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E BA #) A CRISPR/Cas9 &%t/ N Star A B BEATHE 5 4 8, My BEMACK STAR A = &
AR Ak RFEPTEARBEEB LR LR R R A E (CLAH) &40 # 5 % R, 5
AR R 89 % RNA(sgRNA) . Mk ik sgRNA W E ik B E 5B mF 0L ML R &4 4§
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Construction of CRISPR/Cas9 system targeting mouse Star gene

and evaluation of targeting efficacy
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Abstract Objective Using the CRISPR/Cas9 system to accurately edit the Star gene of mice, to simulate

the mutation of the human STAR gene, and to construct an efficient gene editing model. Methods The
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hotspot mutation region of Chinese congenital lipoid adrenal hyperplasia ( CLAH) patients was selected and
the corresponding single directed RNA (sgRNA) was designed. A recombinant plasmid expressing seRNA
was constructed. HEK-293T cells were co-transfected with ecombinant plasmid expressing sgRNA and
lentiviral packaging plasmid. Lentiviral particles were prepared, and mouse TCMK cells was infected.
Puromycin was used to screen positive cells after viral infection, the genomic DNA of positive cells was
extracted, the genomic DNA fragments of the target site were amplified through polymerase chain reaction
(PCR).The editing site and efficiency were statistically analyzed by TA cloning and Sanger sequencing
technology. Results The effective sgRNA sequences was successfully designed and a cell model for editing
mouse Star genes using the CRISPR/Cas9 system was constructed. Conclusion In this study a CRISPR/
Cas9 system that mimics human STAR gene mutations by accurately editing the mouse Star gene is
successfully constructed. This provides a powerful tool for further studying the pathogenic mechanism of
CLAH and exploring potential therapeutic methods and has important scientific significance and application
value.
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Y P A B 1 NG S S

TEBLE T (0 2 [ B A B B A ) 2% T
AEMAPETTE T (STAR 1) K355 2 CHEEM
TEF), STAR BB BN BE R H &5 & —Fl
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HEAT STAR BE[RI 52 17 100 43 A1 5 SCHRAS, R -1 7 58
AEHE B ¢.707_708delAG ins CTT ( p.K236Tfs =
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KARINZE STAR FER 41 )75, {# F NCBI %4
PEFATHE R , 315 A2 STAR EEIN4F51, [FIRER)
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5 5 B 1) S TR FE 90 R4 T IR R N A B A R
R 9 XU DNA B, a8 KW 485 50 18 Hi B
J&  HE=20 CARAF TR OAE, A IR Se Sl o —
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A1 g/ mLIGESEE 22 1Y 35 57 5 v i 1 1 BH A SRR e 24
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PIG iR PR 2 R B o A Tk A B 1 24
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B, T 9 4 THEA 45 DNA, SRJ5 A FH 3 19 20 400 At
LRI ZH DNA PE M BEAR , 43 34T 4T #E 47 s DNA
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BB &R, T CLAH A ARAEIR 5 H A E AR
B2 I RE SR IR AE L, AR B ks Y

AW 5¢ 3 T CRISPR-Cas9 2 43 T Wi 4
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