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APPENDIX A

PREPARATION OF REAGENTS

Growth medium of PC12 cells

DMEM powder (1 package) was dissolved with deionized distilled water and
the 3.7 g sodium bicarbonate was added. The medium was mixed well and adjusted
pH to 7.2 with 1-5 N HCL The medium was then adjusted volume to 1,000 ml and
further sterilized by filtration with 0.2 pm millipore filter membrane. Before use, the
medium was supplemented with 10% FBS, 5% HS, and penicillin (50 unit/ml) and
streptomycin (50 pg/ml).

Phosphate buffered saline (PBS)

To make 1 liter of PBS, the ingredients including s g NaCl, 0.2 g KC1, 0.2 g
KH:PQ., and 1.15 g Na2HPC.. were dissolved in deionized water. The solution was
mixed well and adjusted the pH to 7.4 with 1-5 N NaOH. The solution was adjusted
volume 10 1,000 ml.

MTT solution

MTT powder 50 mg was solubilized well in 10 ml PBS and filtrate through
0.44 pm membrane. The MTT solution was stored at 4 °C in a dark bottle equipped
with a tight cap. The solution was prepared freshly each month.

Lysis buffer for MTT assay

To prepare 50 ml lysis buffer for MTT assay, 25 ml jVpV-dimethyl formamide
was diluted with 25 ml H-0 and 10 g SDS was added. The mixture was stirred until
completely solubilized and then adjusted pH to 4.7 with 2.5% solution of a mixture of
80% citric acid and 1N HCL

2.5% solution of a mixture of 80% citric acid and 1N HCl

(0.5 ml of 80% citric acid, 0.5 ml of 1N MCI, and 39 ml HiO)
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Acrylamide gel

solution A 0.8% methylene bis acrylamide, 30% acrylamide
solution B 15 M Tris HCI (pH s.s)

solution ¢ 10% SDS

solution D 0.5 M Tris-HCI (pH 6 .8)

APS (ammonium persulfate) ~ 10% APS in DDw
TEMED (N, N, N', N'-tetramethylenediamine)
solution A, B, APS, and TEMED  stored at 4 °c
solution ¢ stored at room temperature
APS prepared every week

The gel apparatus and spacers (1.5 mm thick) were assembly.

1. Preparation of separating gel
To make 2 plates of 10% acrylamide gel, the ingredients of separating gel
including, solution A 6.7 ml, solution B 5.0 ml, solution ¢ 0.2 ml, and DDW 7.9 ml,
were thoroughly mixed. The mixture was supplemented with 200 pi APS and s pi
TEMED, then thoroughly gentle mixed, and immediately pour the gel between the
glass plates. Before gel polymerization was complete, DDW was layered on the top

of the separating gel (4-5 mm). Leave the separating gel for approximately 30 min to
polymerize.

2. Preparation of stacking gel

Once the separating gel has completely polymerized, DDW was removed
from the top of the polymerized gel, and washed with DDW. To make stacking gel,

the ingredients including, solution A 1.3 ml, solution ¢ 34 pi, solution D 2.5 ml, and
DDW 6.1 ml, were thoroughly mixed. The mixture was supplemented with 50 pi
APS and 10 pi TEMED, then thoroughly gentle mixed, and immediately pour the gel
between the glass plates. The combs were inserted between the 2 plates of 2 sets of
gel apparatus. The gels were leaved for approximately 30 min to polymerize.



85

3. Application of samples
Once the stacking gel has completely polymerized, DDW was added and
gently removed combs. The wells were flushed out thoroughly with running buffer.
The clips and sealing tapes were removed and set up the gel chamber. Running buffer
was filled out both inner and outer chamber. Before loading samples and protein
marker, all air bubbles between layers were removed by gentle rolling the chamber.

