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STUDY TYPE: In Vitro Mammalian Cells in Culture Gene Mutation assay in (name cell type used) cells; OPPTS 870.5300 [§84-2].

TEST MATERIAL (PURITY): [use name of material tested as referred to in the study (common agency chemical name in parenthesis)]
SYNONYMS: [other names and code names]
CITATION:
Author [up to 3] (Date) Title. Laboratory name (location if needed). Laboratory report number, full study completion date. MRID [no hyphen]. Unpublished (OR if published, list Journal name, vol.:pages)
SPONSOR:
(Name of Study Sponsor - indicate if different from Applicant).
INVESTIGATORS’ EXECUTIVE SUMMARY:
In a mammalian cell gene mutation assay [specify locus] (MRID [number]), [cell type] cells cultured in vitro were exposed to [Chemical name, (% a.i., batch/lot #), include solvent if appropriate] at concentrations of x, x, x, x (g/mL in the presence and absence of mammalian metabolic activation [specify] for [give duration of exposure]. 

Chemical name was tested [up to cytotoxic/insoluble/limit concentrations (i.e., 5000 (g/mL, 5 (L/mL, or 0.01 M), include other details as appropriate. Some quantitation here e.g., induced mutation frequency of 582x10-6 vs. 78x10-6 in controls at the top concentration].  The positive controls (did/did not) induce the appropriate response.  There was (no) evidence (or a concentration related positive response) of induced mutant colonies over background.
I. MATERIALS AND METHODS
A. MATERIALS:
	1. Test Material:
	 [as named in study]

	
	Description:
	[e.g., technical, nature, color, stability]

	
	Lot/Batch #:
	

	
	Purity:
	        % a.i.

	
	CAS # of TGAI: 
	

	
	
	[Structure]

	
	Solvent Used:
	


	2. Control Materials:
	

	
	Negative control:
	[e.g., culture medium]

	
	Solvent control 

(final conc(n):
	

	
	Positive control:
	Nonactivation:
(concentrations / solvent)

	
	
	Activation: 
(concentrations / solvent)


	3. Activation: S9 derived from [mark those with x that apply]

	
	
	
	induced
	
	
	Aroclor 1254
	
	Rat
	
	Liver

	
	
	
	non-induced
	
	
	Phenobarbitol
	
	Mouse
	
	Lung

	
	
	
	
	
	None
	
	Hamster
	
	Other [name]

	
	
	
	
	
	Other [name]
	
	Other [name]
	
	


Describe S9 mix composition: [if purchased, give details]
	4. Test cells: mammalian cells in culture  [mark those with x that apply]

	
	
	
	mouse lymphoma L5178Y cells
	
	V79 cells (Chinese hamster lung fibroblasts)

	
	
	
	Chinese hamster ovary (CHO) cells
	
	list any others

	Media: [Identify]

	Properly maintained?
	
	Yes
	
	No

	Periodically checked for Mycoplasma contamination?
	
	Yes
	
	No

	Periodically checked for karyotype stability?
	
	Yes
	
	No

	Periodically "cleansed" against high spontaneous background?
	
	Yes
	
	No


	5. Locus Examined:
	
	Thymidine kinase (TK)
	
	Hypoxanthine-guanine-phosphoribosyl transferase (HGPRT)
	
	Na+/K+ ATPase

	
	Selection agent:
	
	bromodeoxyuridine (BrdU) [give conc(n]
	
	8-azaguanine (8-AG) [conc(n]
	
	ouabain [ conc(n]

	
	
	
	fluorodeoxyuridine (FdU)
	
	6-thioguanine (6-TG)
	
	

	
	
	
	trifluorothymidine (TFT)
	
	
	
	

	
	[Other? (details)]
	
	
	
	
	
	


	6. Test compound concentrations used: [For preliminary cytotoxicity test, if performed, and main assay]

	
	Nonactivated conditions:
	

	
	Activated conditions:
	


B. TEST PERFORMANCE
1. Cell treatment:
a. Cells were exposed to test compound, negative/solvent or positive controls for       hours (nonactivated)       hours (activated).

b. After washing, cells were cultured for       days (expression period) before cell selection.

c. After expression,       cells/dish (    dishes/ group) were cultured for       days in selection medium to determine numbers of mutants and       cells/dish (    dishes/group) were cultured for       days without selective agent to determine cloning efficiency.

[If mouse lymphoma cells, include information regarding colony sizing]
2. Statistical Methods: [list parameters that were analysed and the statistical methods used]
3. Evaluation Criteria: 
II. REPORTED RESULTS [Report results of analytical determination if performed]
A. PRELIMINARY CYTOTOXICITY ASSAY  [include concentration ranges, activation and nonactivation; reported results, e.g., cytotoxicity and solubility, rationale for dose selection for main study]
B. MUTAGENICITY ASSAY  [reported results, e.g., induction of mutant colonies - individual colony counts and/or summary given; mutant frequencies per 106 survivors; positive and background mutant frequencies; inclusion of concentration levels used; number of cultures per concentration; levels of cytotoxicity obtained; appropriateness of cloning efficiencies; include representative table, if appropriate].
III. INVESTIGATORS’ DISCUSSION AND CONCLUSIONS:  [Note any deficiencies and how they impact on the study results and interpretation, if at all]
