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Abstract :[Objective] To explore the differences between Tibetan medicine Zuotai and methyl mercury
on the apoptosis of Neuro-2a cells. [Method) The cell activity was determined by SRB method. The haema-
toxylin and eosin (HE) was used to observe the morphology of Neuro-2a cells. The apoptosis rate was de-
tected by Amnis Flow Sight System. Real-time PCR was used to examine the expressions of the apoptosis-

related genes. [Result) Compared with the control group, with the increase of incubation time (6,12,
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24 h),no significant changes in cell viability and cell morphology were found in Zuotai group (1. 83 mg/L.,
the mercury content was 1 mg/L),the apoptosis rate increased significantly after incubation for 12 h, the
expression of inflammatory factor 1L-6 was significantly increased in Zuotai group after incubation for 24
h,and there were no significant differences in the expression of Caspase family genes and mitochondria-re-
lated genes. The cell viability of MeHgCl group (1. 25 mg/L,the mercury content was 1 mg/L) was de-
creased from (97.12£0.082) % to (26.340.069) % ,the morphology was gradually seriously damaged,and
the apoptosis rate of MeHgCl group was increased with the increase of incubation time, which were higher
than that of Zuotai group. The expression of inflammatory cytokine genes 11-6,1L-18 and TNF-a was sig-
nificantly increased in MeHgCl group, the ratio of mitochondrial apoptosis-related genes between Bel-2 and
Bax was decreased. and increased the expression of Caspase family genes Caspase-3 and Caspase-9.
[Conclusion)] The toxicity of Tibetan Zuotai to Neuro-2a is much less than that of methyl mercury at same
mercury content.

Key words: Zuotai; MeHg;nerve cell;apoptosis

[1-2]
)

b

“ 2

Neuro-2a
[3]

1.1
( ) s MeHg( Sigma

[5] “ 9

) Neuro-2a(

54.5%
B-HgS., B-HgS 200~700 nm ( )
[6-7] s ( );

FlowSight ( ) ETCS811
’ ( ); Vl_
[8-10] , , 1A™7 PCR (

B 1.3

L B (sulforhodamine B, SRB) (
’ Sigma ) (
)3 (

[13-15]
’ ( Takara ).

Neuro-2a, 2.1
N . N Neuro-2a 10%



Neuro-2a 31

1% - (100 X)  MEM
, 37 °C.5% CO, . (%) =( oD/ OD )X100%
Neuro-2a 0.25% -EDTA 2.4
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96 25 / 6 , 24 h , PBS 3 .95% 20
min 10 min, 10 min
2.2 , 30~120 s,70% .80%
: (Control) , .90 % . )
(Zuotai, 1. 83 mg/L, 1 mg/L), (Me-
HgCl,1. 25 mg/L, 1 mg/L), 2.5
6.12.24 h, . AnnexinV-FITC PI
e 2.1
PBS, L6l ,PBS ,
2.3 1 000 g 5 min, PBS . 10
B ( sulforhodamine B, 1000 g 5 min, 195 uL
SRB) , MTT , Annexin V-FITC , 5 L An-
SRB N s nexin V-FITC.0 pL (PD .
S 2.1 15 min
: 100 uL 2.6 .
10% TCA,4 C 5 2.1
100 L. SRB 20 min, 1% 5 1 mL/ TRIzol RNA.,
, 150 pL/ TrissHCI(10 mmol/L), cDNA, cDNA
20 min, 560 nm OD . . 1.
1 PCR
Table 1 Primer sequences for RT-PCR
Gene Forward (5" —3") Reverse (5'—3") Access
Bactin TGTCACCAACTGGGACGATA  GGGGTGTTGAAGGTCTCAAA _ B661302
(Sangon, China)
Caspase-3 TGGTGATGAAGGGGTCATTT GAGTTTCGGCTTTCCAGTCA NM 001284409. 1
Caspase-7 ATTTTAGGGGAGACCGATGC CCGTGGAGTAAGCAAAGAGG NM 007611. 2

Caspase-9 CCACTGCCTCATCATCAACA TCGTTCTTCACCTCCACCAT NM 001277932.1
Bak TCTCCTGGGCTTTGGCTA ATCTGGCGATGTAATGATGC NM 007523.3
Bax ATGCGTCCACCAAGAAGC CAGTTGAAGTTGCCATCAGC NM 007527. 3
Bel-2 AGCCTGAGAGCAACCCAAT AGCGACGAGAGAAGTCATCC NM 009741.5
p53 GCGTAAACGCTTCGAGATGT AAGGCTTGGAAGGCTCTAGG NM 001127233.1
TNF-a ACGGCATGGATCTCAAAGAC GTGGGTGAGGAGCACGTAGT NM 001278601. 1
11-6 CCGGAGAGGAGACTTCACAG CAGAATTGCCATTGCACAAC NM 001314054. 1
1L-13 GCTGCTTCCAAACCTTTGAC AGCTTCTCCACAGCCACAAT NM 008361. 4
2.7
SPSS 21.0 ) 3
x+s, Kruskal-
Wallis H test Mann Whitney U 3.1
test s a=0. 05. s (6,12,
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( 9-A_2-D.2-G) Compared with the control group,** P <C 0. 001,™* P <C

0.01,* P<C0. 05.
¢ 2-B.2-E.2-H),

1 Neuro-2a
’ (n=6)
¢ 2-C.27F.2-D, Figure 1 Effect of Zuotai and MeHgCl on the cell viability

of Neuro-2a (n=6)
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Figure 2 Effect of Zuotai and MeHgCl on Neuro-2a cell morphology (HE staining,400 X))
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Figure 3 Effect of Zuotai and MeHgCl on the apoptosis rates in Neuro-2a (n=3)
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Figure 6 Effect of Zuotai and MeHgCl on the expressions of mitochondrial apoptosis-related genes

in Neuro-2a (n=9)
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