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Title	 Assessment of the phototoxic potential of a soluble test element – In vitro 3T3 NRU photo-
cytotoxicity test – OECD 432

Reference	 Approved by the European commission and its advisory committees (SCCNFP…) and by the 
ESAC (the ECVAM Scientific advisory committee) on November 3rd, 1997.

	 Validated by the ECVAM (European Centre for the Validation of Alternatives Methods) and by 
the COLIPA (European Cosmetic Toiletry and Perfumery Industry Association): Toxicology in 
vitro, 12, 305-327, 1998. Application to UV filters: ATLA, 26, 679-708, 1998.

	 Published in the Directive 67/548/EEC relating to the classification of dangerous substances 
(February 4th, 2000): Method B-41- annex V.

Objective	 To assess quantitatively the phototoxic potential of a soluble test element after exposure to UV 

Test system	 Balbc 3T3 mouse fibroblasts, clone A31

Schedule	 Duration of the study: 3 days 
	 Beginning: 1 week upon receipt of the sample
	 Report: 2-3 weeks after the end of the study

Quantity	 2 x 20 g 

Methodology	 Comparison of the cytotoxicity of the test element when tested in the presence and in the 
absence of exposure (Sol 500 – Dr Hönle) to a non-cytotoxicity dose of simulated solar light. 
Determination of the cell viability by vital dye uptake (Neutral Red) and appreciation of photo-
irritation factor and mean photo effect 

Procedure	 D-1: 	 • Cells seeding
	 D1: 	 • Contact of each test element dilution (8) with cells
	 	 • UV exposure
	 D2: 	 • Preparation of the colouring solution and the revealing solution
	 	 • Revelation of the cytotoxicity
	 	 • Reading

PHOTO-CYTOTOXICITY

Title	 Assessment of the skin corrosion after application of a test element to reconstructed 
epidermis model – OECD 431

 
Reference	 Approved by the European commission and its advisory committees (SCCNFP…) and by the 

ESAC (the ECVAM Scientific advisory committee) - (03/04/1998).
	 Validated by the ECVAM (European Centre for the Validation of Alternatives Methods) and by 

the COLIPA (European Cosmetic Toiletry and Perfumery Industry Association): ATLA, 23, 291-
355, 1995.

	 Published in the Directive 67/548/EEC relating to the classification of dangerous substances 
(February 4th, 2000): Method B-40- annex V – distinction between non corrosive substance 
and R34 and R35

 
Objective	 To assess quantitatively the ability of a test element to produce a decrease in cell viability 

penetrating the stratum corneum by diffusion or erosion after different times of contact 
 
Test system	 EPISKINTM with stratum corneum from human keratinocytes (3 batches – 1/week)
 
Schedule	 Duration of the study: 3 weeks 
	 Beginning: 4 weeks upon receipt of the sample
	 Report: 2-3 weeks after the end of the study
 
Quantity	 2 x 20 g
 
Methodology	 Assessment of the cell viability by staining of the living cells with a vital dye (MTT).Measurement 

of the mithochondrial activity and reading of the optical densities
 
Procedure	 Per each reconstructed epidermis batch:
	 D-1: 	 • Control and incubation of the test systems upon receipt
	 D1: 	 • Preparation of the reconstructed epidermis (1/contact time)
	 	 • Contact of the test element (3 minutes – 1 hour – 4 hours)
	 	 • Rinsing of the test systems
	 	 • Revelation of the cytotoxicity
	 D2: 	 • Reading

SKIN CORROSION


