ODSHS Llc& A BEMESYDESEUHPLC XYy RIBE

yEY) &' (HFRHEEHIR1)

@ FUsic ® 1S5 LOEIR

BHERICBV CREEL SN DRI BISIER CRH TH 2, HOFHEEL THRAREEERRI ORI ST — BREELENIRANS L

(HILIOZER T35 — 2B\, TEHEOBRMPBRM VS AT B DREERELET 3, FE. 2umFsEgle WIS T SR RAICRIFE B DRAEL T KR 1 00%BBIENER TE BT EDBATH B.

UHPLCO#EHFEDEICED. ZDHTESREIEAEITIEMEIND K SICIE o, ZDIesd. FEEICE T BN IR TERICKFR 1 00%EENMBSRAHME T DANTP (418) % B U\ e B E R T .

MEDEUEICHEOTLESBEDT XY NBBTDS B, ZT T HHIEC1 805 L ICTEBILLAYDRITE B

(CHEEHS LOBIFEToTc. KR 1 00%BEIECOEROTIEEEDTDHS LIMRIFHEOEAZERZIENT KT 1 00%BIIIC & BANTPOR LR

FBIs BEBEERDANDT EHTREE D, LC/MSNDRER_ EO I TE . AMRICHBUNT, eikaties — po———— | CZIL evelos HSR AQ G16. S0t x50

ZYMCHPLCH'SUHPLCAD XV Y RBEB KU, CNETIREE T 215 LADEBORF UL D THET 2. FJ Mobile phase  : 25mM Ammoniumu phosphate, pHZ.0
Flow rate :1.0mL/min

