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[ Abstract | Background and purpose: Researches demonstrated that the butyric acid sodium salt (sodium
butyrate, NaB) has effect on the inhibition of tumor cell proliferation, differentiation and apoptosis-promoting, while the
mechanism on salivary adenoid cystic carcinoma(SACC) is still uncertain. This study mainly probed into the impact of
different concentration of sodium butyrate on the migration and invasion of SACC cell line ACC-M, and its mechanism
of action. Methods: MTT assay explored the optimal concentration of sodium butyrate on the cell ACC-M and the
observation of cell growth. Transwell assay was used to detect the effects of sodium butyrate on the ACC-M cells on the
aspact of invasion and migration ability. Fluorescence real-time quantitative PCR (RT-PCR) and Western blot were used
to test respectively the expression of HMGB1, TLR4 mRNA and protein in ACC-M after functioned by 5 group drugs
with different concentrations. Results: Compared with the control group, on the one hand, the concentration 0.625, 1.25,
2.5, 5 and 10 mmol/L of sodium butyrate could effectively inhibit cell proliferation and apparently showing concentra-
tion-dependence (P<0.05); On the other hand, 5 sets concentration of sodium butyrate could also effectively inhibit
invasion and migration ability of ACC-M cells in vitro (P<0.05), as well as reducing the expression of HMGB1, TLR4
mRNA and protein in ACC-M cells (P<0.05). Furthermore related analysis showed that the decline of TLR4 protein
expression was positively correlated with inhibition of HMGB1 (»=0.810, P<0.05). Conclusion: Sodium butyrate has
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an effect on inhibiting ACC-M cell proliferation, significantly reducing ACC-M cell invasion and migration capabilities,

and reducing expression of HMGB1, TLR4 mRNA and protein, and both expression amount are positively correlated,

Meanwhile the positively correlation suggests that sodium butyrate probably achieve the inhibition ability by lowering
the expression of HMGB1, TLR4 mRNA and protein in ACC-M cell.
[ Key words | Salivary adenoid cystic carcinoma; Sodium butyrate; High mobility group box-1; Toll like

receptor-4; Invasion; Migration
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Fig.1 Morphology change of ACC-M cells under light microscope

A: Control group; B: 0.625 mmol/L group; C: 1.25 mmol/L group; D: 2.5 mmol/L group; E: 5 mmol/L group; F: 10 mmol/L group.
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Fig. 2 Proliferation effect of different NaB concentration on ACC-M cells

*: P<0.05, compared with the control group.
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Fig. 3 Invasion and migration effect of different NaB concentration on ACC-M

Ala: Control group; B/b: 0.625 mmol/L group; C/c: 1.25 mmol/L group; D/d: 2.5 mmol/L group; E/e: 5 mmol/L group; F/f: 10 mmol/L group.
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Tab.1 Invasion cell counts of each group

by Transwell experiment

Tab.3 HMGBI1 mRNA and TLR4 mRNA relative expression of

(X*s) each group by RT-PCR
Group n ACC-M (F£s)
Control 6 128.06+15.48 Group n  HMGBI mRNA TLR4 mRNA
NaB 0.625 mmol/L 6 81.10£16.15° Control 3 4872096 2512023
NaB 1.25 mmol/L 6 OLI7ILII NaB 0.625 mmol/L 3 1.49+0.74° 1.25£0.08'
NaB 2.50 mmol/L 6 45.73+7.05 NaB 1.25 mmol/L 3 1.04£0.17" 1.06:0.08"
NaB 5 mmol/L 6 29.97+7.01 NaB 2.5 mmol/L 3 0.80£0.04°  0.64£023"
NaB 10 mmol/L 6 23.20+6.98 NaB 5 mmol/L 3 040£0.02° 0394002
*: P<0.05, compared with the control group. NaB 10 mmol/L 3 0.20+0.02" 0.24+0.09"
*: P<0.05, compared with the control group.
F 2 Transwell#&il & H 0BT 4
Tab.2 Migration cell counts of each group 3 1‘;‘[‘ 'VIL\
by Transwell experiment
() NaBjg — i RIRAFAE T S AR 7 Hh i o+
Group n ACCM VU BRI HE R TR SR, AR — b 25 £ T A i1
Control 6 130.07+21 .83* *'J ﬁ\ﬂAbﬁ] ;J:El =N/ El ’ﬂﬁ NG #ﬁﬁﬁ |
NaB 0.625 mmol/L 6 83.32+15.86 i, ERE S A H S, SR
NaB 125 mmolL ¢ 67752057 0 0 0 R 9 40 0 2
NaB 2.50 mmol/L 6 75.02+18.30 s3] " B (4] N
NaB 5 mmol/L 6 57.86+12.31° o, g . . FLRE T S
* NS e (5] S .
NaB 10 mmol/L 6 54.23+10.71 '[jﬁélﬂﬂﬁﬁé [ %ﬁjﬁ%%?&ﬁ, 1B%X¢?SACC
*: P<0.05, compared with the control group. .
ML HGE R+ W AR NaBYE T
A B 051
1 2 3 4 5 6
0.4
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e
30x10° HMGB1
— - =% 0 021
42x10° — — — — — a— 200 o1
R2=0:655
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0 01 02 03 04 05 06
c HMGB1
087 EE Control group ° 067 EE Control group
g | EZ3 0.625 mmol/L group =] E23 0.625 mmol/L group
E 0.6 E3 1.25 mmoV/L group s E3 1.25 mmoV/L group
2 [0 2.5 mmoV/L group = D 2.5 mmol/L group
7 0.4 5 mmol/L group ? 5 mmol/L group
E 10 mmol/L group g 10 mmol/L group
F 0.2 g
& ~

0 TLR4

0 HMGBI1

B 4 Western blotfllZZHMGB1, TLR4EBA KX
Fig. 4 Expression of HMGBI1, TLR4 protein ACC-M cells by Western blot

A: Expression of HMGB1, TLR4 protein, B-actin in ACC-M cells by Western blot (*: TLR4 HMGBI1 B-actin; M: Maker; Lanel-6: ACC-M cells
were treated NaB of 10 mmol/L group, 5 mmol/L group, 2.5 mmol/L group, 1.25 mmol/L group, 0.625 mmol/L group and ACC-M cells control
group). B: Correlation analysis of HMGB1 and TLR4 protein (*: 7=0.810, P<0.05). C: HMGBI and TLR4 protein expression in ACC-M each
group cells by Western blot(*: P<0.05, compared with the control group).
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e BE AR, HE R NaB X T M 4 55 4% 26 1
ACC-M4H itz 22 FIE A5 Be 1 (4l 4E FH &R -+ 43
BT

HMGB L2 T4l i% N I DNAZS & 8 1
H S P N AR ML s R SE AR B i 7, TR 20
Y rh B4 R INHMGBI #2635, gt i,
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FITNF-alJ R, B RGE A e A K AR
MR A & A . &8 0 . Mittaldg: M
N Y R g /N R SRR, UEPHHMGBIBE
PG TLRAD | 58 P 5 o 41 i 1) 5% 4 o (R -7
B4, NaBYE MHMGB LRI, Eal AT
WL gL, A R /2> HMGB 1Y)
FEAE RIS ) . AFSY 8 1F RT-PCR fil Western
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