Running buffer

To make 1 liter of 5xrunning buffer (250 mM Tris, 1.92 M glycine, and 0.5%
SDS) for stock solution, the ingredients including 30.2 g Tris, 144.13 g glycine, and 5
g SDS were dissolved in DDW with continuously stirring. The solution was adjusted
volume to 1,000 ml. Before use, the solution was diluted to 1Xrunning buffer (50 mM
Tris, 0.384 M glycine, and 0.1% SDS) with DDW, 5xrunning buffer: DDW = 4: 1

Transfer buffer

To make 1 liter of IOxtransfer buffer (L M Tris, and 1.92 M glycine) for stock
solution, the ingredients including 121.14 g Tris, and 144.13 g glycine were dissolved
in DDW with continuously stirring. The solution was adjusted volume to 1,000 ml.
Before use, the solution was diluted to 1,000 ml of Ixtransfer buffer (0.1 M Tris,
0.192 M glycine) supplemented with 5% methanol, 10xrunning buffer : methanol :
DDW = 100 ml : 50 ml : 850 ml.

Tris-buffered saline, 0.1% Tween 20 (TBST)

To make 1 liter of IOXTBST (100 mM Tris, 1 M NaCl, and 0.1% Tween 20)
for stock solution, the ingredients including 12.114 g Tris, 58.44 g NaCl, and 10 ml
Tween 20 were dissolved in DDW with continuously stirring.  The solution was
adjusted volume to 1,000 ml. Before use, the solution was diluted to IxTBST (10
mM Tris, 0.1 M NaCl, and 0.01% Tween 20) with DDW, IOXxTBST :DDW =9 : 1
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Sample buffer

To make 50 ml of 3xsample buffer (225 mM Tris-HCI, pH & ., ¢% SDS, 30%
glycerol, 9% 2-mercaptoethanol, and 0.009% bromphenol blue) for stock solution, the
ingredients including 22.5 ml 0.5 M Tris-HCI, 3 g SDS, 10 ml glycerol, 4.5 ml 2-
mercaptoethanol, and 225 pi 2% bromphenol blue were dissolved in DDW with
continuously stirring. The solution was adjusted volume to 50 ml. 3xsample buffer
was aliquot into 1 ml/tube and stored at -20 °c. Before use, the solution was diluted
to Ixsample buffer (75 mM Tris-HCI, 2% SDS, 10% glycerol, 3% 2-mercaptoethanol,
and 0.003% bromphenol blue) with DDW, 3xsample buffer : DDW =2:1, and then
heat 95 °c, 5-10 min.,

Lysis buffer for Western blot analysis

To make 50 ml of Iysis buffer (50 mM ~ris-HCI, pH 8.0, 150 mM NaCl, 20
mM EDTA, 50 mM NaF, 1% NP-40, 0.02% NaNs supplemented with 1 mM
phenylmethanesulfonyl fluoride (PMSF), 2 pg/ml leupeptin, and 2 pg/ml aprotinin),
the ingredients including 25 ml 1M Tris HCI, pH 8.0, 0.4383 g NaCl, 0.3722 ¢
EDTA, 2.5 ml 1 M NaF, 0.51 ml NP-40, and 0.01 g NaNs were mixed well in DDW
40 ml. The solution was aliquot into 5 tubes and stored at 4 °c. Before use, the
solution was supplemented with 200 pi 50 mM PMSF, 20 pi 1 mg/ml leupeptin, and
351 pi 5.7 mg/ml aprotinin).and the volume was adjusted to 10 ml.

Commeassie Brilliant Blue G-250 for protein determination

To prepare 1 L of Commassie Brilliant Blue G-250 solution, 100 g
Commassie Brilliant Blue G-250 was mixed with 50 ml ethanol and 100 ml 85% (w/v)
phosphoric acid, and then adjusted volume to 1,000 ml with DDW.  After the
mixture was mixed well by continuous stirring, the solution was fatrated through

Whatman No 10. The solution was kept in container with tight cap and avoid from
light.
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APPENDIX B

TABLES OF EXPERIMENTAL RESULTS

Table 1 The percentage of cytotoxicity of satratoxin H-treated PC12 cells in
concentration-dependent manner for 24 h,

Satratoxin H (1) (cofr?pgregljst%r\él)\ﬁlrol)

0 100  0.00
1 100.37 £9.67
5 96.06 £6.14

10 81.95 £ 11.75*

20 58.79 + 15.61*
50 43.02 £5.44*

100 34.48 £3.93*

Each value represented the mean value with SEM of three independent

experiments. Asterisks refer significant differences from the control group: *p<0.05
determined by one-way ANOVA.

