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AN O R BUREE (VSVpp) IR E T I£68% (1= 54.56. P << 0.001) , T FA X FE 4/ BRI
B (MLVpp) JRYeR (r=1.282, P=02208) Fyb i (LASVpp) L& (+=04814, P=
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Establishment of 293 cell line inducibly expressing human IFITM3 and its inhibition to viral entry of
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[ Abstract] Objective To establish FLP-IN T Rex 293 cell line inducibly expressing human
interferon-inducible transmembrane protein 3 (IFITM3) and provide a cell model to explore the mechanism
of IFITM3 inhibiting vial entry of influenza virus. Methods Full-length IFITM3 cDNA was cloned into
pcDNAS/FRT/TO expression vector. Then 293 cell line inducibly expressing human IFITM3 was established
by co-transfection of IFITM3/pcDNAS/FRT/TO expression vector and pOG44 plasmid and following
antibiotic screening. The inducible expression of IFITM3 in 293 cells was tested by Western blot and
immunofluorescence. The inhibitory effect of viral entry by IFITM3 was examined with HIN1 influenza
virus pesudotyped virus (HIN1pp). Results The established FLP-IN T Rex 293 cell line of IFITM3 was
able to express the target protein well, and the induced IFITM3 protein decreased the infection rate of HIN1
influenza pseudovirus by 97% (¢ = 38.08, P < 0.001), and the infection rate of vesicular stomatitis pseudovirus
(VSVpp) decreased by 68% (¢ = 54.56, P < 0.001). Negative control group mice leukemia pseudovirus
(MLVpp) infection rate (r = 1.282, P = 0.2208) and Lashapseudovirus (LASVpp) infection rate (¢ = 0.4814,
P = 0.6377) had no significant influence. Conclusions FLP-IN T Rex 293 cell line inducibly expressing
human IFITM3 is a pivotal restriction factor inhibiting HIN1 influenza virus entry. This IFITM3-inducible
expression cell line can provide a useful platform to study IFITM3 antiviral mechanism.
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Inducible expression; Restriction factor
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" (TR5: 11995-073) ;5 a4 i [ 3
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QIAGEN Plasmid Maxi Kit/ QIAGEN Plasmid Plus
Midi Kitly [ QIAGENAF] (#5543 7l 12162 F0
12943) ; REFRILE EH Cornning /A &) ;M0 ik
#Lipofectamine™ 20000 [ Invitrogen A &) (%5
11668019) ; pNL4-3 Luc R E Jiiki (EH#HSERK
B Al A e R e R A AR D pOG44
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A MH (Neuraminidase NA) Jfiky (35 [FH
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ki, LASVALEE (K, MLVEEEE ARk (R
SeUe ) 5 Flp-In™ TREx™-293 Cell Linell [
Invitrogen/A & ($85: R780-07) . i SFFRIALMH
BRI R ER F Zeocin (F25: R25001) ,
Blasticidin ($%%5: R21001) , Hygromycin B (%
1 10687010) ¥4 H 3 [FInvitrogen/A 7] . MER R
fif (sialidase) M HSigma/A#] (£5'5: N2876) .
Kt MFirefly luciferaseff i % PR A Il 12 71 &
Promega/A#] ($7%5: EI1501) .

. SEER T
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250 pl, TEAR TR II NIFITM3/pcDNA™S/FRT/
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VAT, #EBE N Lipofectamine™ 2000%% 4417110 pl
SASWRITIRS) I B S min/5 A IR 2B
EHIEGEATIR ) Z JEHE 20 min. @IFEFHFIR
YUMoy BL: BRSNS FUAR TP IR bRie, i iR
LNFLR IARRUN2.5 ml, 4~6 hf5 B FiHE10%
AR g e s s, 5L 2 ml. R EAE6FLAR
YA/ A 100mmF KU, 24 hf 37 2:DMEM & #E
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10 pg/ml BlasticidinfFIDMEM =i Hi5 75 55 .- @41 7Tk
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5 pg/ml Blasticidin I DMEM = #8395 58, 215 41
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FRT/TO% FRIA A REA K
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J& B 4 E BEDMEM i B 1% 77 3 . (@) L4 Jifa 1) FH
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30 min, fH1x PBS¥E37R, 5 min/IRIFFH EEW .
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YA, 24 hfE R =B EPE, HTOP10Y ™ 1Y 3k
BIMDNAK IR IE K KR, M HDHSad 3k
RHFIDNAANRIE K EE (K1C) o DL g RE
B, HIV/Luch] LAZETOP10E M 2% 14, TiDH5a
B MRS HIV/Luc #0448 (1) 3 14 1 52 -3 B8 25 204 2k
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—. IFITM3if T R A M & 2 57 B Ih IF R RF
HIFESREHMEN.

& W Invitrogen$E LUl B 45, AW 50K
IFITM3/pcDNA™5/FRT/TO expression vector /i fi
MpOG44 i ki HL#5 YeFlp-In""T-Rex "4l 5, &
Hygromycin Bifiife Py i J5, #AZIFITM3# 3Kk
YRR (YA R ERAE L E2A) o ALY
R ABL dfE, WY& B 4 Western blotks:
M, FHFLAGHHUR I 2 75 A FLAGHR 2 I IFITM3
BERIE, TARSE VPR 2 A0 2 1 240 B oK fe ke Il 2
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oz H DU PR 2R 155 3 293 40 i 3R 1A 7 FLAGHR 25 (1)
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it b S T Huh 728 i 5 H N Lpp ) 5 Btk B 35 BRAIK
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e A HIV-1IE R A HIV/Lucif 5 2 R 450, B: HIV/Lucis Bk BE I A AEREYI e 45 8, C: HIV/Luchi R YL 5 70 6 K i
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