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Intrada Amino Acid, 100 x 3 mm

A: acetonitrile / formic acid = 100/ 0.3

B: acetonitrile / 100mM ammonium formate = 20 / 80
10-100 %B (0-10min), 100 %B (10-15min)

0.4 mL/min (3 MPa), 37°C, 10 uL (5pg/mL, 2% HCOOH)

K Single Quad. MS (ESI, positive) /




HPLC Column
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methylcysteine carbocysteine
(S-methyl-L-cysteine) (S-(carboxymethyl)-cysteine)

Intrada Amino Acid, 100 x 3 mm
{x100,000) A: ACN / HCOOH = 100/ 0.3

' B: ACN / 100mM HCOONH4 =20/ 80
20%B (0-4 min), 20-100%B (4-14 min)
1 100%B (14-16 min)

0.6 mL/min (5 MPa), 37°C

10 pL (25-50 pg/mL, 1% H

1.0 i Single Quad. MS (ESI, positive)
: L [M-H]" m/z 178.0 (25 ug/mL)
0.0 1 j \ [M+H]+ m/z 136.0 (50 ug/mL)
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Intrada Amino Acid, 150 x 3 mm

A: methanol / water / formic acid=85/15/0.3

B: acetonitrile / 100mM ammonium formate = 20 / 80

12-13 %B (0-12 min), 100 %B (12-15 min)

0.4 mL/min (11 MPa), 35°C, SuL (1mM, 0.1N HCl)

Single Quad.MS (ESI, positive, m/z 132.0
\_ )




HPLC Column
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(2-methylalanine)
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Intrada Amino Acid, 50 x 3 mm

A: acetonitrile /tetrahydrofuran /25mM ammonium formate /formic acid =9 /75 /16 /0.3
B: acetonitrile /100mM ammonium formate = 20/ 80

0 %B (0-2.5 min), 0-17 %B (2.5-6.5 min), 100 %B (6.5-10 min)

0.6 mL/min(6 MPa), 35°C, SuL (1000nmol/mL, 0.1N HCI)

Single Quad. MS: ESI (SIM, positive)
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/ Intrada Amino Acid, 100x 3 mm | \
|

A: acetonitrile / formic acid = 100/ 0.3

B: acetonitrile / 100mM ammonium formate = 20/ 80 ||
20%B (0-4 min), 20-100 %B (4-14 min), 100 %B (14-16 min) |\ Arg (mz 175.1)
0.6 mL/min (5MPa), 37°C, 5 uL (0.2N HCIO,)
Single Quad. MS: ESI (SIM, positive) Lys (m/z 147.0)
I His (m/z 156.0)
{ (Cys)2 (m/z 241.0)

Asn (m/z 133.0
s b ) Human serum

¥ Gin (m/z 147.1) (commercial reagent)
Ser(m/z 106.0) <—— 0.4N HCIOy4 (1:1, vol)

Gly (m/2 76.0) «— mixing

Asp (m/z 134.0) «— contrifugation
Glu (m/z 148.0) (12500 rpm, 5 min)

Supernatant

Th iz 120.1,
hr (m. ) (Injection Sample)

Ala (m/z 90.0)

Leu \ Val (m/z 118.1)

\__Pro (m/z 116.1)
el Tyr(msz 182.1)
_Met (m/z 150.0)
(m/z 132.1)
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HPLC Column
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Amino Acid, Organic Acid, SEC, WP-RP
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1.0 | e | e WAA11 | WAA12 | WAA1S | WAAL4 | WAA15 | WAA16

Amino Acid | 3 pm (50MPa 2.0 WAA20 | WAA29 | WAA21 | WAA22 | WAA23 | WAA24 | WAA25 | WAA26
3.0 WAA30 | WAA39 | WAA31 | WAA32 | WAA33 | WAA34 | WAA35 | WAA36

Organic Acid | 3 pm |30MPa 20 | e | e WOA21F (WOA22F| WOA23F | WOA24F | WOA25F [ WOA26F
F I B e T T D T B WSE06

SEC 3 um |30MPa 10 | e | e | e | e | e | e [ e WSEP6
T R S B T e e WSEQ6

1.0 | e | e WPR11 | WPR12 | WPR13 | WPR14 | WPR15 | WPR16

15 | e | e WPR71 | WPR72 | WPR73 | WPR74 | WPR75 | WPR76

I I WPR21 | WPR22 | WPR23 | WPR24 | WPR25 | WPR26

WP-RP | 3 um |30MPa e WPR31 | WPR32 | WPR33 | WPR34 | WPR35 | WPR36
46 | | e WPRO1 | WPR02 | WPRO3 | WPRO4 | WPRO5 | WPR06

6 | e | - WPR61 | WPR62 | WPR63 | WPR64 | WPR65 | WPR66

10 | e | e WPRP1 | WPRP2 | WPRP3 | WPRP4 | WPRP5 | WPRP6




