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The analysis of roles of NLRP7 in molar pregnancies using NLRP7-deleted
HTR-8/SVneo cells.
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Hydatidiform moles (HMs) are abnormal pregnancies with trophoblastic
hyperplasia. Recent studies have shown that mutations of NLRP7 gene are associated with recurrent
hydatidiform moles (RHMs), although the mechanism underlying molar pregnancies affected by the
mutations of NLRP7 remains unknown. To investigate the effects of NLRP/ on cell growth in
trophoblasts, we deleted NLRP7 from HTR-8/SVneo cells, a trophoblast cell line, by the CRISPR/Cas9
system. To minimize the off-target effect, D10A mutant nickase version of Cas9 (Cas9D10A) combined
with guide RNA (gRNA) pairs having high sequence-specificity evaluated by our developing tool
(ferisprt) was applied. Of 50 clones screened, NLRP7 was successfully disrupted in two clones; clone

1 and clone 2 obtained biallelic 20 bp-deletion and 2 bp-insertion within exon 4 of NLRP7 gene,

respectively.
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Control ACTGAGGGACCTCCAGCTCCTGGCGCAGCAGCCGATCTACGTAAGGGTGGAGGGCTTCCTGGAGGAGGACAGGAGGGCCTATTT
Clone 1 ACTGAGGGACCTCCAGCT==============—————— ACGTAAGGGTGGAGGGCTTCCTGGAGGAGGACAGGAGGGCCTATTT
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Control ACTGAGGGACCTCCAGCTCCTGGCGCAGCAGCCGATC--TACGTARGGGTGGAGGGCTTCCTGGAGGAGGACAGGAGGGCCTATTT
Clone 2 ACTGAGGGACCTCCAGCTCCTGGCGCAGCAGCCGATCCCTAAGTCCTCCAGGAGGGCTTCCTGGAGGAGGACAGGAGGGCCTATTT

)}

1 301 311 317 334 340 1031 1037 a.a.
Control MTSPQLE....TRPRALRDLOQLLAQQPIYVRVEGFLEEDRRAYFLRHFGDE. .. ... ... PCCDFFC*
Clone 1 MTSPQLE....TRPRALRDLOLRKGGGLPGGGQEGLFPETLWRRGPSHACL*

Clone 2 MTSPQLE....TRPRALRDLOLLAQQPIPKSSRRASWRRTGGPIS*
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