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Extraction : Extract by polar solvent (0.9%NaCl) or non polar solvent (pharmaceutical grade
sesame seed oil) for 72+2 h abide by 1S010993-12 (37£1°C)

Receipt: Transfer SkinEthic™ RHE to maintenance medium in 6-well plate (1 mL/well)
}
Culture: Overnight or at least 2 h (37°C, 5% CO,, 290% humidity)

Transfer tissue to maintenance medium in 6-well plate (1 mL/well)
)
Treatment: 100+0.5 pL control or test substance
o Negative control : PBS
Positive control 1: 1% SDS dissolved in 0.9%NacCl
Positive control 2: 1% SDS dissolved in sesame oil
Solvent control 1: 0.9%NaCl
Solvent control 2: sesame oil

!
Treatment Period : Incubate for 24+2 hours (37°C, 5% CO,, 290% humidity)
!
Rinsing: Rinse thoroughly 25 times with 1 mL PBS- (without Ca2+, Mg?* )

}
MTT incubation: Transfer tissues into MTT solution (1mg/mL) in 24-well plates (300uL
MTT/well), incubate for 3 h+15 min (37+£2°C)
!
Extraction: Immerse the inserts in 1.5mL isopropanol
(750 under and 750pL over in 24-well plate),
incubate with gentle agitation for 2 h+5 min at RT protected from light

Read OD with microplate spectrophotometer at 570 nm

PREDICTION MODEL

Criteria for /n vitrointerpretation Classification

Mean tissue viability is < 50% in at ]
least one extraction vehicle Irritant (I)
Mean tissue viability is > _50 % in the two extraction Non-Irritant (NI)
vehicles
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