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[ Abstract] Objective
(hTSHR) for the development of anti-thyroid drugs. Methods GV266 vector and hTSHR gene were digested by
Age] /Nhe | .
293T cells. The expression of hTSHR was determined by Western blot. Packaging plasmids were built in the 293T
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To establish a strain of eukaryotic cells with overexpressed human thyrotropin receptor

Plasmids expressing GV266-hTSHR were constructed using T4 ligase and then transfected into

cells with Opti-MEM, Lipofectamine 2000 and helper plasmid. The titer of the packaging plasmids was determined
with qPCR. The packaging plasmids and the plasmids expressing GV266-hTSHR were co-transfected into 293T
cells to obtain a strain of cells (GV266-hTSHR-293T) with stable expression of hTSHR. The GV266-AhTSHR-
The DNA sequence of GV266-
hTSHR matched that of R TSHR. The Western blot showed a 62X 10° target band. The titer of packaging plasmids
reached 2X10% TU/mL. The GV266-hTSHR-293T cells were visible under GFP fluorescence. Conclusion HEK
293T cells with stable expression of hTSHR was established.

293T stain was detected by green fluorescent protein (GFP) fluorescence. Results
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fif qPCR. WRPE 3t X /i 17 5] ¥ J& 5'-CCGTG
GTGTT GTCG-3'. & 11 3l ¥ & 5 -AAGTC
CGCTG GATTG AG-3", B-actin 1 i 5 [ 51 9 J2&
5-GTGGA CATCC GCAAA GAC-3', Jz [ 5] ¥ &
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Fig 1 Agarose gel electrophoresis of digested vector GV266

1. Marker; 2. Digested vector; 3: Undigested vector
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Fig 2 Gel electrophoresis of h'TSHR gene
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Fig 3 Gel electrophoresis of PCR products of GV266-hTSHR
1. Negative control (ddH»O); 2. Negative control (empty
vector); 3: Positive control (GAPDH); 4. DNA marker; 5-12:
Transformant 1 to 8 of A TSHR
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Fig 4 Western blot analysis of expression plasmid GV266-hTSHR in
293T cells showed the target band of hTSHR
1. HEK 293T; 2. hTSHR-293T cells; 3: A375 cellsChTSHR

positive control) ; 4:Jurkat cellsChTSHR negative control)
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Fig 5 qPCR curve of WRPE gene
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Fig 6 HEK 293T cells were observed uncler GFP fluorescence
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