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Bacterial Mutagenicity Test

Samples

e genctesaty of plants exract Iy Amze 1ast [1.2] was pedormes i
Saimoneta mudation assay using Saimonefie vohmuriues TA9S and TA100 as
emlar girain woch s edbout metabaic (89 i TR ssbennior
Tha testzc planl extracls are ’
1. Bulea suparba Powder extract, Lot No  S85-SA-04-PE
2. Pueraria mirifica Powder extract, Lot No. SPM-SA-25-PE
3 Terminalia Chebula Powder exiract, loi No. STC-SA-01-PE
1 Butea superba liquid exlracl, Lot No. :SBS~SA-O-1~F E

[

Pueraria mirtiica licuid extract, Lot No. SPM-8A-25-FE
Tra AT a2 ve #ohsat vEd 0 Donathy] sudfoar (DedS0n, stenlad and xept in
~afgeranr g exdracts eaore stenlea and keptin refrigerator until analysis
Baclarial Slrains.
Salmeonella yphimurum strains TASS and TA100 were obtained from
D Taijiro Matsushima (Japan Bioassay Research Center, Japan Indusirial Safely
ard Hezith Assocalon. Kanagawa. Japan).
Niethodolkgy ;
The preincubston procedure *.'.fa;% paricrmed as described b.ﬂ/ Matsushima
ot 3l [198L) 4; Tre tzst exirazis solubon at diftsrent uose° par 50 [ were
.
preimncubliies with 0.0 mi of 89 mix {mﬁ{z%t}{: i acivation mathod, 89 mix contained

<mil MADEH, 4 mbd NADH, 5rafkd G-6-P, 8mia MeCh,, 23 mh KL 100 mid sadium

ot

proscrate bt pis 74 and 10 50 89 Traction | 598 raction prepared according to
Fatsush ~a clal U84 or 07 & phosphaie ouficr pH 7.4 (direct methad) and

Ot mt of bhaoterizl tasier siraing which har bean culiured in natrisnt broth, The

sdure was crencubzied far 20 min at 37 “C, ther mixed with 2 mi malten top agar

coriair g 008 prolmt of L-histicing and bictin, Taen the top agar was rapidly
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paured onto @ 30l of Vogal-Bonner minimal agar plate. All plates were incubated
for 418 bours al 37 °C aftar that the numbsr of revertanl coloniss were scored,
Determination of Toxicity (Growth inhibition)

For determination of the tc:xicizyz of test comgﬁound:{ the growth of ths
packground lawn of tester slrains on exach plate \.«vas'examined under a slereo
mizrosc opa. The back-ground growdl: uc:r:sis;s of micro colonigs visible with aid of
that storas myernanepes,. Battericidal cc:mptmd izad 0 a dscrease in the number

of the micro colonies and 1o an increase in their diameter. When the tosicity was

observed, an asterisk was placed to the right of the number of the colonies

TALN RSRAST] AT ) TN UM g JTogrn g TRy AP Tt

expressed in e dala sheal,
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The following standard mulagens served as pasitive control for test:

Tester zirain VWwithout activation (- 89

mix) With activation (+ S9 mix)

Mame Concentration ([lgfplate) Name Conceéntration (Llgiplate)

TASE AF-2 a1
TA 100 AF-2 0.01

b
i

AN 0.8
2-AA 1.0

Conteot valies {mean + slendard daviation) of solvent controls and pasitive

contfrols on the study are shown as Bllows:

Tester strain Sobveni control

Positive control

-59mix .4 SO mik : - S8 mix + 50 mix

TA 98 0+ 8 28+7 . 435 +82 047 + 56
TA 100 142 = 30 144 + 28 658 <63 786 + 89
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Results

Tuawe, 1 Mutapencily res
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uits of the plamt exiracts in Ames test (preincubation
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lotatsl

Number of Reveriarts ‘nlate

TA - S0
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TA 98

- 538
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Butea saperba powder extract; ot No SB

13.7

o]

140 ~ 13
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177218 154423
164220 128210

162+12

146423

1e0+13

124+74

Terminalia chebula powder extract; ot Mo, STC-SA-01-FE

2500

1280

T3
JED
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~oe
A

Pueraria mirifica powder 8x

WS

tract: ot Ho. SPM-SA-25-PE

156:29  139:16 386+
G20 142420 38+

30 + 4

3022
3743

151410 34+

P
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i
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2836
2736
2812
19+2




Concenlretion N»xmhpr of Revertants fplate

(Wiplete) TA100 TA 98
+ 50 s = 89 - 59

-Jmaﬂq mirifiza liqind axtract: ot No. SPM-5A-25-FE -

53 167416 Msils 4447 31+7

25 I56=25  150-33 3542 28+6

125 1665-14  HE5+23 34+6 26+5 j

£.25 126412 127413 3613 22+4

Stancer] Putes serora 1 N2 S08-SAU4FE

=0 11219 1163423 68+10 2146

25 191£20 12310 4248 23+8

12.5 19024 132219 36+8 2243

5.25 188414 137213 27423 1942

T2 resuiis are mean - slandard deviation of 2 plates from 2 independent experiments. |

Positive controf [+59: TAT00, 2AA (0.5) =535 #71, TA98 =487 19,
-59: TAT00.AF-2 (0.1) =807 +78, TA 98 =447+ 5J;
Data evaluation
Alltesled plant exlracts are cons:idered to ba non-mutagenic and no
roxicdy (o bacteriat leser straing were obiservad, The number of revertant colonies

oer plate wil the 125t exuracts was in the value that of the negative control {salvent

t

contiol). ‘ T R

Laboratory conducting the tests | Bioassay Ressarch quammry Department of
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