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ABSTRACT Objective: To construct and pack CX3CL1 RNAi lentiviral vector. Methods: With reference to the target gene
CX3CL1 sequence, PCR primers were designed to amplify the corresponding interference sequence. Then the interference sequence was
connected to pLVX-shRNA?2 linearized vector.Positive clones were obtained by identification of PCR and digestion, which was a
successful construction of pLVX-shRNA2-CX3CL1 Lentiviral interference vectors. The constructed RNAi lentiviral vector was
transfected into 293T cells together with the packaging vectors. The supernatant was collected, purified and concentrated to
pLVX-shRNA2-CX3CL1 lentivirus. Finally, BMSCs were infected with lentivirus, and the interference efficiency was detected by
QPCR. Results: After digestion, two bands with 6500bp and 1350bp were obtained consistent with the expected results, and the sequence
accuracy was verified by sequencing. The CX3CL1 RNAI lentiviral vector was successfully constructed. After packaging, purification and
concentration, the pLVX-shRNA2-CX3CLI1 lentivirus was obtained. QPCR results showed that the interference group significantly
inhibited the expression of CX3CLImRNA, and the interference efficiency was above 70%. Conclusion: The CX3CL1 RNAI lentiviral
vector was successfully constructed and packed and significantly silenced the expression of CX3CL1 of BMSCs, which laid the
foundation for the study of the mechanism of CX3CL1 on inflammatory response of ischemic stroke in BMSCs transplanted rats.
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Fig. 1 1.Recombinant plasmid; 2. Identification of recombinant plasmid
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Fig. 2 The sequencing results of recombinant plasmid
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ARG 45 R nl W (& 10), 5 FAME X R 2H (28 38048 ) He
i . BMSCs 41 1) CX3CLImRNA FiAE T B 2%, i BM-
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70%L |,
3 Pig

A, TRZBISE R I MSC MRS MAT LLRE /)N e ot 240 e 4
el HEFRSLE K IR B IR 78 5T 41 A (hBMSC) AT LA ]
LPS Jlet AR/ N BR/INE BT 200 ML 09 38, RIS T 9 M1 ARl
RAEF T TNF-a iNOS [F=ikM, F5TiA K IMEIK AL MSC
ATFEAR MCAO /) Bt i J&) 61 DX 48 /N 5 240 i TGE-B () 3R35
TR TGE-B BEAR T BRI BT PAL-1 fy3Rak, (MR
T tPA [IETE TR EEM 2B E ), DL - IFsR 45 5] MSC
AT MR /INEE ST AR A A/ P (EELAAHILTR] 8 AN 8 o 4l SCRARGE
CX3CL1 825 T MSC /N i 4H i i 42 o A4, Migidsle i
i MSC BE75 38 433 CX3CLI B2MafE 46 20 Hr 8 F/ NI 4
JHOE oy 350 A 2 1 DX %) 4 A, DA IR 428 8 0 S I, ik e I
WA, RHMAEBEE WA TR R RAHE,
MSC ] EJE i 3 23 CX3CL1 520 Bl i PR A v /N e Jo 4 i
RAVHIINRRAFEAL , TR BR NS 19 AT RN . AR S0 14
RSB O AT R B BMSCs B4R 3555, JE 4 kA7 %
EMESCHAT U TR 485086 . L CX3CL1 R AR, @S )
MEIREE N ERA RNA TR R, SR 11895 3% BMSCs,

SR ANl BMSCs 4l CX3CL1 JEH 1k .

BMSCs #4) 8B 8t BB & i AR, b TR RS,
FrEARAR, (B B IR T KA AR 15 , v RSN TR SR I
H AR KA TR HE TR RV o ARSI R FH % B0 B B0
%, 3 % SD KB B MR B 0B kAT R A4y B b
FEU, BEFRA) BMSCs 55 = ACHHIUE 528 , G MR s, 7
UARAG BRI 2 A 52, i — 20 S0 T e S —
R BMSCs, M-E#fF#HUY BMSCs R4 T 2 4N, A
4RI IR — 21, (HIC L ARG BMSCs it 4 L i D4 At o 4l
Rt AE A BN BMSCs 385 . B i, BMSCs [%5 5
ALFETE A 2R GRIEPUIR A B 210 43 1L fig 70 55 i Ao
$507, BMSCs J— Rl BEA: K AL, B S A K RIE, IF HLA
AARGRAIGTRE T, IMAEIF 25T iE , BMSCs ] LIRIEZ
PR mEHE, (ABA R R, BRTIAH CD29,CD44 j& BMSCs
W BB AR &, CD31 ,CD45 2 B 86 1% 1M T 40 i i 38 Hi 4t
JER 1200, AR S 03 Ao Y 2 S0 1 3R 5 =48 BMSCs i#:47
Kl , 455475 CD29 FI CD44 féik, HAARFK L CD31 M
CD45, HAF A BMSCs [ R AR S PIRHE , 168 85 37 1) BMSCs
AT IR EER5

RNAi 5 AR A & R R 57 R & B E 1 3 R
RELWTE A , S A il E A 356 AT fy 2 S ol 3035 1T S5 B 41 i) 122 3k
HFih. YT AXFh shRNA B, % H 95 E i) mRNA
WA B A T O R W 2R TTERRY, RNAT B mife 5
TR E BN FE A 2R O, R E ) T A R R A s
UIRe SR AT A BN IFSR I R 2258 452221, RNAI )
KR VR LA S P BRI AUEE RNA E AfE 24008, &
MR R G0 R TR IR R o 6 TR AR T LA
SRR B IR RSN, F R8BI 0 SR
SRR R R EASE . BRI I MRSk, B
PRVEHAR AT BEAE 52 I 2 U s , X 143 B4R 43 200 4t i
P RGBS e e R EE B R A s P, Rt AR
SIS R FH 18 06 T B R 1R S SCE RNAT A9 T B, X HAY 3L A
CX3CLI1 #47 T ke S r il o 4% PCR I 45
W, 10 EEE K shRNA 524K pLVX-shRNA2 #4215 0LAF
AT, Bl SA R R B R AR B T i B (5-6x
10TU/mL) )48 95 85 00k . SR )5 K 12 9 75 2% 4 BMSCs, fiff
BMSCs [y CXCL1 153 T 3 UTER, b aseifss CX3CLL 1)
YEFPLHIZEE T 50
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