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Z ANFRUME IISAIET B3 Ot &t EA0 THOH A JH L CE

1) 24 U4 ot0| At
Alonme, Arginine, Aspartic acid, Glutamic acid, Glycine, Histidine, Isoleucine, Lysine
Phenylalanine, Proline, Serine, Threonine, Tyrosine, Valine

2) M2l 82
Cysteme, Methionine, Tryptophane

2. 12 &d

6N HCIZ A8 01 JI=20 3t ¥ jon—exchange HPLC YE O Z otl| A2 E2|0}1] ninhydrin
& O| &%t post column SN O Z FFOLL,

II=E AR L] Tt+=20H WL Ol 2t9| peptide ZBEE IjJ| YTt LI O F OO| - AHQ| AMTIE
TXIGHI| 40l Phenol& HCIO| HIITHE}, Jt=201 ¥ 110 COIAM 24 A|2HF 2 IO,
Cysteinel} Methionine® EA1 AZ0IEJ 20| 22| ZEL TI+-20) WP T FEXOZ Ao}
LI 20 = YEOEE THUDHBTFE EH = A

=20l F filtering ¥ & HX|1, HCIZ MAHOHI| 1-I°H SEAT AZILE A2 Me FTEHEEE=E
OOl &to| EONT} Y E = UL EZ FOIT0G{0F B}l pH 2.0 O|Tt2] AH30| A= Aspartic acid,
Threonine, Serine GOl 20T SM7t 8% = U2 EZ XHE HCIE M| HOI{Of Bt

SHUAHFETE IO AEL pH 2.22] citrate buffer§&240]l §01 & micro membrane filter 2
filter0t1 —10 “CO|T}Oof| M 2 &THT,

lon exchange column& A8 Bt HPLC gradient TAHOIAM 29| of0| - A2 2| &|H, Of 2]
gradient THE sodium buffer§ 2| pH2t YOI T E HXIXOE FIIAIZILE

S8 =A= A8 Of0| 20| Iy BN §2|E|1, O &0 T8, €Z=aEE =MZ L2

22|E o022 ninhydrin §24 1t Bt§01 SN2 /=0 1 Xt OO &K 570 nmOjlA{, 2Kk}
OO\ &K2 440 nmOjlM XL ZYE = S THITE 20| B8

M EAAPEOIAM F2AE AIZE QI LRIt 28010 U= ot at TS0 & ErEE
OZ M2 18T XY =0 HETI= WS MO0} Bt

3. A2 Reagent

— Glass Distilled Water

— 6 N Hydrochloric acid(0.1% phenol &&)
— Sodium diluent(pH 2.2)

— Sodium diluent(pH 3.15)

— Sodium diluent(pH 7.40)

— Sodium Regenerate

— Ninhydrin reagent
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5. Aol =R
1) 7t Z0H
- AZEE JIEGHZE & 2t ¥ 0.50& BFOIH 250mL T2 flaskoi| 2104
— 0.1% phenol& &-30t= 6N HCI 100 mLE Jt8tCt,
— FlaskE §=7(9] 1z30t1] O]2] JtEE sandbatholl YX[A[Z2I Z 110-120 COIM 24 A2t
SOt S X[TH,
— FlaskE 2&%t Z 50mL H[O|HE HEO 1l HCI 717t [ O]y &Y TIX| 4& K]
fekatedniy
— Norleucine Internal Standard 1.0mLE flaskol F+otCY,
— JIE20 A2 L Whatman #1 filter paperE SUA|7{ 250mL vol flaskE H2ICE.
— Flask2! filter= distilled water2 M[Z0(0] &HXICE
- VoI flaske| =2 MUIX| H20E ==L
— 2 &4 10 mLE FOIH 100 mL T2 flaskoll sx2ICt
— Rotary vacuum evaporatorE A0 T HETA|F|H, O|llf £FE= 60 ‘CE S X|BH
— Flask LHHE distilled water2 MZ0t1 CHA| T2 HEA|ZICEH
— Na diluent pH 2.2 5.0 mLFOtH flaskOi| IOt} Jt=20) ZH=EEL &2 =H T HIIE
Cio{ 527t ’E')'I|U|‘|__|'
— Syringe micropore filterE A§ 0t filterStCt.
— Sample vial& 2T X label & £ AT}
2) 717| 24
2 ’“Xtoﬂ (2t ZH|SHXF AFE ofgff EAZT A0 M2} SATHH,
— Flow Rate : 0.4 mL/min
— Column temperature : 55 °C
— Reactor temperature  : 130 C
— Wavelength 500 nm
— Injection volume : 20 uL
— Gradient program
Time % Na citrate % Na acetate % NaOH
(minutes) Buffer Buffer regenerate
pH 3.15 pH 7.50
0.0 100 0 0
10.0 100 0 0
34.0 0 100 0
53.0 0 100 0
53.1 0 0 100
55.0 0 0 100
55.1 100 0 0
75.0 100 0 0
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