Table 2 The percentage of cytotoxicity of satratoxin H at the concentration of its
ICso (50 nM)-treated PC 12 cells at various time points (time dependency).

Time (hour) (cor(;?pnge”dst%r\é(i)\ﬁlrol)
0 100 £4.48
6 74.75 + 7.45*
12 63.71 + 5.04*
18 59.53 £4.26*
24 50.17 + 6.37*

Each value represented the mean value with SEM of three independent

experiments. Asterisks refer significant differences from the control group: *T<0.05
determined by one-way ANOVA.



Tabic3 The percentage of fragmented DNA. detected by Hoechsl 33342 assay
induced by satratoxin H at the concentration of 50 nM in PC12 cells at various time
points (time dependency).

% Apoptosis (compared to control)

Time (hour) _ _
Serum-free medium  Complete medium

0 5.24 £0.46 4.08 £0.53

12 7156 £0.61 6.30 £0.30

24 1481 + 1.01* 12.45 £0.86*

36 13.33 +0.70* 12.92 £0.95*

48 12.70 £0.71* 17.09 + 1.22*

Each value represented the mean value of % of control with SEM of four
independent experiments.  Asterisks refer significant differences from the control
group: 1 determined by one-way ANOVA.

Table 4  The percentage of fragmented DNA in PC 12 cells by flow cytometry using
propidium iodide, induced by satratoxin H at the concentration of 50 nM at various
time points (time dependency).

% Apoptosis (compared to control)

Time (hour)
Serum-free medium ~ Complete medium
0 13.89 £0.80 0.83 £0.19
12 18.62 t 1.6 1.2810.34
24 2048 + 142* 2.28 £0.46
36 1852 + 1.06 2.69 £ 0.84
48 1745 +2.2 7.08 £2.68**

Each value represented the mean value of % of control with SEM of five
independent experiments for complete medium, and four experiments for serum-free
medium.  Asterisks refer significant differences from the control group (vehicle):
*0<0.05, **/x0.01 determined by one-way ANOVA.



Tabic 5  The relative intensity in PC 12 cells quantitated by a ow cytometry using
DCFH-DA induced by satratoxin H (50 nM) and incubated in serum-free medium at
various time points (time dependency).

Time (hour) Relative fluorescence intensity
0 255.48 £ 11.33
0.5 264.88 + 13.29
1 254.35 + 10.32
3 287.94 £ 13.16
6 310.78 + 12.94*
12 312.73 £ 10.75*
24 318.55 + 11.42*

Each value represented the mean value of % of control with SEM of six
independent experiments. -~ Asterisks refer significant differences from the control
group (vehicle): *E<0.05 determined by one-way ANOVA.

Tables The MDA content of satratoxin H (50 nM)-treated PC12 cells in time-
dependency incubated in serum-free medium.

Time (hour) MDA content (nM)
0 156.04 + 18.48
12 177.75 £9.88
24 199.16 £ 10.89
36 353.08 +64.92*
48 3725 £ 69.28*

Each value represented the mean value with SEM of four independent
experiments.  Asterisks refer significant differences from the control group treated
with the same concentration of satratoxin H: *b<0.05, determined by one-way
ANOVA.



Table 7

The percentage of cytotoxicity of satratoxin

90

- treated PC'12 cells with

and without MAPK.S inhibitors; SB203580 p38 MAPK inhibitor. SP600125 .INK
inhibitor, and PD98059 ERK1/2 inhibitor.

