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Abstract : The 7-keto-DHEA-acetate is converted to 7-keto-DHEA, a metabolite of DHEA, and similar
to its metabolism. We studied the metabolite M3, M4, and M5 of 7-keto-DHEA-acetate. The estimated
molecular weight of M3 and M4 was 304 which were supposed to have more 3 hydroxyl and/or ketone
groups. We could know that M3 is the 7-OH-DHEA which has the hydroxyl groups on 3 and 7-carbon
and a ketone group on 17-carbon. In case of M4, it is the 7-oxo- diol metabolite which has the hydroxyl
groups on 3 and 17-carbon and a ketone group on 7-carbon. The M5 was supposed that the molecular

weight is 320 and has the three hydroxyl groups on 3, 6, and 16 cartbon and the ketone group on
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17-carbon. After dosing, 7-OH-DHEA showed the maximum urine flow in human urine after 5 hr and

decreased rapidly. But we could find it until 58 hr why is a higher remaining substance.

Key words : 7-keto-dehydroepiandrosterone-acetate, dosed human urine, metabolite M3, metabolite M4,

metabolite M5, LC/ESI/MS, GC/MS
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Table 1. LC/ESI/MS operating conditions for 7-keto-DHEA-acetate and its metabolites in human urine

Instrument: Agilent 1100 series LC/ESI/MS system
Column: Hypersil ODS 4.6 mm LD x 100 mm length, particle size 5

Flow rate: 0.6 ml/min
Mobile phase:

time acetonitrile
initial 20%
25min 45%

Injection volume: 10 nL
Ionization mode :
Ion mode: positive mode
Drying gas: N»

350 €
Drying gas flow: 10 L/min

Drying gas temp. :

Nebulizer pressure : 40 psi

Capillary exit voltage: 80 eV

ESI (electrospray ionization)

water
80%

55%
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carbonate ©F 200 mgS- 7}5te] pHE 897 4T H,
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Table 2. GC/MSD operating conditions for the derivatives
of 7-keto-DHEA-acetate and its metabolites in
human urine

- GC/MS: Agilent 6890 GC / 5973 MSD

» Column: Ultra-1 (cross-linked methylsilicon 17 m X 0.2 mm
ID X 0.33 un film thickness)

He at 0.6 mL/min

16.10 psi

- Carrier gas :
- Inlet pressure :
- Split ratio : 5:1
- Injection port temp. : 280 C
- Transfer line temp. : 300 C
- Oven temp. program :

initial temp. initial time rate final temp  final time
(V) (min) ('C/min) () (min)
120 0 70.0 180 0.86
4 235 13.75
30 300 2.17
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204
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1.0
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Fig. 1. Total ion chromatogram and extracted ion
chromatograms of mfz 303, m/z 305, and m/z
321 by LC/ESI/MS.

311, tAA M3

Fig. 2 (a)°] b thARA) M3 9] extracted ion
chromatogram (FIC)S X thAld] M3¢] wEE Al7b
2 70 min oJ§lom Az ~HAEH Fg. 2 (b) & BH
m/z 3059 AFoleo]l AEHIE oA tiAAl M3
o] ofmjExle] H™ 7} Hrlgo] A% [M+H]™ o]0
2 A M39] BEARS 3ME FAE = sk Fig.
2 (o A ~HEgA A A HAE3E miz 305
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MSMS Zf ~dEdolth. A ~AHERA Hi n}
o} o] mfz 287, 269, 2519 A =& 977} HAEHS
on mfz 287 oS [M+H] ¢lLozRE 3 9
H,07} "o|xl [MH-H,0]" ©] 0%, mjz 269 ©] &L
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Fig. 2. LC/ESI/MS extracted ion chromatogram of
metabolite M3 (a), MS spectrum of metabolite
M3 (b), and MS/MS spectrum of m/z 305 (c).
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Fig. 3. LC/ESI/MS extracted ion chromatogram of
metabolite M4 (a), MS spectrum of metabolite
M4 (b), and MS/MS spectrum of m/z 305 (c).
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4. LC/ESYMS  extracted ion chromatogram

M5 (b), and MS/MS spectrum of m/z 321 (c).
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Fig. 5. Total ion chromatogram (a), extracted ion
chromatogram (b), MS spectrum of 7-OH-DHEA
(c) and MS spectrum of 7-oxo-diol (d) of dosed
urine by GC/MS.
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