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SR E R R Construction and identification
PLKO.1-hSRF of lentiviral knockdown
BUMaEE N ESE plasmid pLKO.1-hSRF
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[ABSTRACT] OBJECTIVE: To construct a plasmid which interfered with expression of the human SRF gene, and to
study the role of SRF in oral squamous cell carcinoma. METHODS: A SRF gene—specific knockdown fragment was
designed by using the Thermo Fisher's RNAi design tool, and then by double digestion of the pLKO.1 vector, gel
extraction, and connection of specific fragment and the linearized vector by T4 ligase, then the pLKO.1-hSRF plasmid
was obtained. The recombinant plasmids were identified by sequencing and restriction enzyme digestion. 293T cells were
used to generate lentivirus by co—transfecting pLKO.1-hSRF with helper plasmids pVSV-G and pHR. The virus were
collected and used to infect the oral squamous carcinoma cells, SAS. Stable cells were selected by puromycin and verified
by Western blot and real-time quantitative PCR. RESULTS: The lentiviral knockdown plasmid pLKO.1-hSRF was
identified by sequencing and restriction enzyme digestion. The expression of SRF protein and mRNA level of SAS cells
infected with the lentiviral plasmid were significantly decreased compared with the control group. CONCLUSION: The
lentiviral knockdown plasmid pLKO.1-hSRF was successfully constructed and the SAS cell line of low expression of SRF
was obtained.
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BN HEENRZ —, HAPEEE100 a6 AL
THEEREY A, BRI m i & ke 4
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B ENAFRRAER, $E8 T HRE AR,

mlf%@%%(serum response factor, SRF);EIL:Q/I\
TEAEWR N 2 Fa B e s IR, HAE Z2 4 i A i
A FE T P BE S c—Fos/JunB. MRTFs, E-/VE-#5%h# %
IB-BRE . RhoAFIYLBNE A PRREIME, 7E-Fi LAY
AFREEE . G T AR R R D . A Mg L oy
. TEAL LA KT AR A R 1) RIS AR i A e R R A
EEAEHS, W EET, SRFFE D BBV IR F i k5t
e, AHIESE I I A pLKO.1-hSRF1E 5 2 fil )3 5
L, JF T R T g 20 M SAS, Bk T R TE
SASHH g H B U SRE mRNAFIEE [ (1 R kK, K75
SRIIRERIA H s s A MUk, A J5 2k E e o 1 i g 1)
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1 MREFAE

1.1 #

111 WS HEE 129 5 w08 TR pLKO.1-TRC
cloning vector S 293 T4l ph J& '] R 27 A= A Bk 2 2 B 2%
L B SASAIEI B H A4 )%

1.1.2 FEKFFMNE RN DIE . DNAGF &
Marker, cDNA % 53855 & (TaKaRaZA F]) 5 i (B ic it
) & (OmegaZA 7)); shRNAHT B[ AR A= P HARA BR2S
Al DNAFRBGRAF & . Super Real )G E i i sl
#]. T4 DNAZFEBF(TransGEN Biotech/A #]); RNA$RHK
IR B (ZRIEEY); Turbofecti YL ik ) (FE 2R K H /K,
USA); M5 2 (Sigma, USA), S5 %E i PCRIY
SRR AR F] 7500 SE R 2 E IPCR AR S

1.2 Ak

1.2.1 shRNAREiZit HAYshRNA Bt i Thermo
Fisher/A 7] RNAi¥ 3fj https://maidesigner.thermofisher.com/
rnaiexpress/design.doiff 17111, FREIAZ L R BP S
GCACTGATTCAGACCTGCCTCAACT, ¥iZ H BT 9 I
i H AN, PACTCGAG Mloop ik, I7Ek M L
B OIS, AR TSI Y FES . B[S -
CCGGGCACTGATTCAGACCTGCCTCAACTCTCGAGAG
TTGAGGCAGGTCTGAATCAGTGCTTTTTG-3", JZ 5
~AATTCAAAAAGCACTGATTCAGACCTGCCTCAACTC
TCGAGAGTTGAGGCAGGTCTGAATCAGTGC-3" (#% 0> ¥
G S HANT I T RILFR), i A% ) 28 w5
J5 . AR 0 R B 0T EAT IR K ARWFSE L
CTCGAGHloop¥t, HiTff I pLKO.1-TRC KL R 5,
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1.2.2 R A RIABUNIE R BEEDNA B BRI
(100 p mol/L)#5HX2 pL, MAZF|46 pLAYiR K 2% ik [50
mmol/l. HEPES(pH 7.4), 100 mmol/L NaCl]':F'ﬂ:ﬁjfiﬁ
Ko BAFREFFIS °C. 5min, 85 °C. 5min, 75 C. 5
min, 70 °C. 10 min, 37 °C. 20 min, 4 CIRIRIEAETK
WHK R B RIGHECR 1 flldge I X}2 pg pLKO.1%%,
RIEATEEY), BEllkalifth, SRR KRR H A
BeWi B 20015 J5 FH T4% 42 W% i V) 24 Fn H 19 - Btk
TTi#EH:, 22 CiEHA0 min, FREEERE ™Y A Fsthl3
AP AT, TR RIS 2N R R LB A
B gR 337 CHi3R16~18 ho PEBCAR 75 A 2 LB
R FRIEH3T CREBI R F£16~18 ho AR Ry
R Bk B G R) G iEA T PR B L, I 3E o XU )
PEAT S o BT 5 TE 0 G SO 26 1R 00 2 W) A
¥, LAXT 5B JORL A P A AT o RAS 1 BH M ok
fir 44 HpLKO.1-hSRF .