Satratoxin % cell survival (compared to own control)a

ld (nM) vehicle 30 pM SB203580 10 pM SP600125 30 pM PD98059

control oot 181 100 rt 1.48 100 t2.21 100+ 1.27

1 89.93 £2.99 90.21 £2.42 91.95 £2.14 86.84 + 151

5 83.62 +2.68 93.80 + 1.96 87.04 + 1.99 78.91 £2.06

10 62.43 £ 1.02 1715 4,05 66.87 £2.93 63.67 £2.62

20 3051 £2.53 58,68 £ 1.40* 53.10 £ 5.75 38.07 £ 172

50 33.01 £3.31 57.61 + 1.64* 53.32 £5.77* 3341 £2.16

100 334913.25 5757 L76* 53.55 £6.08* 33.47 £2.38

aEach value represented the mean value with SEM of three independent
experiments. Asterisks refer significant differences from the control (vehicle) group

treated with the same concentration of satratoxin H: *p<0.05 determined by two-way
ANOVA.

Table 8A The percentage of cytotoxicity of satratoxin Id-treated PC 12 cells with and
without antioxidant glutathione (GSH) for & h in serum-free medium,

Satratoxin H % cell survival (compared to own control)s

(nM) vehicle 1raM GSH 5 mM GSH 10 mM GSH
0 100 £2.23 100 t 1.28 100 +4.13 100 £0.69
) 99.81 £2.93 98.22+3.09  95.03+3.10 10041 £6.31
5 9257+ 1.74 9180 £2.40  88.99+2.03  100.39 % 5.68
10 88.53 +2.00 8297+ 144  86.80£3.05  89.97£4.32
20 7530+ 111 7234+ 18 80621497  86.63 + 3.98
50 66.43 £3.51 66.03+ 125  70.80+353  79.44 +3.94
100 68.31 + 1.13 66.37£2.41 65594272 7447+ 147

aEach value represented the mean value with SEM of three independent
experiments determined by two-way ANOVA.



Table 8B The percentage of cytotoxicity of satratoxin 11-treated PC 12 cells with and

without antioxidant glutathione (GSI2) for 12 h in serum-free medium.

Satratoxin Id

(nM) vehicle 1mM GSld 5mMGSIT 10 mM GSI 1
0 100 £ 1.15 100+ 1.19 100 £ 1.35 100z 1.30
1 99.96 + 1.60 96.84 £3.66  98.37£2.89  94.96 £2.52
5 89.98 £2.85 9093+ 169  9297+213  93.34£2.18
10 78.37 £2.84 1861 £2.46 84231295 9307 £3.01
20 66.77 £ 2.20 6543+ 172  7254% 177  86.14 £4.42
50 62.79 £ 147 09.28 t2.40 64691221  75.26£3.84
100 59.44 +2.08 57.32+£ 167 6261+ 197 6881 +2.79

% cell survival (compared to own controls

aEach value represented the mean value with SEM of three independent
experiments determined by two-way ANOVA.

Table 8C The percentage of cytotoxicity of satratoxin Id-treated PC 12 cells with and
without antioxidant glutathione (GSH) for 18 h in serum-free medium.

Satratoxin H % cell survival (compared to own controlys

(nM) vehicle 1mM GSH 5mM GSH 10 mM GSH
0 100 i0.86 100i 172 100 12.21 100i357
) 10348 £2.10 9756 £2.01 91.76 £3.90  110.07 £ 10.04
5 92.87 £2.55 86.85£3.30 8466+ 143  83.73 +3.62
10 76.67 +3.06 72074255 71054286  76.89 +4.30
20 58.70 £ 1.66 56.98£2.99  55.05+3.05  71.05t4.16
50 51.84 £ 1.08 4730 £t0.89  46.82+ 187  68.91 £4.46
100 46.92 + 1.02 4500+ 148  4755+2.43  73.34+£9.30

aEach value represented the mean value with SEM of three independent
experiments determined by two-way ANOVA.



