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*1 IMP:Inosine 5-monophosphate, AMP : Adenosine 5-monophosphate,
ADP : Adenosine 5-diphosphate, ATP : Adenosine 5'-triphosphate
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System . Nexera™ series

Column : Shim-pack™ GIST 3 um C18 AQ
(100mmL. X 3.0mm1D, 3 um)

Flow rate : 0.8 mL/min

Mobile phase *2 : A) Water/Acetonitrile=100/1 (v/v) containing
0.15 mol/L Phosphoric acid, 0.225 mol/L
Triethylamine

B) Water/Acetonitrile=80/20 (v/v) containing
0.15 mol/L Phosphoric acid, 0.225 mol/L
Triethylamine

1 0%B (0-3.5min) = 12 %B (11 min) —

100 %B (11.01-18 min) — 0 %B (18.01-28 min)

Time Program

Column temp. :30°C
Injection volume  : 10 ulL
Detection : PDA 260 nm

* 2 Phosphoric acid: 10.2 mL

- mi f W A itrile 1L
Triethylamine: 31 mL } mixture of Water/ Acetonitrile
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Compounds Retention time Area
Hx 0.14 033

IMP 0.00 0.21
HxR 0.09 0.20
AMP 0.04 032
ADP 0.05 0.50
ATP 0.05 0.68
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Compounds Conc. Range (umol/L) R?
Hx 2-100 0.9999972
IMP 100-600 0.9999905
HxR 10-400 0.9999822
AMP 1-50 0.9999917
ADP 1-50 0.9999960
ATP 1-20 0.9999931
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Tuna (homogenized) 2 g

—— 10 % perchrolic acid 10 mL
shake (5 min)
centrifugation (4 °C)

1
upernatant residues

%)

—— 5 % perchrolic acid 10 mL
shake (5 min)
centrifugation (4 °C)

supernatant

residues
5 % perchrolic acid 10 mL
shake (5 min)
centrifugation (4 °C)
|
supernatant residues

supernatant 10 mL

storage in ice
neutralization with KOH
centrifugation (4 °C)

supernatant

filtration

HPLC

X3 pHlEYO NIV
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Albacore Tuna
Quantitative value (umol/L)
0,
days Kvalue (%) Hx IMP HxR AMP ADP ATP
0 538 68.970 252.281 256.739 9.052 10.552 7.882
1 56.9 83.502 229.872 254.640 9.286 9.962 6.728
2 60.2 83.825 195520 249.527 7.197 12.054 5.841
3 615 87.607 203.348 279.969 8.561 10.889 7.659
Yellowfin Tuna
Quantitative value (¢ mol/L)
0,
days Kvalue (%) Hx IMP xR AMP ADP ATP
0 25 3619 582.971 12.103 10.156 10.657 5.724
1 8.7 12.794 559.034 43472 13.641 14.310 4413
2 14.5 17.020 496.849 71427 4992 19.459 1574
3 209 26.589 451.304 99.401 5299 18.558 1.926
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Shim-pack GIST C18 AQ 15 LA
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Number of Injections
0 After 300
Pmax. 22.15 2215 0

Decreasing rate (%)

Theoretical plate, N

Number of Injections

Decreasing rate (%)

0 After 300

Hx 7692 7413 3.63
IMP 5692 5256 7.66
HxR 7679 7416 342
AMP 7057 6410 9.17
ADP 17048 16408 375
ATP 31533 28970 8.13
Symmetry

Number(;)f aneaffT;r 300 Deterioration rate (%)
Hx 1.165 1.163 -0.17
IMP 1.021 1.097 744
HxR 0.99 1.036 4.65
AMP 0.997 1.054 5.72
ADP 0.97 0.994 247
ATP 0.971 0.996 2.57
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