123 FEHEEE ARFRPHEH =R RS,
pVSV-G. pHRAI ¥ ¥4 & Jii #i pLKO.1-hSRF, DA
pLKO.1-ScramblefE A B X BE . 44529341 fifd 42 F £l 6
eI TIPSR 16 WAc Ay, Frdififdil & B2 580%~90%
Bf, il H Turbofectft Y i ¥ ¥ I & B kL pVSV-G .
pHR . pLKO.1-hSRF&{ pLKO.1-Scramble}% 4% %] 41 ity
o UL 16~18 hiG Ik, % YL40~48 b A
FERE BRI, RS IRIE, FH0.45 nLiERR L g
Je BDRARRER IR, PR T/ 8] 1.5 mL EPE
1 mL, ARG ET-80 CUKFETFH .

124 FREBLSHREHRLMMBRHIFIE KrSASY
Mg AP B K IR b, 5 5O A 298 409%0~50% A2 4
A, Ji0 A Polybrane & i T R FE W, 3.5 emBFFRMLAN1T
mLIE SN mLAGHE . 355524 WA, 159740
hWAEATHEATAEAROF I A RERS B R AT, SASHYRERS
TR IR AWRELI 0.2 pg/mL, BRRE2 dffe—k, LA
KRS B () 40 M Ry X BEZE L 1 JC IR 6 1% 1l ot
PRZH BT, THERGY 1 R Y S5 46 24 1 A K i 4 MU A7
I, 2 WISRIFRRE R A 41 M AR 0 e iy o X R AS A
e B e AR MR A T B AR 22480

1.2.5 SEREEPCR&L HHEEMRNARIB M ZE
W5 1% Yk pLKO. 1-Scramble 1 pLKO. 1-hSRF [ SASZH fifd 42
PRSI EAEN3.5 emBEFR ML, FRR4 A 5 FH RLIG
CREEAY, RNABE B G 0k 40 A e ok hn )
EPE T, B 54 RO B 40 RNA , SR )5 I
JZ R R &K RNAGE 17 I 5% 4K 15 <DNA, H
SuperReal ¢ 't 2t TR I 70 44 R UL B 5 5 cDNA | 5]
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Yy KoK ¥ e BR A1), ff FHABI 7500 Real—time PCRAY
AT BRI . LAGAPDHE WS AN E . AT 5
Yk . SRFE 5 -CGAGATGGAGATCGGTATGGT-
3", TF¥#5 -GGGTCTTCTTACCCGGCTTG-3"; GAPDH
35 ~CATCACCATCTTCCAGGAG-3", 5 -AGGC
TGTTGTCATACTTCTC-3",
1.2.6 Western bloti@ G EMEREEBRMBE
JE YL pLKO.1-ScrambleFll pLKO. 1-hSRF 1) SASHH fifd 12 Fil
F6 em#EH, FRAIM IS A0SR B 40 i lE
FIEPE Y, RIPAZAR IR 4 58 24 I8 rH e,
Bb a2 LIERAS B AN E A, JFHBCAE A
D AR B TR B . A 109 R N Ik e e, 2R
H EAEE M40 ng, HLHE60 VALIK40 min/5 120 VH
VK90 min, Fifi J5 R A% b e A b 0 2R R RS B
PVDFRE . & 10%/BE AR 2 W3 TBSTAT PV DR S P41 1
he KEBOMA R —HiR R, 4 CHRIRME SR 1
We—4t, TBSTEEBE3UK, K10 min, MIA % REE
RWEE 1 ho 540, TBSTEVE3YK, 4YK10 min.
FERE D FIHECLAOCR R G A, 5.
1.3 FitFEHH