Tabic 8D The percentage of cytotoxicity of satratoxin 11- treated PCI 2 cells with
and without antioxidant glutathione (GSH) for 24 h in serum-free medium.

Satratoxin H
(nM)
5

50

100

% cell survival (compared to own controlyx

vehicle

100+ 5.35
86.68 i270
76.08 + 2.72
63.49 + 3.25
46.91 + 1.88
44,97 + 2.20
43.46 £2.40

1niM GSH
100 + 141
96.47 + 147
84.25 +3.48
70.49 £4.99
55.68 £4.04
50.44 £2.75
47,83 +2.15

5> mM GS11

100 £3.37
85.87 +3.06
84.36 + 5.00
7250 £6.93
56.50 + 5.30
4494 £3.23
51.73 + 3.38

10 mM GSI'1
100 +2.05
101.05 £ 11.06
86.98 +3.39
1189 +3.08
66.27 £ 3.38
59.57 + 177
62.43 +3.93

aach value represented the mean value with SEM of three independent
experiments determined by two-way ANOVA,

Table 8E The percentage of cytotoxicity of satratoxin H-treated PC 12 cells with and
without antioxidant Aacetylcysteine (NAC) for s hin serum-free medium.

Satratoxin H
(nM)
5

50

100

% cell survival (compared to own controlys

vehicle
100 £ 1.09
102.15 + 1.85
9391 £2.39
87.11 £2.71
16,72 £2.17
71.85 ¢ 187
7281 1 1.20

ImM NAC
100 + 1.15
97.88 +0.89
91.81 +2.56
88.15 £3.45
11.11 +2.36
67.65 + 1.60
13.20 £2.24

5mM NAC
100 + 154
9731 +2.19
94.97 £2.20
90.84 £6.54
80.62 t 2 2
1411 + 161
13.84 £2.53

10 mM NAC
100 £4.97
91.10 +4.02
93.58 +5.98
87.07£2.91
18.19 £4.42
80.72 £ 1.65
78.82 +6.97

aach value represented the mean value with SEM of three independent
experiments determined by two-way ANOVA.
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Table 8F The percentage of cytotoxicity of satratoxin 1I-trcalcd PC 12 cells with and
without antioxidant TV-acetylcysteine (NAC) for 12 h in serum-free medium,

Satratoxin H

(nM)
5

50

100

% cell survival (compared to own controly:

vehicle
100 £0.85
97.23 £2.22
85.96 +2.76
7559 + 148
62.52 + 1.39
58.77 + 1.18
58.79 + 1.27

1mM NAC
100+ 177
101.61 £ 1.2
90.60 £2.82
78.26 £4.19
63.18 + 197
60.17 + 1.05
56.17 + 1.08

5mM NAC
100 i 1.11
97.24 £ 2.60
92.02 £ 1.20
82.61 + 1.78
69.62 +2.13
63.37 +2.33
65.16 + 2.58

10 mM NAC
100 + 2.52

101.40 £6.92

9252214
89.30 +2 43
1157 +2.95
1215+ 193
70.89 £2.05

aEach value represented the mean value with SEM of three independent
experiments determined by two-way ANOVA.

Table 8G The percentage of cytotoxicity of satratoxin H-treated PC 12 cells with and
without antioxidant ~-acetylcysteine (NAC) for 18 h in serum-free medium.

Satratoxin H

(M)
5

50

100

% cell survival (compared to own controlyx

vehicle
100 = 1.82
107.72 £2.20
91.30 + 1.82
1744 +2.34
61.44 + 1.46
54.85 + 161
51.80 + 1.94

1 mM NAC
100 i 0.86
101.36 + 2.01
90.93 £2.31
1442+ 171
55.94 + 1.09
49.68 + 1.65
50.28 + 181

5 mM NAC
100 £2.71
97.51 +4.04
86.55 +2.02
60.02 +3.92
62.66 + 5.21
53.81 + 1.69
51.91 +4.05

10 mM NAC

100 £3.95

106.69 £ 8.16
107.27 £ 1149
92.80 £6.87
84.63 + 521
80.79 + 501
1452 £2.72

a&ach value represented the mean value with SEM of three independent
experiments determined by two-way ANOVA.



