Annex I: Overview of potential metabolites of NFZ
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Annex II: Overview of identified metabolites of NFZ in microsomal, S9 and E. Coli incubates by LC-ToF-MS
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Annex lll: Metabolites identified in microsomal, S9 and E. Coli incubates and with addition of cysteine and mercaptoethanol by LC-

ToF-MS analysis (retention times of LC-system 2)
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Annex IV: Metabolites identified in microsomal, S9 and E. Coli incubates and with addition of cysteine and mercaptoethanol by LC-

MS/MS neutral loss scanning

microsomes, S9 ﬁ / \
cysteine metabolite HOOC/L
CoH,,N,0,S MW 288 W ~NH ONH O N Ny NP
RT 9.8, 10.3 .
nitrofurazone
NH, o} CeHeN,O,
HOOC/L I MW 198
PN cysteine RT 10.8
S ~ NH 4
N\ 0
: Dot
microsomes, S9 HoN o) =~ °NH
cysteine metabolite
CgH,,N,O,S MW 290 aminofurazone
RT 8.4 GgHgN,O,
MW 168
10 HSCH,CH,OH
N /H\ ring opening
~
2N‘<—>—/ NH NH reduction
O O
microsomes, S9, E-coli NG ﬁ /
amide-metabolite N A
CeH,(N,O; MW 186 10 Z~ "NH  “NH,
RT 6.2 (0]
microsomes, S9, E-coli
0= /N\N CN-metabolite

microsomes, S9, E-coli
pyrrolidone metabolite

CeHsN,0, MW 168
RT 3.5

O
HO /@vN |
\/\S N = \NH/\
H

S9, E-coli

mercaptoethanol pyrrole adduct
CgH,,.N,O0,S MW 228

RT 11.0

CeHeN,0, MW 168
RT 8.3

0
HO /@\/ II
NH, > s = \NH/\NHZ

microsomes, S9
mercaptoethanol furan adduct

CoH,N;0,S MW 229
RT 8.2

N
NH O

]

NH,

N\

hydroxylamine
CGH8N4O3
MW 184

AN-metabolite
CGH6N4OZ
MW 166

RT 8.9

s
HoN o = “NH,

microsomes, S9, E-coli
aminofurfural
hydrazone metabolite
CgH,N,O MW 125

RT 4.1



