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Packaging of the recombinant lentivirus of iRhom?2 and its
mutant and establishment of a stable iRhom?2-expressing cell line

YOU Ying, MA Yu-nan, ZENG Lin", SUN Zhao-zeng "

(Laboratory Animal Center of the Academy of Military Medical Sciences, Beijing 100071, China)

[ Abstract] Objective To establish a stable transfection cell line of iRhom2 and its mutant through recombinant
lentivirus infection. Methods The full-length gene of iRhom2 and its mutant were cloned into the lentivirus vector Lenti-
OE-Flag, and got recombinant lentiviral vector of Lenti-OE-iRhom2 and Lenti-OE-iRhom2mut. The constructed recombi-
nant lentivirus vectors were transfected into HEK-293T packaging cells to obtain the recombinant virus. Vero cells were in-
fected with recombinant virus. The stable expressing cell lines were obtained by pressure screening with puromycin.
Results  The recombinant lentivirus vectors were constructed and the recombinant virus was obtained. The stable express-
ing cell lines were obtained using virus infection and the protein expression was testified with Western blotting. Conclu-
sions Stable iRhom?2-expressing Vero cell line and its mutant are achieved by recombinant lentivirus infection. It paves the
way for future study on biological functions and mechanism of iRhom2.
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Fig.1 The diagram of Lenti-OE vector
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HRHE iRhom2 J HBRAFFEH I e K LR P41, 245
4 Lenti-OE AR B 132 4E | 2 50 A7 80, 1514,
Rhbdf2-F . GCTCTAGAGCCACCATGGCCTCAGCTGA-
CAAGAATG; Rhbdf2-R: GCGCATAGATCTTTAGTG-
TAGCACCTGGTCTAG
1.2.2  Rhbdf2 185753 R AR

H Xbal F1 Bglll S iRhom2 FURL, 1. 0% 3
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AFPE 10 s,60°C 3B %k 30 s,68°C ZEAH 3. 5 min, G 30
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JERYLHT 1 d, AR TSI AL Vero 4R, H280 T4
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FIH PCR 9 J7 %, % % Lenti-OE-iRhom2 Fll
Lenti-OE-iRhom2mut 5 21 Jit 47 | 43 5 76 45 &2 X 4 i
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2000 bp —

1000 bp ——

1. PRI PCR 45282 3. RALTIGEI PCR 4524,
B2 HIK PCR %5E FHTETERESS
Note. 1: Identification results of Wt bacterial liquid by PCR. 2,3
Identification results of Mut bacterial liquid by PCR.
Fig.2 Identification results of the bacterial liquid by
PCR
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L XFRREOR ;2. HFAERY Rhbdf2 BORL;3. SEARRL Rhbdf2 JURL,
E 3 HEARN R AR
Note. 1: Plasmid of control group. 2: Plasmid of Wt Rhbdf 2. 3: Plasmid of Mut Rhbdf 2.

Fig.3 The packaging results of the recombinant lentivirus

-

TE 1 RPN PG 2 52 . P A 2 Rhbdf2 515 53 - 552520 Rhbdf2 5 8
B4 i I i 12
Note. 1: Virus of control group. 2: Virus of Wt Rhbdf 2. 3: Virus of Mut Rhbdf 2.

Fig.4 Results of virus titration

1.2 FATEXT IR vero 4 ; 3 4. BFA: K Rhbdf2 JEYL vero 40N ; 5.6 287457 Rhbdf2 JEY% vero 4l ,
B 5 IR Vero 45 ) WLER 45
Note. 1,2 Vero cells of the negative control group. 3,4: Wt Rhbdf 2 virus-infected Vero cells. 5,6; Mut Rhbdf 2 vi-

rus-infected Vero cells

Fig.5 Fluorescence images of the virus-infected Vero cells
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