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Kit Contents:

Reagent List

Exposure Medium Concentrate 2.5 ml (1 unit)
D-Glucose 1.5 ml (1 unit)

Bromocresol Purple 1.5 ml (1 unit)

D-Biotin 2 ml(1 unit)

L-Histidine 50 pl (1 unit)

Sterile Distilled Water 80 ml (1 unit)

Growth Media 10 ml (1 unit)

10X Reversion Solution 4.5 ml (1 unit)
Reagent | 50 pl (1 unit)

1X Exposure solution 3.5 ml (1 unit)

Basic Ames ISO strain: TA 100 Salmonella typhimurium (1 unit)
ANQO (5 ngfpl), 50 pl (1 unit)

Required Equipment

Micropipette using disposable sterile tips in the range of 5 to 200 pl.
An eight-channel multi-pipette (200 pl).

Pipette Aid (Pipette gun) using 10 ml sterile pipettes tips.

A 37°C Incubator.

Parafilm piece (3 units)
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384 Well Format

CONTENTS NOTES
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| Direct Acting Mutagen
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24-well plate (2 units)
384 well plate (3 units)

5 ml tube (2 unit)

15 ml conical tube (1 unit)

A biohazard disposable bag

384 Well Format
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Ames ISO Kit for the detection of Mutagenic Aclm m
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z bio-detection
products inc.
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384 Well Format

Applications:

ATesting of industrial effluents for presence of possible mutage
compounds.

A Screening of municipal discharges for spill contamination,
Improper chemical disposal.

ARoutine monitoring of waste water effluent for quality and
mutagenicity.

A Screening of recycled potable water supplies for presence of
priority pollutants andgenotoxins

AScreening air particulate mater (PM) for sub chronic human
health effects.

A Evaluating water and soil samples for elevated levels of persc | EeSSECA RS
care product (PCP) residues. |
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cece Standard Ames Strains

VIES -384 180 ™

384 Well Format

Strain Type of Reversion | Standard mutagen

mutation Comment

Salmonellatyphimurium: Histidine dependent

Derived from TA1537 and includes plasmpiM 101 which

Frameshift 9-AAor ICR191 | . . :
induces erroiprone DNA repair enzymes to increase sensit
Frameshift ONE Perlved from TA1538 and mc!udes plasrpid\./l 101 which .
induces erroiprone DNA repair enzymes to increase sensit

Basepair substitution, 4ANQO Derived from TA1535 and includes plasmpikiM 101 which
oxidative induces erroiprone DNA repair enzymes to increase sensit

uvrBrepair deficientrfa mutation increases permeability to
Basepair substitution, mutagens. Sensitive to 3 unique mutagens compared to T/

TA1535 L 4NQO ) . .
oxidative Q (acetaldehyde oxime,-fhercaptopurine and 1;Butadiene)
Escherichiaoli: Tryptophan dependent
E. coli WP2 uvrAdeletion mutation eliminates accurate excision repair
uvrA Base pair substitution 4NQO mechanism, contains plasmgKM 101 which induces errer °

(PKM101) prone DNA repair enzymes and increases sensitivity g“ I B

products inc.
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Parafilm seal and transfer plates into a “0 products inc.

sealing bag. Incubate at 37 for 23 days W
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cece Ames384 IS@ Advantages

A Reagents, bacteria and other consumable components are supplied-teate in a norspecialized
laboratory

A Assay endpoints are easy to read colorimetric changes that require no specialized training

A Procedure uses less reagents, plastics and incubation space compared to traditional Ames tests. More samp
can be run with less cleanup.

A Less sample is required for testing. Small sample volumes still produce great results.

