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mercaptopropionic acid (MPA) / o-phthalaldehyde (OPA)
solution, 9.0 uL

sample 1.0 uL (Mixing)

9-fluorenylmethyl chloroformate (FMOC) Reagent
0.5 pL (Mixing)

phosphoric acid aqueous solution 5.0 pL (Mixing)

Injection to HPLC
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System 1 LC-2050C*!
Column . Shim-pack™ XR-ODSII
(100 mm X 3.0 mml.D, 2.2 um) *?

Mobile phase ©A) 20 mmol/L (Sodium) acetate buffer (pH 6)
. B) Water/Acetonitrile = 10:90
- 0) 20 mmol/L (Sodium) acetate buffer (pH 5)

containing 0.5 mmol/L EDTA-2Na

Mode . Low pressure gradient

Flow rate 2 1.0 mL/min

Column temp. 140 °C

Injection volume STl

Vial . Shimadzu Vials, LC, 1.5 mL, Glass *3

Detection * Fluorescence detector (RF-20Axs)

1 Ch1) Ex. 350 nm, Em. 450 nm
1 Ch2) Ex. 266 nm, Em. 305 nm

*1 LC-2030CPluslcEHBATEE T,
*2 P/NS228-41624-92
*3 P/NS228-15652-92
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BSRS (min) a=w k WIS E2((E]
0.20 K7 B.Conc 7
1.00 R B.Conc 7
4.00 R~y C.Conc
5.00 R B.Conc 15
5.00 R C.Conc 85
7.50 R B.Conc 30
7.50 K7 C.Conc 70
12.00 A B.Conc 35
12.00 K~Ko7 C.Conc 65
14.00 R~ B.Conc 45
14.00 K7 C.Conc 55
14.01 ~o7 B.Conc 95
14.01 R7 C.Conc 5
17.00 ~o7 B.Conc 95
17.00 K7 C.Conc 5
17.01 Ro7 B.Conc 5
17.01 Ko7 C.Conc 0
1950 aviho—5 Stop
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@ 0.1 mol/L Borate Buffer
Add 0.62 g of boric acid and 0.2 g of sodium hydroxide into 100 mL
of pure water.

@ Mercaptopropionic Acid Reagent
Add 10 pL of 3-mercaptopropionic acid into 10 mL of 0.1 mol/L
borate buffer.

@ OPA Reagent
Add 0.3 mL of ethanol into 10 mg of o-phthalaldehyde and dissolve
completely. Then add 0.7 mL of 0.1 mol/L borate buffer and 4 mL of
pure water.
@ Mercaptopropionic Acid / OPA Solution
Mix 300 pL of Mercaptopropionic Acid Reagent and 600 uL OPA
Reagent.
@ FMOC Reagent
Add 10 mg of 9-fluorenylmethl chloroformate into 50 mL of
acetonitrile.
@ Mobile phase A
20 mmol/L (Sodium) acetate buffer (pH 6): Add 2.67 g of sodium
acetate trihydrate and 41 L of acetic acid into 1000 mL of pure water.
@ Mobile phase B
Water/Acetonitrile = 10:90

@ Mobile phase C
20 mmol/L (Sodium) acetate buffer (pH 5) containing 0.5 mmol/L
EDTA-2Na: Add 0.19 g of EDTA-2Na, 2.03 g of sodium acetate
trihydrate and 308 L of acetic acid into 1000 mL of pure water.
@ Phosphoric Acid Aqueous Solution
Add 0.5 mL of phosphoric acid into 100 mL of pure water.

m REE DO

fehIE CBIBRT =/ BOMSA. BRUFTZVEy-T
S /BB (GABA) 2B DDMRAIERICRLET, SHF
ICh )T hT 7 EGABADYETEY 2356 GABAEXRD
E—% (FOX LT T LRDFNADNED) AL T
N7 OERICHET BBENDY ETDT, THEC
&L,

30007
25004
20004
15004
10004
5007
0.0 2‘.5 5‘40 7‘5 Wb.O 1‘2.5 min
1. Aspartic Acid 9. Arginine 17. Tryptophan
2. Glutamic Acid  10. Alanine 18. Phenylalanine
3. Asparagine 11. Theanine 19. Isoleucine
4. Serine 12. Tyrosine 20. Leucine
5. Glutamine 13. GABA 21. Proline
6. Histidine 14. Methionine 22. Lysine
7. Glycine 15. Valine
8. Threonine 16. Cystine
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0.0 50 100 min
1. Aspartic Acid 9. Arginine 18. Phenylalanine
2. Glutamic Acid ~ 10. Alanine 19. Isoleucine
4. Serine 12. Tyrosine 20. Leucine
6. Histidine 13. GABA 21. Proline
7. Glycine 14. Methionine 22. Lysine
8. Threonine 15. Valine
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Ground brown rice 491 mg

6 mol/L HCI (500 pL)

