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The inhibitory effect of haemolymph from Aspongopus chinensis Dallas on
growth of human breast cancer MCF- by CCK-8
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Abstract: To clear the inhibitory effect on human breast cancer cell line MCF- by the haemolymph from
1851

haemolymph from A. chinensis the MCF- cells cultured in vitro were treated by different concentrations

Aspongopus chinensis Dallas Bradford method was used to test the concentrations of the
of the haemolymph and at last the inhibition rates to MCF-Z cells were detected by CCK-8 method. The
results showed that the haemolymph from A. chinensis could inhibit proliferation of human breast cancer
MCF-T cells in vitro with dosage—and time-dependent effects.
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Aspongopus (0.5 mmol/L) 3500 rpm/min 4°C
chinensis Dallas 1851 Insecta 10 min
Hemiptera Dinidoridae ( .
2001) N 1.2.2 Bradford
( 10 pL PBS
2011) 100 pL 0.5 mg/mLo.
( 2005; 0. 1. 2. 4. 8. 12, 16+ 20 pL
2007) « 96 PBS 20 pL.
CCK-8 ( Cell Counting 10 pL PBS
Kit-8) 100 pL 1 pL 96
PBS 20 pL.
: (Tominaga et 500 1, G250 3 -5 min.
al. 1999; 2007, A595
2013) N .
: ( 1.2.3
2011; 2011, 2012) . MCF-7 DMEM
Bradford ( 2008; ( ) (10% 1% )
2010; 2011) 37C . 5% .
1.2.4 MCF4
MCFZ o
1 : 96
1. 1 4
MCF3 5 x10"  /mL 4
. 100 L
’ 1. 5. 10, 15 pL ( 0.5 mmol/L
1L1.1 D ) PBS
Bradford ( 15wk I
) DMEM ( Hyclone ) >:10:15 )
( ) ( ( )
); () ); ITC 5%
PBS ( ): CCK-8 12, 24, 36 h 96
( ). CCK-8 10 pL
1.1.2 4h
( ): CO, ( 490 nm oD (
) ( 2011) . (%) =
Telstar ); ( Sigma ) o - op - ob ) /(
1.2 oD - Ob ) x100
1.2.1 1.3
~20%C : SPSS 18.0 ( One
way ANOVA) + (X x5)
10 mL P <0.05 .
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0.5 mg/mL 96 595 nm

2 3
( 1)

2.1 Bradford (Y)

(X) ( 1): Y=

( BSA) 0.5 mg/mL 1.2348X +0.6240 r=0.9827 (n=7)
0. 0.025. 0.05. 0.1, 0.2, 0.3. 0.4.
1 BSA

Table 1 Comparison of standard absorbance to different concentrations of BSA

BSA ( mg/mL) Concentration of BSA 0 0.025 0.05 0.1 0.2 0.3 0.4 0.5
Average absorbance 0.576 0.623 0. 695 0.783 0. 897 1. 049 1. 139 1.175
2.2 CCK8 MCF3
2.2.1 MCFZ
Bradford
MCFZ
0.1 0:2 0.3 -3 : 0.82 mg/L 4.09 mg/L 8.17 mg/L 12.26 mg/L.
BSAYE ( mg/ml ) Concentration of BSA 2.2.2 CCK-8
! 0.82. 4.09. 8.17. 12.26 mg/L
Fig. 1 Standard curve of BSA
(P<0.05) MCFH
( 1 h ). o MCFT
3 3 9 (P<
0.05) . MCFT
P<
(2. (
0. 05) MCFZ
2 AY Y
Table 2 Absorbance of haemolymph from Aspongopus ( 3)
chinensis and its protein content 2.2.3 MCF
((A595) (mg/L) 2 : MCFZ7
Specimen Absorbance Content of protein . 12 =24 h
MCFZ
Haemolymph from 0. 6997 12. 2611 ; 24 -48 h
Aspongopus chinensts 8.17 mg/mL
12.26 mg/mL ;
Bradford 48 h
25 pg/mlL ( 2008 ) 8. 17 mg/mL 12.26 mg/mL.  MCFZ
Bradford
MCFZ
MCFZ

MCFZ
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3 12 h. 24 h. 48 h MCF4
Table 3 Inhibitory effects of haemolymph from Aspongopus chinensis on proliferation of human breast cancer
MCF-7 for12h 24 h 48 h

(mg/L) 12 h (%) 24 h (%) 48 h (%)
Concentration of protein Inhibitory at 12 h Inhibitory at 24 h Inhibitory at 48 h
CK 0 0 0
0. 82 14.96 £3.64° 39.43 +3.48" 55.69 £0.33°
4.09 36.86 +1. 89" 65.23 £2.37" 77.75 £2.55°
8.17 62.36 £3.56° 88.95 +1.49° 89.17 0. 86"
12.26 84.12+1.65° 92.68 +0.99° 92.48 +1.19°

MCF4

2 CCK-8 oD

= ; MCF4

o 0. 82,

3 4.09. 8.17. 12.26 mg/L .

=

0.82 4.09 8.17 12.26 ( 2005;
W (mg/mL) Concentration of protein 2011; 2015)
2 12 hy 24 h. 48 h MCFF °
Fig. 2  Inhibitory effects of haemolymph from Aspongopus (2012
chinensts on proliferation of human breast cancer 2013)
MCFZ for 12 24 48 h . (2015)
MTT
] SGCT901.  HepG2 :
(2013)
3
SGC7901 o
( Zheng et al. 2010; Ferlay et al.
2010) . . .
. Bradford
MTT
( CCK-8
2011; 2013) . MCF-
Bradford °

MTT DMSO o
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