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Construction of Recombinant Human Soluble TIM-3 Cell Line and

Expression of Its Secretory Protein

LI Qiang, CHEN Ming, HUANG Biao, WANG Yigang*
(College of Life Science and Medicine, Zhejiang Sci-Tec University, Hangzhou 310018, China)

Abstract This study constructed a stable transfected cell line carrying the target gene of TIM-3 (Fc) by
lentivirus infection and detected the expression of TIM-3 (Fc) secretory protein. Specific primers were designed for
PCR amplification of TIM-3 (Fc) fragment, and positive clones were identified in recombinant lentivirus expres-
sion vector pCD513. Plasmid pCD513-TIM-3 (Fc), pSPAX2 and pMD2.G were co-transfected into 293T cells to
package lentivirus, and lentivirus was used to infect suspension HEK293 cells. Finally, stable transfected cell line
293/Tim-3 was obtained through puromycin screening. qRT-PCR (quantitative real-time PCR) and WB (Western
blot) were used to detect the expression of TIM-3 (Fc) target gene at the levels of transcription and translation, and
TRFIA was used to detect the ability of 293/TIM-3 cells to produce TIM-3 (Fc) secretory protein. pCD513-TIM-3
(Fc) lentivirus expression vector was successfully constructed, and the detection results of qRT-PCR, WB and
TRFIA indicated that the cell line 293/TIM-3 successfully expressed TIM-3 (Fc) secretory protein. The recombinant
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human soluble TIM-3 stable transfected cell line 293/TIM-3 is constructed and TIM-3 (Fc) secretory protein ex-

pressed, which provides the foundation for further study on the biological function of soluble TIM-3 protein.
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Table 1 Sequences of primers used for PCR
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Primers Sequences (5'—3') Size /bp
TIM-3(Fc) Q-PCR-F1 5'-CAG ATA CTG GCT AAATGG GGA T-3'
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A: EcoR THlifF 556 31F 5 41 18995 22 iU RipC D5 13-TIM-3 (Fo)45 S . M: DL15 000 marker, 1: %% (4 %F |, 2: pCD513, 3: pCD513-TIM-3 (Fc); B: PCR
6 41F 5 45 12 95 B 5B pCD513-TIM-3 (Fe)4 % [8l. M: DL15 000 marker, 1: %% A%, 2. 3: pCD513-TIM-3 (Fc); C: 4118 % 2 i FipCD513-
TIM-3 (Fe)#f 43Iy 25 R E

A: identification of recombinant lentivirus plasmid pCD513-TIM-3 (Fc) by EcoR I single enzyme digestion. M: DL15 000 marker, 1: blank control, 2:
pCD513, 3: pCD513-TIM-3(Fc); B: PCR identification of recombinant lentivirus plasmid pCD513-TIM-3 (Fc). M: DL15 000 marker, 1: blank control,
2,3: pCD513-TIM-3 (Fc); C: partial sequencing results of recombinant lentiviral plasmid pCD513-TIM-3 (Fc).

Bl FA18RF FRAPCDS13-TIM-3(FOBYILE . PCREEUKMNFLE
Fig.1 Digestion, PCR identification and partial sequencing results of recombinant lentivirus plasmid pCD513-TIM-3 (Fc¢)
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Fig.2 TIM-3 expression at gene level
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Az BPEIR R AN BETIM-3 (Fo)/rih AR A . M: 2K Hmarker, 1: 25 AR, 2. 3. 4: FRog #5 YL ik 293/TIM-3 41 L3 43 i 3R (A7 s286 4 B:
ASPEARR AL FETIM-3 (Fe) /bR 1. M: 2 Fimarker, 1: 25 FAX IR, 20 3. 4 B e B YA Mo bRk 293/ TIM-3 41 b3 7 Wb 25 11 P47 52 06 2

A: denaturing and reducing TIM-3 (Fc) secretory protein. M: protein marker, 1: blank control, 2,3,4: parallel experimental group of stably transfected
cell line 293/TIM-3 cell supernatant secreted protein; B: non denatured and reduced TIM-3 (FC) secretory protein. M: protein marker, 1: blank control,
2,3,4: parallel experimental group of stably transfected cell line 293/TIM-3 cell supernatant secreted protein.

E3 WBXEEF293fEFH LMK LERTIM-3(FO)ERRIRIE
Fig.3 WB identification of TIM-3 (Fc) protein expression in the supernatant of suspension 293 stable transfected cell line
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A: TIM-38 FIARHEITZR IR, B: 293/ TIM-378 7€ e bR IE L1 57 14K P A 7 AR 20 25 2 1R AR AL BT C: 293/ TIM-3 4858 B YU bRIE SRR 57 14K
TIM-3(Fe)td AR IATHE LA .

A: TIM-3 protein standard curve; B: cell viability and cell density of stable cell lines 293/TIM-3 cultured for 14 days; C: expression of TIM-3(Fc)
protein in stable cell lines 293/TIM-3 cultured for 14 days.

El4 TIM-3ZE AR ERZFITIM-3(Fo)fa 5% LMK 125 mLIEM PiE SR AE KRR AR TIM-3(Fo) E B RIATER
Fig.4 TIM-3 protein standard curve, growth status and expression of TIM-3 (Fc) protein of
TIM-3 (Fc) stably transfected cell line in continuous culture in 125 mL shake flask
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Fig.5 fluorescence expression of TIM-3 (Fc) stably transfected cell line
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