Seal vessel under reduced pressure

Stand at 110 °C, 22 hours

Evaporate to dryness under nitrogen atmosphere

—— 10 mmol/L HCI (1000 pL)
Dissolve with vortex mixer
Filtration (0.2 um, 10000 rpm X 10 minutes)

Filtrate 50 pL

— 10 mmol/L Hl (950 ub)
HPLC
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1. Aspartic Acid 9. Arginine 19. Isoleucine
2. Glutamic Acid ~ 10. Alanine 20. Leucine
4. Serine 12. Tyrosine 21. Proline
6. Histidine 14. Methionine 22. Lysine
7. Glycine 15. Valine
8. Threonine 18. Phenylalanine
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Stirred egg 14.26 mg

6 mol/L HCl (500 pL)

Seal vessel under reduced pressure

Stand at 110 °C, 22 hours

Evaporate to dryness under nitrogen atmosphere

—— 10 mmol/L HCl (1000 L)
Dissolve with vortex mixer
Filtration (0.2 um, 10000 rpm X 10 minutes)

Filtrate 50 pL

F— 10 mmol/L Hat 950 wb)
HPLC
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0.0 50 10.0 min
1. Aspartic Acid 9. Arginine 18.Phenylalanine
2. Glutamic Acid ~ 10. Alanine 19.1soleucine
4. Serine 12. Tyrosine 20.Leucine
6. Histidine 13. GABA 21.Proline
7. Glycine 14. Methionine 22.Lysine
8. Threonine 15. Valine
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Soybean extract 25.72 mg

6 mol/L HCI (500 pL)

Seal vessel under reduced pressure

Stand at 110 °C, 22 hours

Evaporate to dryness under nitrogen atmosphere

—— 10 mmol/L HCI (1000 L)
Dissolve with vortex mixer
Filtration (0.2 um, 10000 rpm X 10 minutes)

Filtrate 50 pL

F— 10 mmol/L HE1 950 w)
HPLC
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0.0 50 10.0 min
1. Aspartic Acid 9. Arginine 19. Isoleucine
2. Glutamic Acid ~ 10. Alanine 20. Leucine
4. Serine 12. Tyrosine 21. Proline
6. Histidine 14. Methionine 22. Lysine
7. Glycine 15. Valine
8. Threonine 18. Phenylalanine
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Boiled tuna 8.39 mg

6 mol/L HCI (500 uL)

Seal vessel under reduced pressure

Stand at 110 °C, 22 hours

Evaporate to dryness under nitrogen atmosphere

—— 10 mmol/L HCI (1000 pL)
Dissolve with vortex mixer
Filtration (0.2 um, 10000 rpm X 10 minutes)

Filtrate 10 pL

F— 10 mmol/L Hat 990 wb)

HPLC
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0.0 50 10.0 min
1. Aspartic Acid 9. Arginine 17. (Tryptophan + GABA)*
2. Glutamic Acid ~ 10. Alanine 18. Phenylalanine
3. Asparagine 12. Tyrosine 19. Isoleucine
4. Serine 13. GABA 20. Leucine
7. Glycine 14. Methionine 21. Proline
8. Threonine 15. Valine 22. Lysine
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Soybean extract 1.06 g (1 mL)

10 mmol/L HCI (9 mL)
Mix with vortex mixer
Centrifuge (10000 rpm X 15 minutes)

Supernatant

Ultrafiltration filter (3K)
Centrifuge (10000 rpm X 20 minutes)

Filtrate 100 uL
10 mmol/L HCl (900 L)
HPLC

13 AEHEROFLETD 33—V

mE CAKE

mv
700
600
500
4001
3004
200
100 2
4
1 3
RIBN
0.0 ‘ ‘ ‘ iO 160 ‘ min
1. Aspartic Acid 8. Threonine 17. Tryptophan
2. Glutamic Acid 9. Arginine 18. Phenylalanine
3. Asparagine 10. Alanine 19. Isoleucine
4. Serine 12. Tyrosine 20. Leucine
6. Histidine 14. Methionine 21. Proline
7. Glycine 15. Valine 22. Lysine
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Boiled tuna 4.91g

10 mmol/L HCI (5 mL)

Homogenize (1 minute)

Centrifuge (10000 rpm X 15 minutes)
Supernatant

Ultrafiltration filter (3K)
Centrifuge (10000 rpm X 20 minutes)

Filtrate 10 pL

— 10 mmol/L Hal (990 ub)
HPLC
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1. Aspartic Acid 7. Glycine 15. Valine
2. Glutamic Acid  10. Alanine 19. Isoleucine
3. Asparagine 13. GABA 20. Leucine
4. Serine 14. Methionine 21. Proline
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Raw scallop 1.02g

10 mmol/L HCI (5 mL)

Homogenize (1 minute)

Centrifuge (10000 rpm X 15 minutes)
Supernatant

Ultrafiltration filter (3K)