IS EHE L x + 5 Foon, BEYepLKO.1-hSRFf¥)
S 40 FUB L pLKO. 1-Scramble X} I8 2 i mRN A 15 7K
SR HARBC X Student’s A6 B 740 0] 22 S MEAG 56, (i
FH GraphPad Prism 5% 11 #1450 #1,  0=0.05% K5 5
IKHE

2 & R
21 EERNKIKS

23 3 ki pLKO.1-TRC 4 :8 901 bp, HEcoR 1 Fil
Age T XU J5 AT 15 57 026 bpFi1 875 bpFiA~ F Bk,
WER . KB AR BT 026 bp) YT IE RIS 538 k.
R BHTAE A T8, TP, AR5 PRI T b
AT I S U) %578 KT

10 000 bp
7000 bp
4000 bp

2000 bp

1000 bp

1: 284 FekipLKO.1-TRCZEcoR 1 Fldge 1 WIS =115
Bl =H AN IREE ME R Bk R

2: marker.
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2.2 BEARNETE

Ve AR Bet, 1oopRCTCGAGHES J Xho |
FIBFII S, R, BEHpLKO. Sk 1 189 bpibKpn 1
VA LU 5 5 o7 o5, FILE b T AR B /NG 51 240k 7
800 bpFl1 200 bpi Bt o A< SE 56 HRES A BH 4 v e 2]
R g PR R BUTOR S, HXho T FlKpn T X4
By R E AT D) S . HUKEE SR (B2, 2.
3. SEURIBEEGUI I DI o% i B, HLEGY) v BeR/IN 5 T
SR —E PEHUEEY) I A Y E 2 TR R T DN AT Y
Wy 259 5 izt v Bow ol —2, RIS 2 ml)al it
KipLKO.1-hSRFHJE K (1K13) 0
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2.3 EHRMRUREIIE

231 ELMEEPCREIEZER LIGAPDHANNZ,
K6 I J& % pLKO. 1-Scramble 1 pLKO. 1-hSRFAY SASAH fifg
mRNAZK KK WE4RT 78, 5 ScrambleX] 8 21 A
[, /84 pLKO.1-shSRFR #: i SASAH Mg ' SRF mRNA
f) 2 ik i I IR PG (P<0.01),

2.3.2 Western blotiiE£ER  LIGAPDH AN Z:, £
I JE& Y pLKO.1-Sceramble 1 pLKO. 1-hSRF /Y SASAH fifg 2
R L, ESHIR, #EERYpLKO.1-hSRFY
BEMYSASAML D, SRFER 1 1Y 23k 1 B b Ik T X B 21
(P<0.01),
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I3/ K287 AT (SREF)J& MADS-box 5 it th— 2 1 3%
HIEACORSF 5L SR T, A NS A MADSZE Rk,
AR R 1 B AL A DNAZS S RE T,
T MADSSS #4355 1 Co W HAT 55 RE SC R4l R T4 1
SR, SRFW Chighhs A7 — A SRR Z5 A8, 245
FA R BB A I O I B R AL, SRFS: 55 04 5 41 i A
K. &8, a8, s RS a XLt
K. BRiE I, SRFAEIE T U8 FR 2 CArG—boxest
JPI, i R A WL Eh & 1 G A L DRURIR 43 LA AL
BREE 1 E s DL RO 5 R LS 8 B G- I i A DG B
FIRIEEE . A GRS, SRETESS B 2T 4E AL AR S FE N
HE T TP R EE AR, WACTA2HICTG!, HiBisk
M BT, U WILER AH DG I SR AL ML N
PRI F-(MRTF/SRF) & A2 A7 B 101 By £F AL 38 23R T AR
JHRER, FERYE LA AR IR YT R v HAT BT A A
oo BLAN, FEZFPIMIE G KA R R R, SRFEN
FEWIERN TS5 HA waisl g™, FLaE™ .
B JELRERET, SRES I ik B AE S
M58 . 1R 28 L I I J% 8] 38 5t 5% /3 1K (epithelial-
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mesenchymal transition, EMT) Y EEA A E
SR, HETSREFTE H R 9 /E O RAT R4 Y
WHFEIe R, FRATATATTE L B, SRIXF s 57 40 g
TG R RBEA B EER], JFTE O
MR SRR I h R T —E R . S
Fot EE AR SRR, REPMA A0S 40 o
FETTR R, (e 2 ah A A MR A, Wi Rs
PR, SEMIA T LT I 0 e g A A e AR
FA1A5 MSRFAEE i 48 45 3R FEMTIE AR, dE i 5
R A . EARRESET, AT 1 pLKO.1-
hSRF, 56 3iF T H B8 % 72 SASHH g ' % i SRF mRNA
AR PRI, RS T REIRFRIASRFRY H EBEAR
FRANMISAS, XX 5 SE AT — DTS SRFEERITE 11118
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