A Pre-exposure and bacterial dilution steps ensure mutagen exposure occurs during bacterial log growth phase
to improve results.
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sese BioactivationS9 kit adebn) AMES -384 180

A Many mutagens must first be metabolized into their reactive form by enzymes
A Depending on the compound under stullypactivationmay be required for detection

A EBPI offers traditional methods of pro mutagen activation through the addition of S9 liver fraction
A EBPI employa commonlyusedmetabolicactivation system whichcludespostmitochondrial liver

fractions isolated from Sprague Dawley rats, supplemented with cofactors
A Therats arepre-treated with Aroclor1254 to stimulate enzymproductionprior to liver extraction
A This option is offered with all mutagenicity and genotoxicity testing kits for a supplemental cost

S9 Kit Contents

S9A: MgCl + KClsolution 0.4 mL (1 unit)

S9B: Glucoses-phosphate solution 80 pL (1 unit)
S9C:NADP solution 250 pL (1 unit)

S9D: Phosphatéduffer 1.5 mL (1 unit)
S9F:Lyophilized S9 fraction
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Ames384 IS@ Procedure AMES-384 150 ™

Experiment overview

@ Negative control @ No dilution @ Third dilution

© Positive control @ First dilution O Fourth dilution =

@ Sterility control @ Second dilution O Fifth dilution ; ;&
5 6 0688666
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Exposure Plate 1 X Reversion Plate B
(24 well plate) (24 well plate) “"& :

A

3 X (384 well plate)

Note: Prior to using our test kits, we highly recommend tlevelopment of individual outlines that are
representative of the respectivexperiment This outline is only provided as a guideline for one possible
method

Theimage above is an example of a test that utilizes one sample with five distohicitions

in a triplicate manner. pri Eh detucnen

products inc.
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se°e Detalled Procedure AMES - 384 150 ™
1. Overnight inoculation and initial bacterial growth

A Always use aseptic techniques for all steps in this procedure
A AddReagent \to nutrient broth, mix and immediately transfer to bacterial bottle
A Shake to dissolve and place in incubator overnight &iG3With shaking (if possible)

A aeration will aid bacterial growth.

[N .0 l
Eﬂ Ge TA100 ; z

Pipette 20 ul Pour media Incubate at 37C
of ReagentVinto into lyophilized overnight (1216 hrs)
environmental

the nutrient broth vial b ® o ,
pottle COQI ;o




==e 2. Bacteria dilution

A The next morning observe bacterial vial for turbidity
A If turbidity is seen proceed with initial Qg measurement
A If turbidity is not seen continue growth in incubator
A Perform bacterial dilution upon QR measurement to working
dilution OQ,, value given for each straied TA100 = 0.07)
A Bacterial dilution encourages log growth phase and increases
uptake of solution components

Dilution Calculation

X= Overnight Calculation,

Y = Working Concentration,

Final volume= 3mL

Volume of overnight bacterianL)for dilution = (Y/X) X 3nL

Example:

TA100 was grown overnight with an overni@b,,,= 1.6

Working dilution of TA100 8D,,,= 0.07

Volume of overnighTA100for dilution = (0.07/1.6) X 81L= 0.131mL

Therefore, you will ad@.131mLof overnight TA100bacteriain
to give afinal volume of 3mL

5-384180™
" 364 WeIINFormat
€=-== ON
Dilute to
0Dy, = 0.07
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memm 3. Exposure media preparation

224180 ™

384 Well Format

A Prepare exposure media according to guidelines below
A Ensure final solution is well mixed before continuing to next step

Master Exposure Mix (2.5 ml per experiment) \ 4 l ‘

(O A) Exposure medium concentrate  2.075 ml ' ’ : '
O D) D- Biotin 0.150 ml Ao BO Do é]
@ E) L-Histidine 0.025 ml

O B) 40% D-Glucose + 0.250 ml
Total 2.50 ml \ \ﬁ /

Master Exposure
Mix

® environmental
z bio-detection
products inc.
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s 4. Transfer exposure media to 24 well plate

2 A
;j 100 pl "
e —
\ D
Master Exposure Exposure
Mix Plate
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384 Well Format
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e 5. Transfer positive control mutagen to respective wells
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A Pipette 50 pl of 4ANQQOinto assigned positive controlvells
Two positive control wells are used to increase statistical significance of response

A Mix wells by repeatedlyeinjectingsolution through pipette

ronmental
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ece 6. Transfer undiluted sample to respective wells "ol oLy

A Direct add 800rL of undiluted sample to three wells. This will serve as the
most concentrated sample of the series

A One well is left without sample or bacteria to check the sterility of the kit
reagents (dark blue)

@ Reagent blank (no sample no bacteria)
@ Undiluted sample wells

Pipette800ul of undiluted samples into assigned wells
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