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pregnant mice were randomly divided into the control group and the chronic stress group. After the mice were born
the male offspring mice were randomly divided into the control group ( CON group) the control + CRHR1 gene
knockout heterozygous mice group ( CON + CKOH group) the control + CRHRI gene knockout homozygous mice
group ( CON + CKOA group) the chronic unpredictable mild stress group ( CUMS group) the chronic unpredicta—
ble mild stress + CRHR1 gene knockout heterozygous mice group ( CUMS + CKOH group) the chronic unpredicta—
ble mild stress + CRHR1 gene knockout homozygous mice group ( CUMS + CKOA group) . The degree of depression
in male offspring mice was observed by sucrose preference experiment tail suspension experiment and forced swim—
ming experiment. TUNEL staining was used to observe apoptosis in hippocampal CA3 area. Western blot was used
to quantitatively detect the expression of mTOR and p-mTOR ( Ser2448) in hippocampus. Results Chronic stress
during pregnancy induced depression-ike behavior increased neuronal apoptosis index in hippocampal CA3 area
and attenuated the level of hippocampal mTOR and p-mTOR protein significantly in male offspring mice. Hipp—
ocampal CRHR1 gene conditional knockout could significantly improve depressive-ike behavior neuronal apoptosis
in the hippocampus CA3 region and the levels of mTOR and p-mTOR proteins in the male offspring mice whose
mother suffered from chronic stress during pregnancy. Conclusion  Chronic stress during pregnancy can lead to
depressionike behavior in male offspring mice through activating CRHR1 of hippocampus and attenuating mTOR
protein expression in the hippocampus which results in neuronal injury in the CA3 region of offspring hippocam—
pus.
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Effects of LncRNA SNHG9 knockout on glioma cell proliferation and

bioinformatic exploration of its mechanism
Ye Jingjing' > Chen Tianbing' *
('Key Laboratory of Non-coding RNA Transformation Research of Anhui Higher Education Institution
*Central Laboratory Yijishan Hospital Wannan Medical College Wuhu 241001)

Abstract  Objective To establish SNHG9 knocked out U251 cells by combination of CRISPR/Cas9 and single
cell sorting through flow cytometry and test the effect of SNHG9 deletion on cell proliferation. And to explore the
potential mechanism that SNHG9 involved by bioinformatic analysis. Methods  Two targets were separately de—
signed for Cas9 at the genomic sites upstream and downstream of SNHGY gene the two pairs of primers that guide
the synthesis of sgRNA were annealed and cloned into px330-EGFP and U251 cell were co-transfected with the two
successfully constructed plasmids followed by single cell sorting into 96-well plates. Cell clones were raised and the
genotypes were identified Gby PCR and sequencing SNHG9-deleted clone cells were selected for subsequent exper—
iments. Effect of SNHG9 deletion on cell proliferation was assessed by RTCA. Expression of IncRNA SNHG9 its
co-expressed genes and their enrichment analysis were performed by online tools. Results Effective targets were
designed and plasmid of SNHG9 knockout was successfully constructed. 8 clones survived after single cell sorting
and culture from which 1 clone with SNHGY totally deleted was obtained. The proliferation capacity of U251 cells
significantly decreased after SNHG9 knocking-out ( P <0. 05) . SNHG9 was overexpressed glioblastoma multiforme
( GBM) samples when compared with normal tissues the co-expressed genes most significantly enriched in mito—
chondrion related functions. Conclusion The SNHG9-deleted U251 clone was successfully established; SNHG9
knocking-out suppressed the proliferation of U251 cells; bioinformatic analysis showed that SNHG9 might involve in
the regulation of mitochondrial function.
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