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A: Western blot GPRIOS*'*  GPRIO8~'~ THPH
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Construction of THP cell line with GPRI08 gene deletion by

CRISPR/Cas9 system and exploration of its function
Wang Wenwen' Tu Zhenzhen' Zang Dandan® Wang Jing' Zhang Yintao' Zhou Haisheng' *°
(' Dept of Biochemistry and Molecular Biology *Center for Scientific Research
*Institute of Dermatology Anhui Medical University Hefei 230032)

Abstract Objective To establish a Tohoku hospital pediatrics14 ( THP-) cell line with G protein-coupled recep—
tor108 ( GPRI108) deletion and explore its functions. Methods
ularly interspaced short palindromic repeats( CRISPR) /CRISPR-associated protein 9 ( Cas9) system
guide RNAs ( sgRNA1 and sgRNA2) paring to the flanking fragments of human GPRIO8 gene were designed and
synthesized. The two oligonucleotides were inserted in the pL-CRISPR. EFS. GFP vector to generate the new recom—
binant vectors ( pL-CRISPR. EFS. GFP-sgRNA1 and pL-CRISPR. EFS. GFP-sgRNA2) .
and packaging plasmids ( pMD2. G and psPAX2)
THPH cells. The GFP " cells were screened and isolated in 96-well culture plates by flow cytometry to obtain sin—
gle—ell clones. PCR and Western blot were used to detect whether GPRI08 was successfully knocked out in THP-
1 cells. Both GPRI08*'* and GPRI108 '~ THP cells were treated with lipopolysaccharide ( LPS) .
(IL-8) derived from the THP cells which were treated by LPS was detected with Western blot and cytometric
bead array ( CBA) analysis. Results The recombinant lentiviral vector pL-CRISPR. EFS. GFP-sgRNA was suc—
cessfully constructed and single—cell clone F9 was obtained by flow cytometric sorting after transfection of THP-
cells. PCR and Western blot both confirmed that F9 was a GPRIO8 '~ THP single—ell clone. LPS stimulated
GPRI08™'~ and GPRIO8*'* THPA cells both Western blot and CBA results showed a significant decrease in IL—
8 synthesis and secretion in GPR108 ™'~ THPA cells. Conclusion The GPRI08 '~ THPH cell clone is success—
fully obtained based on the CRISPR/Cas9 system. GPRI0S8 deletion in THP cells treated by LPS leads to a de—

crease of IL-8 expression and secretion. It lays the foundation for further research on the molecular mechanisms of

According to the requirements of the clustered reg—

two single

The recombinant vectors

were co-transfected into 293T cells to generate virus for infecting

Interleukin 8

GPRI08 in the immune inflammatory response.
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