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APPENDIX A

Preparation of Reagents in the Experiment

Preparation of Metaphase Chromosomes (Lymphocytes culture)

1). Growth medium

RPMI 1640 powder (biochrom AG) 10.42 g.
Sodium bicarbonate (NaHCO3) 2 g.
Streptomycin 100 mg.
Ampicillin 30 mg.
Distilled water 1000 ml.

Dissolved and mixed by magnetic stirrer with adjust pH 7.2, and then filter
through sterilized filter. Before use, add fetal calf serum 20 ml in growth medium 80
ml and stored at 4-8 °C.

2). Phytohaemagglutinin (PHA)
PHA (L-form) lyophilized (Biochrom AG)
Sterile distilled water 5 ml.

Dissolved the lyophilized in sterile distilled water and stored at 4-8 °C.

3). Phosphate Buffer Saline (1xPBS)

Sodium chloride (NaCl) 8 g.
Potassium chloride (KCI) 02 g
Sodium hydrogen phosphate dibasic (Na,HPO42H,0) 1.15 g.
Potassium dihydrogen phosphate (KH2PO,) 0.2 g.
Distilled water 1000 ml.

Dissolved and mixed by magnetic stirrer and stored at room temperature.
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4). Hypotonic Solution (0.075M KCI)
Potassium chloride (KCI) 562 g.
Distilled water 1000 ml.
Dissolved and mixed by magnetic stirrer. The solution was kept at room

temperature.
5). Fixative solution
Mixed absolute methanol and and acetic acid in proportion of 3:1 by volume.

Before used, stored at -20°C.

6). Sorensen’ s buffer

Potassium dihydrogen phosphate (KH2PO,) 526 g.
Disodium hydrogen phosphate dibasic (Na,HPO42H,0) 856 g.
Distilled water 1000 ml.

Dissolve and mix by magnetic stirrer. Store at room temperature.

7). 10% Giemsa Staining

Gurr’ s Giemsa stain (Merck) 25 ml
Sorensen’ s buffer 25 ml.
Dilute Giemsa stain and store at room temperature.

Comet Assay

8). Lysing solution

NaCl 146.1 g.
EDTA 37.2 g.
Tris (base) 12 g

The ingredients were added to about 700 ml of distilled water with constant
stirring of the mixure. The NaOH 8 grams was added and allowed the mixure to
dissolve. The pH was adjusted to 10 using concentrated HCI or NaOH the diluted to

890 ml with distilled water and stored at room temperature (incomplete lysing
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solution). The working lysing solution was prepared by fresh 1 ml of Triton X-100
and 10 ml of DMSO were added in 89 ml of incomplete lysing solution and then
refrigerated for at least 60 minutes for protect DNA damage from high temperature of

reagent.

9). Electrophoresis buffer

NaOH 1.2 g.
Distilled water 600 ml.
200 mM EDTA 3 ml.

The electrophoresis buffer was stored at 4°C about 45-60 minutes. Before to

use, it was measured the pH buffer to ensure 13.

10). Neutralization buffer
Tris 242 q.
Dissolved Tris in approximately distilled water and adjusted to pH 7.5 with conc.
HCL. Later, diluted to 500 ml with distilled water and stored at 4°C.

11). Staining solution
Ethidium bromide 10 mg.
Distilled water 10 ml.
Dissolve ethidium bromide in distilled water (stock solution). Before used,
diluted stock solution with distilled water in proportion 1:10 (v/v).
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APPENDIX B
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APPENDIX E The spread sheet showing the frequency of structural chromosome aberrations in individuals subjects of control group.

No. code ‘?’e‘l - ana ctg [ ctb | cte | csg [ csb | ace | dic | r Other | Number of aberration | Number of cell with aberration
1 [CONO001 1 1 1
2 |CONO003
3 |CONO004 2 2 2
4  |CONO005 1 1 1 3 3
5 |CONO006 2 1 3 3
6 |CONO007 1 1 2 2
7 |CONO008 1 1 1
8 |CONO009 1 1 1
9 |CONO10
10 |CONO13 1 1 2 2
11 |CONO14 1 1 2 2
12 |CONO15
13 |CONO16 1 1 1
14 |CONO17 1 1 2 2
15 |CONO18 3 3 3
16 |CONO19
17 |CONO020 1 1 2 2
18 |CONO021 1 1 1




No. code ‘?’e‘l - ana ctg [ ctb | cte | csg [ csb | ace | dic Other | Number of aberration | Number of cell with aberration
19 |CONO022
20 |CONO023 1 1 1
21 |CONO024
22 |CONO026
23 |CONO027 1 1 1
24 |CONO028
25 |CONO029 1 1 1
26 |CONO30
27 |CONO31 1 1 2 2
28 |CONO034
29 |CONO035
30 |CONO36 1 1 1
37UNA@ aberration uAAz¥HA 14 ( 3 0 (11] 2 2 0 0 32 32
17 15
5IUWA aberration IRWZNGN 32
FIUHATIMBAARNIZNGN 32




APPENDIX F The spread sheet showing the frequency of structural chromosome aberrations in individuals subjects of exposed group.