Centrifuge (10000 rpm X 20 minutes)

Filtrate 10 pL

— 10 mmol/L HC1 4990 )
HPLC
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1. Aspartic Acid 9. Arginine 17. Tryptophan
2. Glutamic Acid ~ 10. Alanine 18. Phenylalanine
4. Serine 12. Tyrosine 19. Isoleucine
6. Histidine 14. Methionine 20. Leucine
7. Glycine 15. Valine 21. Proline
8. Threonine 16. Cystine 22. Lysine

K18 FI/BYTUAYOI/OR NS A

Amino acid supplement 1.40 g

10 mmol/L HCI (25 mL)
Homogenize (1 minute)
Filtration (0.2 um)

Filtrate 5 pL

I— 10 mmol/L HCI (995 uL)

HPLC
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25004
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5004

50 100 min

. Aspartic Acid 8. Threonine 17. (Tryptophan + GABA)*
. Glutamic Acid 9. Arginine 18. Phenylalanine

. Asparagine 10. Alanine 19. Isoleucine

. Serine 11. Tyrosine 20. Leucine

. Glutamine 13. GABA 21. Proline

. Histidine 14. Methionine 22. Lysine

. Glycine 15. Valine
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Cutted mushroom 2.06 g

10 mmol/L HCI (10 mL)
Homogenize (1 minute)
Centrifuge (10000 rpm X 15 minutes)

Supernatant

l

Filtration (0.2 pm)

Filtrate 20 uL
— 10 mmolL Hal @80 D)

HPLC
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1. Aspartic Acid 8. Threonine 15. Valine
2. Glutamic Acid 9. Arginine 17. (Tryptophan + GABA)*
3. Asparagine 10. Alanine 18. Phenylalanine
4. Serine 11. Theanine 19. Isoleucine
5. Glutamine 12. Tyrosine 20. Leucine
6. Histidine 13. GABA 21. Proline
7. Glycine 14. Methionine 22. Lysine
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Matcha (Powdered green tea) 0.99 g

10 mmol/L HCl (10 mL)

Homogenize (1 minute)

Putin the fridge over night
Centrifuge (10000 rpm X 15 minutes)

Supernatant

Filtration (0.2 um)

Filtrate 20 pL

—

HPLC

10 mmol/L HCl (980 uL)
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1. Aspartic Acid 9. Arginine 17. (Tryptophan + GABA)* 1. Aspartic Acid 8. Threonine 17. (Tryptophan + GABA)*
2. Glutamic Acid ~ 10. Alanine 18. Phenylalanine 2. GlutamicAcid 9. Arginine 18. Phenylalanine
3. Asparagine 12. Tyrosine 19. Isoleucine 3. Asparagine 10. Alanine 19. Isoleucine
4. Serine 13. GABA 20. Leucine 4. Serine 12. Tyrosine 20. Leucine
6. Histidine 14. Methionine 21. Proline 5. Glutamine 13. GABA 21. Proline
7. Glycine 15. Valine 22. Lysine 6. Histidine 14. Methionine 22. Lysine
8. Threonine 7. Glycine 15. Valine
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Tomato juice 0.99 g (0.5 mL)

10 mmol/L HCI (4.5 mL)
Homogenize (1 minute)
Ultrafiltration filter (3K)

Centrifuge (10000 rpm X 20 minutes)

Filtrate 50 pL

F— 10 mmol/L Hat 950 wb)

Green juice 0.98g (1.0 mL)

10 mmol/L HCI (4 mL)

Homogenize (1 minute)
Ultrafiltration filter (3K)

Centrifuge (10000 rpm X 20 minutes)

Filtrate 200 pL
— 10 mmol/L Hel 800 )

HPLC HPLC
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1. Aspartic Acid 8. Threonine 17. (Tryptophan + GABA)* 1. Aspartic Acid 9. Arginine 17. (Tryptophan + GABA)*

2. GlutamicAcid 9. Arginine 18. Phenylalanine 2. Glutamic Acid  10. Alanine 18. Phenylalanine

3. Asparagine 10. Alanine 19. Isoleucine 3. Asparagine 12. Tyrosine 19. Isoleucine

4. Serine 12. Tyrosine 20. Leucine 4. Serine 13. GABA 20. Leucine

5. Glutamine 13. GABA 21. Proline 5. Glutamine 14. Methionine 21. Proline

6. Histidine 14. Methionine 22. Lysine 6. Histidine 15. Valine 22. Lysine

7. Glycine 15. Valine 8. Threonine
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Barbecue sauce 0.23 g

10 mmol/L HCI (5.0 mL)
Ultrafiltration filter (3K)
Centrifuge (10000 rpm X 20 minutes)

HPLC

Coconut milk 0.53 g (0.5 mL)

10 mmol/L HCI (9.5 mL)

Mix with vortex

Ultrafiltration filter (3K)

Centrifuge (10000 rpm X 20 minutes)
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