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Abstract Objective To construct PGC-LV-syncytin vector and establish Jurkat cell line with syncytin

gene knockdown Methods The targeting syncytin gene sequence was designed by the RNAi software and were

cloned into the PGC-LV vector. The positive clones were confirmed by both PCR and restriction enzyme digestion

finally by DNA sequencing. The lentivirus was then harvested and used to infect Jurkat cells. The infected efficiency

was indicated by GFP and detected with fluorescent microscope. The expression level of syncytin gene of Jurkat cell

line at mRNA was detected by Real-Time PCR and then Annexin V-APC-labeled flow cytometry was used to
detect cell apoptosis rates. Results A lentiviral vector with syncytin gene interference was constructed and a Jurkat

cell line stably expressing syncytin shRNA for syncytin knockdown was successfully established. Conclusion A

lentiviral vector carrying the targeting gene syncytin has been successfully constructed and a Jurkat cell line stably

expressing syncytin shRNA has established with this lentiviral system the cell line can be as a cell model for further

research of role of syncytin in leukemia.
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1.1

PGC-LV pHelper 1.0

pHelper 2.0 PGC-LV
GFP PGC-LV

Hpa I XhoI

T4 DNA
Hpa I Xho I NEB

M-MLV dNTPs Promega SYBR

MASTER Mixture Taq polymerase Takara

RPMI 1640

Gibco RNAiso Plus Opti-MEM Takara

Lipofectamine 2000 Invitrogen

eBioscience Real time PCR

TAKARA

Nano Drop Thermo

CO2

293T Jurkat

1.2 PGC-LV-syncytin

syncytin NM_001130925
syncytin -sh1:5'-GGAAATCT-

CAGCTGCACAA-3' -sh2 5'-CCTCTAGCAGCTAT-

AATAT-3' -sh3 5'- CCTCAGCCTATCGTTGTTT-3'

Syncytin-sh1 Syncytin-sh2 Syncytin

sh3 Syncytin

5'-TTCTCCGAACGTGT-

CACGT-3' Syncytin-NC

DNA Oligo

DNA Oligo

Hpa I/Xho I PGC-LV DNA

Oligo T4

DH5

Amp+ LB

PCR

DNA

PGC-LV-syncytin

1.3 PGC-LV-syncytin

PGC-LV-syncytin pHelper 1.0 pHelper 2.0

Invitrogen Lipofectamine 2000 293T

48 h 4 4 000 g

10 min 0.45 m

1.4 Syncytin Jurkat

jurkat Syncytin jurkat

jurkat

1 d 48

15% A B C 3 A
B C

3 MOI

16 h 72
h GFP

80%

1.5 PCR syncytin

mRNA

Takara RNAiso Plus RNA

1.3 RNA cDNA

PCR Primer5.0

S yncytin

5'-ATGCCCCGCAACTGCTATC-3'

5'-AGACAGTGACTCCAAGTCCTC-3'

112 bp GAPDH

5'-TGACTTCAACAGCGACACCCA-3'

5'-CACCCTGTTGCTGTAGCCAAA-3'

112 bp 94 2

min 94 15 s 59 15 s 72

20 s 30 72 5 min
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2 PCR

Fig. 2 shRNA was confirmed by the DNA sequencing
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1 Syncytin PCR

Fig. 1 Electrophoresis of syncytin PCR products

A:PGC-LV syncytin-sh1 B:PGC-LV syncytin-sh2 C:

PGC-LV syncytin-sh3 1: ddH2O 2:

3: 4-8: .

1.6 Annexin V-APC

5 d

D-HanKs 5

mL 3 15 000 r/min 5

min PBS 15 000 r/min 5 min

1 binding buff 15 000 r/min 1 mL

1 staining buffer 100 L

5 ul Annexin V-APC 15 min

1.7

SPSS

x s
0.05
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2.1 PGC-LV-syncytin

PCR

PCR 2%

PCR 340 bp

299 bp 1 DNA

shRNA 2

PGC-LV-syncytin shRNA

PGC-LV Syncytin-sh1 PGC-LV S

yncytin-sh2 PGC-LV Syncytin-sh3

PGC-LV NC

2.2 Syncytin Jurkat

jurkat 48 h

3A B S
yncytin jurkat

RNA cDNA

GADPH qRT-PCR Syncytin
2- CT

Syncytin 35.5%

4 Syncytin jurkat

2.3 Annexin V-APC

Annexin V-APC

7.04% PGC-LV syncytin-sh3

10.27% 0.05 5
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3 RNAi 72 h

MOI 50 100

Fig. 3 Bright and fluorescence field of Jurkat cells 72

h after being transferred by shRNA at the con-

centration of MOI 50 100
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4 RT-PCR Jurkat syncytin mRNA

Fig. 4 The expression of syncytin mRNA detected by

real time PCR in Jurkat cells after knockdown

of syncytin gene

5 Jurkat

Fig. 5 Cell apoptosis was detected by flow cytometry

A: B: PGC-LV syncytin-sh3 .
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