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The Establishment and Identification of Lentivirus with PRMT2 Expression
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Abstract: Objective To obtain Lentivirus with PRMT2 expression. Methods PRMT2 ¢DNA was obtained
from ¢DNA pool by RT-PCR,and the PRMT2 ¢DNA was ligated with GV308 vector; the GV308/PRMT2
plasmid confirmed by sequencing was cotranfected with pHelper 1.0 and pHelper 2.0 into 293T cells to
obtain PRMT2 Lentivirus; titer of Lentivirus with PRMT2 expression was assessed by Real Time PCR; the
expression of PRMT2 was induced by Doxyeycline hyclate and detected by Western blot in PRMT2 Lenti-
virus infected 239T cells. Results PRMT2 Lentivirus could express PRMT2 in 239T cells.
sion Lentivirus with the expression of PRMT2 was successfully established.
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1.1 #lpaLEss

293T 485 748 H % 10% Ba 4 17 ( Gibeo) |
2 mmol/L glutamine 1100 U %75 % i DMEM ( Hy-
clone, UT) ,7£ 37 C 5% CO, &4 FiEATHEF%,
1.2 PRMT2 &Rk AT EHIE

PLHL 293T 41 fifd A4 RNA, 22300 5% % J5 PCR #k15
PRMT2 ¢DNA, 5|#1%51 41 F : PRMT2-P1:5'-AAC CGT
CAG ATC GCA CCG GCG CCA CCA TGG CAA CAT
CAG GTG ACT G-3',PRMT2-P2:5'-TCC TTG TAG TCC
ATG AAT TCT CTC CAG ATG GGG AAG ACT T-3',5]
Yreb s A U R A vl G, PRMT2 ¢DNA £ Agel/
EcoRT XEFYIIG 5 GV308 il (it Bl R {24
RAERRAT) T, BGEH W5 wWLFEE Topl0 Bz

BRI BHBR AR (5 50 pg/mL A NEEHR),
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¥ BHE F IR K LipofectamineTM2000 ( Invitro-
gen 2> ) IR0 G UL WA HRAE B PRMT2 3 K3k 18 9%
FEFEIR AR TR AN pHelper 1.0 5 pHelper 2. 0 i1
FAEEYL A 293T A, 37 COHFE i 0 Jm i & T
P AR A AR A 75 R R R 1Y) DMEM 5¢ 42 15 77 L4k 48
Kig®,72 h AR 3R 55 L 4 °C 3 000 r/min 5.0
15 min, FETCVE , FF & A 1205 1 WORLHY 1 WK 453
J& , T 80 C,
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24 FLAREFLINA 500 pL 559538 ML 1 x
10° 4~293 T 41, WH ,#E#R 7 MRS A 90 ul
KRR O Ep 4 8RR DU e i 3 R 10 L ﬁu/\
A IR, H10 p,L AR5 —
o Ak S A R R BB e — . R éﬂiﬂ@t?Lﬂ)&
2290 pL HEFRdk, 4 Uﬂn/\ﬁﬁﬁﬁiﬁﬂ@ﬁﬂm&,%éﬂi
A 37 °C,5% CO, F5FE5H 1G5 24 h, INAH i
Kigidk 500 pL 462245 5% 24 h J5, 32 RNA #E47
RT-qPCR KA 4f e H 5L 45 DI, Real time

JEfE PCR B 12 549 )7 51 4K . PRMT2-P3.5'-
AAT TCC GTG GTG TTG TCG-3'; PRMT2-P4.:5'-AAG
GTC CGC TGG ATT GAG-3', WZE5IHFFHUTF .
Actinl :5'-GTG GAC ATC CGC AAA GAC-3'; Ac-
tin2:5’-AAA GGG TGT AAC GCA ACT A-3', L)
Z5AURRE] CfE, CoE I & SO AN VA N Y
PENAF T BIA B E BE I T 28 ) E’J«JEET 5.
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1 mmol/L EDTA, pH 8. 0,0. 1% NP-40,1 mmol/L
DTT,1 mmol/L PMSF F10.5 mmol/L Na,VO,) Bk I
Y% ,30 min J5dil &AL AIMEE ., 12% SDS-PAGE
FCHL KA R 5% 2 WEt A 45 min J5 1% 5 Flag
—HL(1:3000) 1 h, 15 B E 2P0/ 1gG (1:4 000)
1 h, L2298 RS0 ( Pierce , IL) Kl
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B2 HEHERDN  Real-time PCR MG 197 ML A7 (0 Hh 28 A0 FA 795 25

F1 TRRERSBEEEREAN CtERREESHT

Ct Target Ct Target ACt = Ct Target gene
gene gene I ¥I{H - Ct Actin
CON 13.73 - - -

FEfh4H  Ct Actin

1 pl  13.93 18.06 18.085 4.155
18.11

10" pL 13.94  21.48 21.5 7.560
21.52

1072wl 13.75  25.67
25.62

107 pL 13.66  28.88 28.83
28.78

10-* uL 13.89  32.08
32.53

Ct Actin; Actin JEFFEL; Ct Target gene; #05E F A 44; Ct Target
gene Y5{E « YR S50 FE 3% PR BR A 494 ; A Ci = Ct Target gene P
- Ct Actin; FIR LI ¥OIL G B IME S Actin FEIRERAG2EME

25.645 11.895
15.170

32.305 18.415
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ARAK, 45 3 B 20 TR 25 W AR KT | £F
YEAMRRIE S, 2 B B2 -1 5 40 fif 5% 455 ( epithelial-
mesenchymal transition, EMT) BL 4 (& 3) . #2HUR
I, i#1d Western blot AU 21 AL )y PRMT2-3Flag fil
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ik, e EMT /I 1K, 75 S 09 5398 40 00 19 5%
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—C I,
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19 TH =i . PRMT2 AL RE , #E— 25 S0 IE 07
PURRZRA-T T ,239T 4 iz i 4 8 7T D%
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