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MUTAGENIC ACTIVITY O}
R

IN THE SALMONELLA'/M!C OME_ASSAY

Neterisls and Methods: Five histidine-requiring strains of Salmonella typhimuriwm were used In the mutagen sssays.
STrains TA 1535 and TA 100 are used to detect base-pair substitution mutations, whereas strains TA 1537, TA 1538 anc
giTA 98 are used to detect frame-shift mutations. (Ames, McCann and Yemesaki, Mutation Research 31 (1975) 347-364).

The tests were performed in the pres nce and absence of a rat-liver homogenate activation syster (5-9). In 12

# absence of metabolic activation, 0.1 ml of a solution of the test compound and approximately 108 tecteria were ecdec vC
z ml of fop agar (0.6% agar, 0.6% NaCl, 0.05 md L-histidine, 0.05 mM biotin). The solution was mixed snd ~ourec on “ne

g surfoce of a Davis minimal agar plate. The metabolic activation system involved the addition of 6.5 mi of 5:C mixiure

] o the chemical-tcp agar solution. The $-9 mix contains per ml: 0.3 ml of the 9,000 X g supernaiant of homogenizec et
liver, & mM MgClp, 33 mM KCI, 5 mM glucose-G-phosphate, 4 mM NADP and 100 mM sodium phosphate (pi 7.4). Tnis mixture

vas adced directly to the top agar Immediately before it was poured over the minimal. agar plote.

Prior to testing for mu1‘ag||e

+ 3 ; i i sed to de*erﬁine
the general foxicity range for o] niclty, the compound is tested for toxicity. TA 1535 is routitely use i

strains.

_ Appropriate controls were included for each strain. In the nonactivated system these conirols consi§fed of & )
?egaflxe, or solvent control, and positive controls. A second negatlve control (-§-9 control) is included in The acviva:ed
&ssay 7o measure any activity of the compound in the absence of the S-9 activator mixture.

All plates were Incubated at 37°C for 48 hours |
. TSCACBI
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~ Results: Tables | and Il.
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Surrmar*f:(n-}as tested in Salmonella typhimuriwn strains TA 1535, TA 1537, TA 1538, TA =8 &nd 7 100 !
Trations Up to 10,000 ug per petrl plate. The compound was not mutagenic in the microbial assz's either =

v | -
or absence of a |liver microsomal system, i.e., it did not induce a significant increase over the spontzneous r.
frequency. ’

er-
€-C€

-

=

0O won

-~
Ao

Jo

-
K=

Report by:

’ L ST~ Sames §L fussell, Jr.
: Mole r Biologist

Approved by:_ \é;ﬂ

: - | David . Krahn
Chief, Molecular Biology Secticn

JFR:2FK:ms

Date: August 19, 1977

| Co—

company Sanitized. Does nat enntain TSCA CB)



——— - ¢ - . Q‘

TABLE |
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MUTAGENIC ACTIVITY OF mln SALMONELLA TYPHIMURIUM
STRAINS TA 1535, TA 1537, TA 1538, TA 98 AND TA 100 WITH METABOLIC ACTIVATION

' , ' | Histidine® Revertants Per Plate**
Compound_Added TR 155 r—'-"_rrrdsv——ﬁ‘___;_ YA 530 YA 98 TA_100
HZ0 16 16 26 31 185
11,336 ug/plate
~5.9* 10,000 " 30 N 7 21 177
2,000 " ' 17 Y 22 27 185
4,000 " 18 8 23 29 151
5,000 " ) 7 23 18 178
8,000 " 17 10 26 35 184
10,000 w : . 16 12 22 38 170
2AA 5 " 1966
10 " 414 20il5 1927
j00 " ' ' 520
H20 = Distilled water (solvent control;
i3 -SEED
2MA » 2-Aminosnthracene f(positive control)
* = Test piate without S-9 and activators
bl = Average of two plates
Company senitized. oeé not contain TSCA CBi




JABLE 1)

| MUTAGENIC AGTIVITY CF!il!lllll!LlN SALMONELLA TYPHIMURIUN
STRAINS TA 1535, TA 1557, TA 1538, TA 98 AND_TA 100 WITHOUT METABOLIC ACTIVATION

Histidinet

Compound Added TA 1539

Revertants Per Plate®
p JA L3 ___._'A“ TA T

H,0 23 18 [ 26 167

11,336 yg/plate

: 2,000 " 26 N} ‘ i6 25 173
4,000 " 27 14 18 30 202
6,000 " 30 0 9 28 182
8,000 " 22 8 i 28 ' 200
10,000 " 26 12 ] 30 184

MNNG - 2 " 1897 1846

9AAC 50 " 1213

2NF 25 " 1950 2348

H20 = Distllled water (solvent control)

I1,336 )

MNNG N-Mothyl =N'-pitro=N-nl trosoguanidine (positive control)

9AAC = 9-Amlnoacridine (positive control)

2NF =

2-Nitrofluorene (positive control)
Average of two plates

Company Sanitized. Doss nol contain TSCA CBI






