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Aminorex ( CAS 2207-50-3)

2-Oxazolamine, 4,5-dihydro-5-phenyl
(CgH1gN,0O, MW = 162.191)
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Chrom-Matrix Innovation™ LC-MS/MS {fil#t ™ il T o
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&R E SR NMR RN #8548 H] Chrom-Matrix Innovation™ Cg+SCX
FHACHU™ RS B N B 1S (Flash chromatography) 8 24345 [ 4l Ak i K B
A0 (N 4.5 TR IRFE, pHE LFE, FKE wl IR 100%, 4ifk)5 T &
4.2 %), Chrom-Matrix Innovation™ PSA [EAHAEH fkE il (K TN BL A3 (f1ash
chromatography) fH=434g Rl 2l P K 75 w128 20 (BK F w) B[l 100%,
A0S 1.5 50),  ARJE A DU E AR i A0 3RAT 98 T BT K T ] (i
[ 57%) o 1D A1 2D NMR iF 48 A A w2 Bl K 7 7

Purification Scheme for Horse Urine Metabolite

0.5 L Cattle Urine +
0.5 L 10 mM Ammonum Acetate pH 6

Step 1
[ -Apply to C8+SCX flash column
-Elute with methanol + 5% ammonium hydroxide

Step 2
-Dry Eluate #1 under vacuum
-Reconstitute in acetonitrile
-Apply to PSA flash column
-Elute with acetonitrile

Eluate #1 4

v
Eluate #2

Step 3
-Freeze-dry Eluate #2
in i acid (90:10:1)
-Purify using C8 HPLC column (LC-MS/MS detection) by
manual collection of eluate fractions of multiple injections
-Combine collected metabolite fractions

v
Eluate #3 ‘

Step 4
-Freeze-dry Eluate #3
-Reconstitute in acetonitrile:10 mM ammonium acetate (90:10)
-Purify using PFPP HPLC column (LC-MS/MS detection) by
manual collection of eluate fractions of multiple injections
-Combine collected metabolite fractions

4
Eluate #4

Step 5

-Mix Eluate #4 1:1 with 0.1 M acetic acid

-Apply to C8+SCX flash column
-Elute with methanol + 5% ammonium hydroxide
-Dry eluate under vacuum
-Reconstitute eluate in 0.1% formic acid:acetonitrile (90:10)
-Purify using WCX HPLC column (LC-MS/MS detection) by
manual collection of eluate fractions of multiple injections
-Combine collected metabolite fractions

Eluate #5

-Apply Eluate #5 to C8+SCX flash column
Step 6 ’\ “Elute with methanol + 5% ammonium hydroxide

-Acidify Eluate #5 to 0.1% formic acid “Dry eluate under vacuum
-Apply to C8 SPE column, elute with 0.1% formic acid in acetontitrile

P —
‘ Eluate #6 ‘

-Dry eluate under vacuum

A
Purified Metabolite
Submit Sample #2 for NMR analysis

Purified Metabolite
Submit Sample #1 for NMR analysis
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Figure: Proton NMR Spectra of Aminorex Standard, Horse Metabolite, and

Processed Aminorex Standard
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Top Spectrum: Aminorex standard as received from the vendor; Middle
Spectrum: Second sample of purified horse urine metabolite; Bottom

Spectrum: Aminorex standard after processing by the last step used for

the cattle metabolite.
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Ce+SCX JBR& K

BEA A b

B A (B ) > 3.6 mg B
bE i

IHRAIRPENER 2 RICR (pH 6 _EFF) >95%
—RF AR (pH 3.5 _[FE) > 95%
PP e 7 A vk e [ e 2 (pH 1 FFF, 500mg/3cc) > 95%

Innovation™ C8+SCX [ #H A B A 2 -

IRAETA HE T)

1 2T+ 50 = 330101-U
1 2T+ 100 =750 330102-U
3 =Jt 300 = 330303-U
3 =Jt 500 = 330304-U
6 ZJt 500 =t 330605-U
6 ZJt 15 330606-U
12 2Tt 2 331207-U
20 ZJt 5 5 332008-U
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Innovation™ C8+SCX [#|#H#<HL 96-well £ 4 5

PR B 7 G5
25 =7 963301-U
50 =7 963302-U
100 =5 963303-U
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