No. code ‘?6 - ana ctg | cth | cte | csg | esb | ace | dic| r | Other | Number of aberration | Number of cell with aberration
1 |EXPO050 2 2 2
2 |EXPO051
3 |EXP052 2 1 3 3
4 |EXPO053
5 |EXP054 1 1 1 3 3
6 [EXPO055 1 2 1 4 4
7 |EXP056 1 1 1
8 |EXPO057 1 1 1
9 |EXPO058
10 |EXP059 1 1 2 2
11 |[EXP060
12 |EXP061 1 1 1 3 3
13 |EXP062 1 1 1
14 |EXP063 1 1 1
15 |EXP064
16 |EXP065 213 1 1 7 7
17 |EXP066 1 1 1
18 |EXP067 1 1 2 2




No. |code “ls;i’) - ana ctg | cth | cte | csg | esb | ace | dic Other | Number of aberration | Number of cell with aberration
19 |EXP068 1] 2 3 3
20 |EXP069 1 1 2 2
21 |EXP070 2 1 3 3
22 |EXP071 1 1 2 2
23 |EXP072 1 1 1
24 |EXP073 2 1 1 4 4
25 |EXP074 1 1 1
26 |EXP075 2 2 2
27 |EXP076 1 1 2 2
28 |EXP077 1 1 1
29 |EXP078 1 2 3 3
30 |EXP079 1 1 2 2
31 |EXP080 1 1 2 2
32 |EXP081 1 1 1

5IUNA aberration UAaz¥ia 20(22(0] 8| 4|51 60 60

42 18
3IUWA aberration IMWIZNGN 60
FIUHATNOUTAARINZAGN 60
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APPENDIX G Shows the mean values of tail length and tail moment in the control

(group 1) and exposed subjects (group 2)(measure from 100 comet cells per subject).

name ritrm | rmitl | group |

1 1 38 1.54 1
2 3 01 .30 1
3 4 i) =] 1
4 3 Natal 4,28 1
3 ] 24 1.82 1
B 7 05 A0 1
7 8 12 1.04 1
2 o Nula] .88 1
9 10 21 1.29 1
10 13 10 T2 1
11 14 34 1.45 1
12 15 15 1.09 1
13 16 41 212 1
14 17 1.07 4.17 1
15 13 G4 3.12 1
16 19 15 1.13 1
17 20 30 1.54 1
18 21 1.08 3.79 1
19 22 A1 A5 1
20 23 a9 83 1
21 24 41 1.55 1
22 26 o 2.89 1
23 27 A7 1.09 1
24 28 35 1.36 1
23 29 19 124 1
26 30 21 1.27 1
27 31 31 1.39 1
28 34 24 1.14 1
29 33 23 1.05 1
20 36 14 A3 1




APPENDIX G Continued.
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narne | tritm rritl group
21 =0 10.49 22,82 2
22 =21 10.92 23,90 2
33 32 1.48 5,76 2
34 23 1.07 5.30 2
25 24 1.83 .44 2
36 25 A4 2,92 2
37 a6 a7 1.20 2
28 57 A1 1.40 2
39 b= 13 1.22 2
40 =9 26 1.46 2
41 &l e 3,23 2
42 61 B7 3.97 2
43 G2 a7 2.47 2
44 63 20 1.30 2
45 G 23 142 2
46 ta] 1.54 &.50 2
47 alu] 1.28 3.67 2
43 &7 1.7 5.19 2
43 63 311 811 2
pall B9 1.17 4,30 2
a1 70 B2 251 2
bt 71 1.15 2.62 2
palC 72 1.87 6.032 2
54 73 95 2.597 2
patal 74 7.26 14.88 2
S6 75 1.64 4,36 2
a7 7 2.32 5,29 2
b= 77 2.49 £.69 2
=9 78 1.72 .84 2
&0 79 13 1.16 2
61 20 33 211 2
G (=1 34 1.56 2
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