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26 March 2024 UPDATE

EAT requirements Conditions used in EAT Comments

Strains: (e.g. 5. typhimurium TA98, TA100,
TA1535, TA1537 and E. coli WP2 uvrA (pKM101))

Preincubation method, 30 min
irat (30%
1hamster (30%)

Solvent used and volume?® (pL) (a)

Volume of preincubation mix (pL) (b)

Solvent concentration in preincubation (% v/v)?

Concentrations tested (pg/plate)

Nitrosamine positive control 1 (pg/plate), including
solvent concentration (% v/v)? *?

NDSRI positive control 2 (pg/plate), including
olvent concentration (% v/v)* 3

Non-nitrosamine positive controls?#

MNegative controls®

Result (positive/negative)
fWhen an organic solvent is used, the lowest possible volume should be included in the preincubation mixture
with justification to indicate that the volume of solvent does not interfere with metabolic activation of the N-
nitrosamine. The organic solvent concentration (% v/v) should be calculated by dividing the applied solvent
volume containing the test substance in the preincubation mix by the total volume of the preincubation mix i.e.
(a/b)*100 e.qg. if the test substance is applied in 100 pL organic solvent and the total preincubation mix valume
s 700 pL, the solvent concentration is 14.3% (w/v)

Concurrent controls
Olvent used 1or test substance an Sitive control should Ideally be the same or jusuiied i noc.

Positive control reference substance(s) e.g. as suggested by OECD 471 for assays employing a metabolic
activation system.
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The choice of the N-nitrosamine positive controls needs to be justified based on the anticipated
metabolism of the N-nitrosamine and the cytochrome P450 enzymes most likely involved.
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When an organic solvent is used, the lowest possible volume should be included in the
preincubation mixture with justification to indicate that the volume of solvent does not interfere
with metabolic activation of the Nitrosamine.
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ST FK 1oout (143 v/v%) -
DMSO 100uL (143 v/v%)
TthkY 50uL  (7.7v/v%)
ou (1.6 v/ve)
Ie/—) 50uL (7.7 v/v%)
T rZRUJL 20uL  (32v/v%)
B2 EARDCYPEE
DMSO . CYP2El, CYP2C9, CYP2CI19, CYP3A4
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-TAI100, TA1535, WP2uvrA/pKMIOI
-y bEBEELV/NLZXAZ—S9 (NDMA) , T ~S9 (CPNP)
- Fan—2 32300

Rat S9 mix Hamster S9 mix
TA100 TAI535  WP2uvrA/pKMIOl  TAI00 TAI535  WP2uvrA/pKMIO]
NDMA NDMA NDMA
5000 pg/ 7L — k 1000 pg/ 7L — k 200 pug/ 7L — b
CPNP CPNP 3
100 pg/ 7L — k 5000 pg/ 7L — b

NDMA | EX 7 1)L LFMIEHEE, Code No.149-05882 “‘wr/”%

CPNP : Toronto Research Chemicals, TRC-C213795 Q
N
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