. U H PLC)“J v Fgg’\®¥m§ — giﬂz\ef'”'e ;:?d%'rp 2dTTP 3.dGTP 4.dATP

(each 0.5mmol/L)
Injection volume : 1.0uL
System : Thermo Fisher SCIENTIFIC Ultimate 3000
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L Column Develosil HSR AQ C18, 5um (4.6x150mm)
400 Mobile phase 0.1% TFA VAT LATOHE
a0 Flow rate 1.0mL/min oo — wsmme
o GC Temperature : 30C B v 10
- Detection +Uv220nm -
N Sample :1. Allantoin 2. Hypoxanthine o
o0 3.Uricacid 4. Xanthine 5. Inosdine
100 Injection volume : 2.0uL
— System : Thermo Fisher SCIENTIFIC Vanquish v o
00 S0 W0 om0 mo %o Bo 40
Mixer volume  : 10uL vl 2oL
00 3TRT AU " Conditions;
EZ 23 Column : Develosil HSR AQ C18, 2um (2.0x50mm) ; g
350 Mobile phase  :0.1% TFA & C C Comaac Caanac Damaa- asarJamen romaar Camasr Maaar T Caaser 7 e =
200 1 Flow rate :0.474mL/min
250 CC Temperature : 30C HFANTOHE
200 Detection uv220nm gl 28 o snena s
200 5 Sample :1. Allantoin 2. Hypoxanthine PRI 2um
100 3.Uricacid 4. Xanthine 5. Inosdine
50 - i Injection volume :0.16uL [
00 LA—E CoTm o moEm e e im System : Thermo Fisher SCIENTIFIC Vanquish -
TS we W ®e  Es  We B0 o Miervolume :10uL -
Chromeleon® 7IckBUHPLCX — BEEOIEE L ‘ JO—KBE—5 3um
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Original method (HPLC) UHPLC method
N T 1) Enigalocatechin HDevelosil HSR AQ C18, 2um (2.0x100mm) HDevelosil HSR AQ C18, 2um (2.0x75mm) HDevelosil HSR AQ C18, 2um (2.0x50mm)
2. Caffeine - 2 1.()-Epigallocatechin - 2 1. (-)-Epigallocatechin - 2 1. ()-Epigaliocatechin
3. (-)-Epigallocatechin gallate 2. Caffeine 2. Caffeine 2. Caffeine
4. (-)-Epicatechin 3. (-)-Epigallocatechin gallate 3. (-}-Epigallocatechin gallate 3. (--Epigallocatechin gallate
5. (-)-Epicatechin gallate 4. (-)-Epicatechin 4. (-)-Epicatechin 4. (-)-Epicatechin
3 5. ()-Epicatechin gallate 5. (--Epicatechin gallate 5. (-)-Epicatechin gallate
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HPLC Conditions;
Column : Develosil HSR AQ C18, 5um (4.6x150mm) HPLC Conditions; HPLC Conditions; HPLC Conditions;
Mobile phase  : A) 0.1% Phosphoric acid  B) Methanol Column : Develosil HSR AQ C18, 2um (2.0x100mm) Column : Develosil HSR AQ C18, 2um (2.0x75mm) Column : Develosil HSR AQ C18, 2um (2.0x50mm)
Flow rate :1.0mL/min Mobile phase  : A) 0.1% Phosphoric acid  B) Methanol Mobile phase  : A) 0.1% Phosphoric acid B) Methanol Mobile phase  : A) 0.1% Phosphoric acid  B) Methanol
Temperature  : 40°C (ForcedAir) Flow rate :0.474mL/min Flow rate :0.474mL/min Flow rate :0.474mL/min
Detection - UV280nm Temperature  : 40C (ForcedAir) Temperature  : 40C (ForcedAir) Temperature  : 40C (ForcedAir)
Sample : Japanese Tea Detection :Uvagonm Detection :Uv2gonm Detection :Uvagonm
Injection volume : 10uL Sample : Japanese Tea Sample : Japanese Tea Sample : Japanese Tea
System : Thermo Fisher SCIENTIFIC Vanquish_H Injection volume : 1.13uL Injection volume : 0.98uL Injection volume : 0.8uL
Mixer volume ~ : 10uL System : Thermo Fisher SCIENTIFIC Vanquish_H System : Thermo Fisher SCIENTIFIC Vanquish_H System : Thermo Fisher SCIENTIFIC Vanquish_H
Gradient : A B Curve Mixer volume  : 10uL Mixer volume ~ : 10uL Mixer volume  : 10uL
0.0 920 10 5 Gradient H A B Curve Gradient H A B Curve Gradient H A B Curve
30.0 50 50 5 0.0 920 10 5 0.0 920 10 5 0.0 920 10 5
40.0 50 50 5 8.8 50 50 5 6.6 50 50 5 4.4 50 50 5
401 90 10 5 1.7 50 50 5 8.8 50 50 5 5.87 50 50 5
50.0 End 11.8 90 10 5 8.82 90 10 5 5.88 90 10 5
14.7 End 1.0 End 73 End
MPreparation of samples
I Japanese Tea: 6.0 I Injection volume  : 89% cut Injection volume  : 90% cut Injection volume  : 92% cut
P - 0.09 Solvent usage : 86% cut Solvent usage 90% cut Solvent usage :93% cut
<+—— Water: 50mL Measurement time : 71% cut Measurement time : 78% cut Measurement time : 85% cut
I Leave overnight (24hr) I Throughput :x3.4 Throughput :x4.5 Throughput :x6.8

( Centrifugation 3,000rpm - 30min

@® Comparison of Separation in each column

| soveconted with Mobile phase Sample 5um, 4.6x150mm 2um, 2.0x100mm 2um, 2.0x75mm 2um, 2.0x50mm
(-)-Epigallocatechin 12.89 12.52 8.89 7.46

[_Filtration with 0.45um GHP Membrane ] Caffeine 3.14 3.53 2.71 2.92
(-)-Epigallocatechin gallate 5.26 4.54 3.50 3.06

( Injection | (-)-Epicatechin 13.88 13.57 10.72 9.20
(-)-Epicatechin gallate - - — —
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