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Construction of the eukaryotic expression vector of pS4nrb gene and its expression in HepG2

cells
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2. Library of Guangdong Medical University, Zhanjiang 524023, China)

Abstract: Objective To construct the eukaryotic expression vector of human 54 kDa nuclear DNA and RNA-binding
protein (p54nrb) gene and its expression and localization in human hepatocellular carcinoma cell HepG2. Methods Total
RNA was extracted from HepG2 cells, and the protein coding sequence of p5S4nrb gene was amplified by RT-PCR. The protein
coding sequence of pS4nrb gene was subcloned into eukaryotic expression vector pcDNA3-HA by adopting gene
recombination technique. After the correctness of pcDNA3-p54nrb-HA plasmid was proved by plasmid enzyme digestion
identification and DNA sequencing, the vector was transiently transfected into HepG2 cells. The expression and subcellular
location of p54nrb was detected by immunofluorescence. Results The eukaryotic expression vector of p54nrb gene was
correctly constructed, which had been proved by plasmid enzyme digestion identification and DNA sequencing. The plasmids
of p54nrb were mainly expressed and located in nucleus in HepG2 cells. Conclusion A eukaryotic expression vector of

pS4nrb gene was successfully constructed. The p54nrb was mainly expressed in the nucleus. The plasmids will provide an

important vector for a further study on the role of pS4nrb in gene expression regulation and biological function.
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1.1 ##

pcDNA3-HA & pcDNA3JFRL . HepG2 4 il th |
REFRHEE B E /A7 . RBTHAR ST ST
I H sigma’y 7 ; Alexa-Flour 488 bric A -F 4T fl1gG
Y B 42485 . ReverTra Ace-a-™ kit. Xho THI
Kpn T BRI PE 4 B8 1 VI . Ligation High DNAJ% 22
fiff . KOD-Plus-Neofif{lJ FTOYOBO/A ) ; Lipofecta-
mine 200015 TR Yk 7 ) FInvitrogen/s /) 5 JFUkE
PR B A0 i 1R ) 2 0 T Adlab A F] 5 L
RNA# PG R & F Axygen/A Al 5 {4 MLIE M B35
FEFHyclone/A Fl .
12 7%
1.2.1 HepG24il Jl S RNARHEEC B $od: K
HepG24fl JL B2 Fl T4 Kr F= MLrp, ZE4 A= K 2
80%~90% il A BT, WA, H%Axygen RNAT
S R UL PR IUSRNA
1.2.2 RT-PCR¥" 14 A\ p54nrbJit A (1) 2 11 4 5 )7 51
FEHUERNA, FLLERNA NS S 534 BicDNA
WS 5576 A cDNA 2 uL, PCRY™ 4 A p54nrb AL A
[ gty 51, PCRIN I EWE5191k . 5'- CGG
GGTACCATGCAGAGTAATAAAACTT TTAACTTG
G-3'; FiF514: 5'- CCGCTCGAGGTATCG G CGA
CGTTTGTTTGG -3'; HHGGTACCH Kpn 1 i) {7
&, CTCGAGHXho I MVINL s . PCR W 55 1%
E N4 C. 30s, 56 °C. 30s, 68 °C. 2min, 40
PEFR . 1 %I IR WL e X PCRY” 18 7= Wy kA 7 Ha ik
i FH R REE M 118 53 AT 3R e W B Je A 7 HEAH .
Axygen DNAFERR B £ VT Bl p54nrb PCR™
Y.
1.2.3  pcDNA3-pS4nrb-HAZL A i F 8 I % i i
1 Xho 11 Kpn 18R il ¥4 N U] il X p54nrb RT-PCRY™ 4
7711 K peDNA3-HA R 43 iEA T WY, I B
P R, FHDNATE BB V) = fE 16 CF
216 hy BRJE NG i B2 7 W AL B DHS s 32 A 4
WL AT R R U SO IR AT BH M v B 1
Ve PRECPHIE SR, LBRGFRILHFER 14 h, KRG
BUSTRL . FHXho TR Kpn TR i 44 P 0 <ot 2 21 ok ik
TR 5858, 550 1E 0 J5 PR i b % 2 4

KA Y o r 4 8 0 J5T R iy 44 0 pcDNA3-
pS4nrb-HA,

1.2.4  ZHAR 3SR ORI A% g HepGRAu il 5% 1%
10% /54~ L35 AYRPMI 164055 773, K51x10*1~HepG2
Y1 JifL $2 Bl F Petrilll Hp, £F 20 B A 1 2 Rl A K #)
70%~80% M i 47 ik e gy, IR AF : K502 pg
pcDNA3-p54nrb-HAEL pcDNA3-HA B 14 it B8 S5k i
A#23 uL OPTI-DMEME? 323, RAJEFIIAL uL
Lipofectamine 20005 Jit {455 YL 1A, 2 ik P 55 g
H10 min, KF150 pL%10% FBSH 164055 351 5 Tk
NI A YR S5 I APetrilll 55 YL 58 5 K 4
JfE T5% CO2. 37 CHEFAhREF.

1.2.5 2R fEs ek HepG24H il 4% Yepc DN A3-
pS4nrb-HAJI K7 24 hJim iE 47 40 M fa % 9 e 58 56 .
PBSYEAANALIYK ; 14 %2 5 [ 2 4 e 15 min,
FHPBSYEGEANLIYR ; 10 4L in A 75 4570.1 % Triton X-
100(PBS, Zii FIFHES min, JIPBSELELHMIZIK;
1%o M ALEAIEE'S min; %3 % BSARIPBSE
PZIIEL h, SR)J5FH0.1 % Triton X-100/ PBSPEA AN
MI17K 5 A BB HA — BT HUAR B L 1:100),
4 CWEE 311K, 0.1% Triton X-100/PBS 37Kk ;
AAlexa-Flour 488 bric (=EPT BlgGué e — P, ks
FEoA1:1000), ZEELEOEMEE 1 h, E¥E3 Ik; DAPY
PBS#Z YL 5,10 min, PEHRAIAE2 K, SRJ5 HIPBSH A
FEAEDO G T T SR T EAH
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2.1 pcDNA3-p54nrb-HA# 4k 89 #32 Z % 7
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(drosophila behavior/human splicing, DBHS)Z ji% /1 fY)
(bp) — i, DBHSHE HIJL & 5K FEW &G — 12
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gt s =

R BRI EE
210 220 230 240 250 260 270 280 29
GGAGAGAAGACCTTCACCCAACGAAGCCGTCTTTTTGTGGGAAATCTTCCTCCCGACATCACTGAGGAAGAAATGAGGAAACTATT
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