S 72C 5 PT-PCR 5%
RNA 4.5S RNAs 94
G 1.2.3 cDNA RT-PCR
40% ' 4.5S RNAs DNA
DNA TE 2 pg
RNA pGEM3Z{ + DNA 2 pul 10X
RT-PCR 4.5S RNAs JO5ulSmal 20U pl
cDNA 20 pl 37C 2~4
TE
1 TE
1.1 Rattas norvegicus albus pGEM3Z{ + 1l 2 pg
DNA PCR 1pl cDNAO.1pg 1l
pGEM3Z{ + EcoR 1  Hind 10 X 1pl Ty 6U pl
I} Promega BigDye™ Terminator 10l 16T 6—16
Cycle Sequencing Ready Reaction Kit Sul 200 pl Ecoli DH5«a
Ecoli DHSa 37C 16~20
EcoR 1
1.2 Hind Il pGEM3Zf + -4.5S
1.2.1 RNA PGEMB3ZI + -4.5S
RNA ® 1.2.4 4.5SRNA
RNA pGEM3Zf + -4.5S
1.2.2 4.5S RNAs RT-PCR ABI PRISM™ 377 DNA Sequencer
4.5S RNAs ’ DNASIS
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S HUNL 3L 32 R A0 2 RNA, K522 %4, B
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0.2 kb;); 1: KREFEHARE RNAZST

1A 1 K EFFIE 4 & RNA, R &
H 4y 5% 28S 1 18S, 28S W Ik 18S H R EH
WEREAR2: 1, KNS HHEES S FERE
AN 4.4 kb F1 1.9 kb, 28I FHENE
TR, Agep/Ango EE1E 2 2.03, #3895 RNA
MEREMAGEE AR THRMER,
2.2 RT-PCRIBFYHNERE LXRE
RNA JH#R , BHRER T 4.55 cDNA B,
4k T PCR #18 4.5S cDNA, 5% X7 & B %
B EKAEMNERNE2 KR,

4.5S DNA % K/ pBR322/BstN 1 4+
FRIFEHATLEObp £FH., HiT5I9HS%H
B 4.5S RNA F 58 94 bp, HP 335% 285 6 4~
U, EREHSI RS URFIZEEAN, B
M RT-PCR B B[ M=% 88 bp # 4.5S 71,
BkERSEMF,BEN 8 bp KN, HE

R ¥ M 5 W 5K o

2 4.55 RNAs ## R PCR I 5%
B2 T U4 B P o6 R L
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2.3 455 cDNAWREEEFF 44 RT-
PCR ¥ #7834y 4.5S cDNA £ K 57 4 , B B
EFEAS pGEM3ZI(+ )8 Sma I i . ¥
k. Ecoli DHS« J5 i 3% 3 H 48 {& pGEM3Z{( + )-
4.5S, B pGEM3Z{(+)-4.58 EH T KA
EcoR1 #1 Hind T XL EEHD, 5% B 73 4 BE i 8
B EkARE T, WA 3 AR
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M:pGEM3ZI( + )/Hae M4 THERMHE;
1:pGEM3Z{( + )-4.58 EcoR I 1 Hind B HIF=%
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3 1 cDNA
DNA 139 bp 7
4.5S5 cDNA T A 84 86
A T
pGEM3Zf + - A
4.5S 4.5S T G-C 5
RNAs  cDNA 7 4 1~10 17~25 48~53 76
4.5S RNAs  cDNA ~83
4 88
4.5S cDNA
4.5S RNAs

X B TGA¥GA¥AGCCC AGGCTGGCCT CGAACTCGTG ATCCCTCTGC CTCTGCCTCC

R —T-T

MR —-T-----T

K B TTCAGCAAAT CCTACCGGCG TGCGCCACCA CT’ACCGGC

G A
N T
4 4.5S RNAs cDNA
: " GGTGTGGAAAG
3 4.5S cDNA
CD8aT
Alu Alu
10
9 RNA
4.55 RNAs  cDNA
RNA
4.55
4.5S ! 4.5S RNAs
RNAs 4.55
RNAs
4.5S DNA
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