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[Abstract] Objective To investigate the effect of silencing the endoplasmic reticulum stress-related protein calnex-
in on the proliferation, invasion, and migration of tongue squamous cell carcinoma cells. Methods Calnexin siRNA
was transfected into SCC-9 and SCC-25 tongue squamous cell carcinoma cells, and the expression of calnexin was de-
tected by qRT-PCR. The silencing effect of calnexin siRNA was further verified by Western blotting. CCK-8 assay was
applied to detect the effect of silencing calnexin on the proliferation of tongue squamous cell carcinoma cells; Transwell
assay was used to detect the effect of silencing calnexin on the invasion and migration of tongue squamous cell carcino-

ma cells. Results gRT-PCR showed that calnexin siRNA could effectively downregulate the expression of calnexin.
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Western blot analysis further confirmed the silencing effect of calnexin siRNA on calnexin. The CCK-8 assay showed
that silencing calnexin expression on the 4th and 5th days could inhibit the proliferation of tongue squamous cell carci-
noma cells, and the difference was statistically significant (P < 0.01). The Transwell assay showed that knockdown of

calnexin could inhibit the invasion and migration of tongue squamous cell carcinoma cells (P < 0.001). Conclusion

Knockdown of calnexin can inhibit the proliferation, invasion, and migration of tongue squamous cell carcinoma cells.
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scription factor 4, ATF4) - C/EBP [A] J5 % 11 (C/EBP
homoiogousprotein , CHOP)  fJLEE# 1 (inositol-requir-
ing enzyme 1, IRE1 )-CHOP % 5% 18 1% T 6 (activat-
ing transcription factor 6, ATF6) -CHOP iX 3 &',
TE F g v, A7 SClk e E e — > ERS AHOCEE
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Table 1  Calnexin control and interference sequences

Direction Sequences

Positive-sense strand 5'-UUCUCCGAACGUGUCACGUTT-3’

Ne Antisense strand 5'- ACGUGACACGUUCGGAGAATT-3’

) Positive-sense strand 5'- CAAGGUUACUUACAAAGCUTT-3'
SO isense strand 5'- AGCUUUGUAAGUAACCUUGTT-3'
N2 Positive-sense strand 5'- CCAAGCCUCUCAUUGUUCATT-3’

5'- UGAACAAUGAGAGGCUUGGTT-3'

Antisense strand

122 R H qRT-PCR £ calnexin &35 £ 24141
Ji 5 g 15 5% 48 h ST, T 40 i 2 ik W 4 A, 1 BB
RNA, JF JHEE A0 3 606 BE TR I B RNA 218 K
JE RNA AR &30 5% cDNA, LA |97 51 g A
M, FH 2B 28 56 % & PCRAXY 3G . 51975040 F
2. M E R U, qRT-PCR 2 {1 ] SYBR
Green Real - time PCR Master Mix (ReverTra Ace,
Toyobo ) Fll LightCycler 480 (Roche, Basel, Switzer-
land ) BEAT 1Y o X BEZH A AR XS R IKAKFBE 1, 2541
FEA 3 A AL, R 222X T 4l P calnexin 48
kAT,

%2 qRT-PCREIYFH
Table 2 Sequences of the qRT-PCR primers

Direction Sequences
Upstream 5'-GAAGGGAAGTGGTTGCTGTG-3'
Calnexin
Downstream 5'- CGTCTTTCTTGGCTTTGGAT-3'
Upstream 5'-GGACCTGACCTGCCGTCTAG-3'
GAPDH

Downstream 5'-GTAGCCCAGGATGCCCTTGA-3'
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e T FEAILPEIE 5 PE T RE T ERC2E R A
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PL 4 si-CNX1 F si-CNX2 7 calnexin mRNA 33k &
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ZH 18 (& 2b, P < 0.001),
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a: qRT-PCR showing calnexin expression, **: P < 0.001 vs. NC; b: Western blots showing calnexin expression

Figure 1  Expression of calnexin in tongue squamous cell carcinoma cells transfected with siRNA
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a: the proliferation of SCC-9 cells was detected using a CCK-8 assay; b: the proliferation of SCC-25 cells was detected
using a CCK-8 assay; *: P < 0.01 vs. NC; **: P < 0.001 vs. NC

Figure 2 Knockdown of calnexin inhibited the proliferation of tongue squamous cell carcinoma cells
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a: knockdown of calnexin inhibited the invasion and migration of SCC-9 cells (X 100); b: knockdown of calnexin inhibited the
invasion and migration of SCC-25 cells (x 100); **: P < 0.001 vs. NC

Figure 3 Knockdown of calnexin inhibited the invasion and migration of tongue squamous cell carcinoma cells
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