Tabic 8H The percentage of cytotoxicity of satratoxin 11 treated PC 12 cells with and
without antioxidant jV-acetylcysteine (NAC) for 24 h in serum-free medium.

Satratoxin n
(nM)
0
1
5
10
20

50

100

% cell survival (compared to own controly

vehicle
100 £2.23
96.04 +2.95
82.77 +3.59
63.92 £2.04
48.77 + 1.37
46.26 + 1.34
44,08 + 1.07

1mM NAC
100 i 1.11

96.64 £ 1.87
78.64 +2.40
59.23 +2.25
47.38 £2.50
42.96 £ 2.04
43.69 £2.06

5mM NAC
100 £4.04
91.34 £4.98
14.82 +3.61
56.44 +2.61
39.38 £ 1.52
40.13 £2.54
35.19 +0.72

10 mM NAC
100 £6.69
78.719 +3.09
70.94 + 3.65
65.13 +3.69
58.92 +4.22
52.18 + 1.09
4775 + 142

aEach value represented the mean value with SEM of three independent
experiments determined by two-way ANOVA.

Table 81 The percentage of cytotoxicity of satratoxin H-treated PC 12 cells with and
without antioxidant trolox for 24 h in serum-free medium,

Satratoxin H
(nM)
5

50

100

% cell survival (compared to own control)s

vehicle
100 £ 2.13
103.42 + 1.59
81,52 £6.03
53.16 + 4.12
43.42 £2.52
44.85 12.38
40.10 £ 3.16

0.01 mM trolox

100 £0.79
93.72 +3.03
7406 £5.73
50.59 +4.51
36.20 +3.00
36.28 +2.44
35.94 +2.58

0.1 mM trolox

100 £0.49
89.94 £2.217
12271555
49.00 £4.26
36.47+2.79
3597 + 1.86
3557 +2.19

1 mM trolox

100+ 1.24
95.43 +2.58
713.28 £5.38
52.36 +4.17
45,06 £2.80
38.73 £2.25
37.89 £2.48

aEach value represented the mean value with SEM of three independent
experiments determined by two-way ANOVA.



Tabic 81 The percentage of cytotoxicity of satratoxin 11-trcated PC 12 cells with and
without antioxidant trolox for 36 h in serum-free medium.

Satratoxin 11

% cell survival (compared to own control)"

(nM) vehicle 001 mM trolox 0.1 mM trolox 1 mM trolox
0 00 T 181 100+ 1.87 100 £0.96 100 t2.12
1 99.92 £2.23 98.75+ 123  9856+2.10  103.60 + 1.79
5 713.68 £ 1.15 7108+ 126  76.05+312  73.65+2.34
10 41,52 +0.45 4322+ 154 4361 £ 144 4586+ 118
20 33.26 £0.78 3131+ 107 3178+ 108 34861094
50 3254 £ 1.05 3064+ 105 3141033  33.3610.92
100 3100+ 133 2922+ 101 3032+119 3312+ 118

eEach value represented the mean value with SEM of three independent
experiments determined by two-way ANOVA.

Table 8K The percentage of cytotoxicity of satratoxin H-treated PC 12 cells with and
without antioxidant trolox for 48 h in serum-free medium.

Satratoxin H

% cell survival (compared to own control)1

(nM) vehicle 0.01 mM trolox 01 mM trolox 1 mM trolox
0 100 £ 1.65 100 + 1.09 100 £0.74 100 £+ 1.50
! 90.87 + 1.68 8748 £2.46 8555 +3.48  95.23 £4.35
5 68.99 £3.20 6317566  65.0517.08  64.36 £+ 5.84
10 36.41 £6.03 36.2446.89  37.36+7.58  38.6817.04
20 20.89 +2.18 2039£2.34 2038276  23.70 +2.25
50 22,07+ 1.79 2029218 21.13+297 2348 £2.25
100 22.28 + 1.74 2071+160 2225+ 167  23.94+ 1,69

aEach value represented the mean value with SEM of three independent
experiments determined by two-way ANOVA.



