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ABSTRACT BACKGROUND & AIM: To explore the influence of different concentrations and different proportions of
Wright-Giemsa dye on its staining effect, through application to micronucleus test of HepG2 cells induced by hexavalent
chromium[ Cr( V) ]. MATERIALS AND METHODS: HepG2 cells were stained with different proportions of Wright-Giemsa dye
and for different stain time, and their influence on staining effects were assessed. RESULTS: Better results could be
obtained when cells were stained with a concentration of Wright-Giemsa at 3 : 1 for 3-5 minutes. CONCLUSION:
Wright-Giemsa stain could be applied to micronucleus test with favorable effects.
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DMEM (HyClone , ) 1.2.3
( ) 3 min 5 min -
( ) ( ) -
3:1~1:3 1~ 15 min
1.2
1.2.1 0.5 ¢ 1.3 X
33 ml
56 C 90 min 33 ml 2
1 2.1
9 (pH=6.8) -
( ) - 5
1.2.2 (Cytokinesis-blocking CB) 1 3510 mn 15 min
Natarajan ]
HepG2 25 ml 1
5x10%/ml 37 C 5% CO, 1 min
0 2.5 5 10 10 min
tmol/L  Cr(V]) 24 h
0.5 ml 0.25% 3~5 min
PBS B(
5 trg/ml)  DMEM 24 h - 1:31:2 1:1
(3:1) 2:1
3:1
1
Table 1 Influence of different stain time and Wright-Giemsa dye proportions on stain effect
Wricht: Gi Stain time (min)
right: Giemsa 1 3 5 10 15
3:1 Light stain in nucleus Clear stain, apparent Vivid stain, distinct Deep stain, deep Excessively deep colour
comparison comparison colour in slides in slides
2:1 Light stain in nucleus Good comparisons between Good comparisons between Red stain, deep colour — Excessively deep colour
plasm and nucleolus plasm and nucleus in slides in slides
1:1 Light stain in nucleus Light stain in plasm Difficult to Red stain, difficult Only cell outline visible
distinguish ~ plasm to distinguish
1:2 Blue stain in nucleus Blue stain in plasm Light stain in plasm Bad stain in plasm Blue stain
1:3 Blue stain in nucleus  Blue stain in plasm Clearcut cell outline Light stain Licht stain in plasm
2.2 ( 1c)
3:1 - 2.3 Cr(V) HepG2
2] 3:1 _ 5
3min 5 mn - min Cr(VI) HepG2
5 min la - HepG2 Cr( V) 24 h
B
(71.2+0.13) %o B
(3.4£0.25)%0 Cr(VD)
( 1b) Cr( V1) HepG2
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Figure 1 Effect of three kinds of stain methods ( x 400)
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Figure 2 Micronuclei induced by Cr(V[) on HepG2 cells stained by the
mixture of Giemsa and Wright( x 400). a control group b test group

2 HepG2
Table 2 Effect of hexavalent chromium on micronuclei rate of HepG2
cell
Hexavalent chromium Binuclear Binuclear cells Micronuclei
concentration ( #mol /L) cells with micronuclei rate (%o)
Control 3 000 64 21.33+£5.17
2.5 3 000 102 34.00+6.49"
5.0 3 000 256 85.33+9.99"
10.0 3 000 555 185.00+ 13.90 "
Compared with control , “P <0.05.
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