Tabic9 The percentage of antioxidant-treated PCI2 cells in salraloxin H-lree
medium.  The cells were incubated in scrum-free medium lor 24 h determined by
MIT assay.

Treatment % cell survival
(compared to control)
control 100.00 0.87
1mM GSH 102.71 £2.99
5mM GSH 102.90 +4.04
10 mM GSH 88.96 £ 8.57
1mM NAC 99.93 +2.3
5mM NAC 106.41 +2.92
10 mM NAC 102.48 £ 5.18
10 pM trolox 106.57 £2.26
100 pM trolox 105,58 £2.05
1 mM trolox 109.21 £2.37

Each value represented the mean value with SEM of nine independent
experiments for control and three independent experiments in GSH. NAC. or trolox
treatment determined by one-way ANOVA.



Table 10 The percentage of fragmented DNA in PC 12 cells by How cytometry using
propidium iodide, induced by satratoxin Il (50 nM) and antioxidants (GSIL or NAC)

at indicated concentration for 24 h.

Treatment Yo Apoptosi _
Satratoxin H-free 50 nM Satratoxin 1L

control 1151 £0.65 18.34 £2.12*
1mM GSM 112 £0.88 1528 + 3.14
5mM GSH 901 + 1.44 19.40 £ 3.82
10 mM GSH 848 £ L7 31.70 7.91
1mM NAC 6.21 10.73 1153 + 191
5 mM NAC 10.14 +3.07 26.67 + 8.13
10 mM NAC s.68 £2.03 2557 + 154

Each value represented the mean value of % of control with SEM of nine
independent experiments for satratoxin H-free medium (control) and satratoxin H, and
three-five experiments for the rest. Asterisks refer significant differences from the
control group: */)<0.05 when compared to control, determined by one-way ANOVA.



Tabic 11 The relative fluorescence intensity in PC12 cells quantitated by a flow
cytometry using DCFH-DA, cocultivated with or without satratoxin 11 (50 nM) and
antioxidant (GSH or NAC) or antioxidant alone at indicated concentration for 6 h.

Relative fluorescence intensity

Treatment _

Satratoxin 11-free 50 nM Satratoxin 1L
control 267.91 £11.00 315.84 £ 6.03*
1mM GSH 266.61 £ 1110 255.80 £ 13.34"
5mM GSH 262.96 = 12.44 266.35 £ 14.90
10 mM GSH 279.29 $23.32 326.56 + 17.71
ImM NAC 258.41 + 16.08 300.44 £ 15.07
5mM NAC 263.55 £20.43 293.42 £ 16.33
10 mM NAC 213.56 £25.02 306.11 £6.75

Each value represented the mean value the relative fluorescence intensity of
control with SEM of eight independent experiments for control (satratoxin H-free)
and satratoxin H, and three independent experiments for the rest. T<0.05 compared
to control, p<0.05, compared to satratoxin H determined by one-way ANOVA.



Table 12 The MDA content of satratoxin H-treated PC12 cells incubated with
indicated concentration of glutathione (GS1I) or trolox in serum-free medium for 48 h.

| reatment

control
1mM GSH
5mM GSH
10 mM GSH
10 pM trolox
100 pM trolox
1 mM trolox

Each value represented the mean value with SEM of six independent

MDA content (nM)

Satratoxin H-free

165.05 + 1242
147.30 + 15.18
14730 + 15.18
213.87 + 5951
216.61 +44.79
209.15 +25.03
189.72 + 19.75

50 nM Satratoxin H

392.17 £ 33.12*
244.96 + 10.59
374.20 £41.48
426.22 +56.68
389.64 £40.21
479.27 + 54.56
374.42 £ 39.15

experiments determined by one-way ANOVA. *p<0.01 compared to control
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