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FLP AEKKDEGPYRMEHFRWGSPPKD
p.Aldel EKKDEGPYRMEHFRWGSPPKD
p.A1_E2del KKDEGPYRMEHFRWGSPPKD
p.A1_K3del KDEGPYRMEHFRWGSPPKD
p.A1_D5del EGPYRMEHFRWGSPPKD
Met(02) AEKKDEGPYR{Met(O2)}EHFRWGSPPKD

Note : Met(02) = methionine sulfone
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BEFT pH | A (%) B (%) | C (%) | D (%)
0.1% TFA in water 100.0 0.0 0.0
0.1% FA in water 0.0/ 100.0 0.0

Ammonium formate <4 0.0

Ammonium acetate

BEFT { A (%) | B (%) | C(%)|D (%)
ACN 100% 100.0

MeOH 100% .0| 100.0

ACN_MeOH=50%_50%
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System - Nexera™ X3 (Method Scoutlng System)
Column 1 : Shim-pack Scepter™ C18-120 ™
Column 2 : Shim-pack™ GISS C18 ™
Column 3 : Shim-pack Velox™ Sp-C18 3
Column 4 : Shim-pack Scepter C8-120 ™
Column’5 : Shim-pack Scepter Phenyl-120 ™
Column 6 : Shim-pack GIST-HP C18-AQ ™
(100 mm X 3.0mm D, 1.9 um: column 1, 2,
4~6)
(100 mm X 3.0 mm I.D,, 1.8 um : column 3)
Temperature 140 °C
Injection volume : 2 uL (FLP : 1000 mg/L, other impurities : 100
mag/L)
Sample solvent : Water

Mobile phases
Pump A —Line A :0.1% TFA (Trifluoroacetic acid) in water

—LineB :0.1% formic acid in water
—LineC 10 mmol/L ammonium formate (pH 4) in water
—LineD : 10 mmol/L ammonium acetate (pH 5) in water
Pump B - Line A : Acetonitrile
—LineB : Methanol
Flow rate :0.5mL/min

Time program (%B) : 10 % (0 min) =60 % (10 min)
—109% (10.01-15 min)

Detection : 220 nm (SPD-M40, UHPLC cell)
System : LCMS-2050

lonization : ESI/APCI (DUIS™), positive mode
Mode : SCAN (m/z300-2000)
Nebulizing gas :2.0L/min (Ny)

Drying gas :5.0L/min (N2)

Heating gas : 7.0 L/min (Np)

DL temp. :200°C

Desolvation temp.  :450°C

Interface Voltage ~ : 1.0kV

*1 P/N:227-31013-03. *2 P/N :227-30049-02

*¥3 P/N :227-32002-02 *4 P/N:227-31034-03

*5 P/N:227-31064-03. *6 P/N :227-30808-02
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1% TFA in water_MeOH_Scepter C18- mmonium formate (pH 4) MeOH |_Scepter C18-120

1% FA in water_ACN_Scepter C18-120 C epter C18

1% FA in water_MeOH_Scepter C18-120 Scepter C18
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.19% FA in water_ACN_Velox SP-C18 L £
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301® ) 0.1% FA in water_ACN_Scepter C8-120 7) Ammonium ac
| @0.1% FA in water_MeOH_Scepter C8-120 (& Ammonium acetate (pH 5
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p.A1_K3del

Met(2) *2332
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FHlMEIFE— 7R (P) EnBtE (Rs) DEHIDREIC
FYVEHEINET, BEMEEATLDODATY—Z2TTH
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BaK. BRRBEEL AL/ —Ib. 735 LD Scepter C8-
120C Leh 2B L3FBIGGHRENSD D LRHICE
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FSENEA BRI @gﬁa BEF]. 154 BEFR
0.1% FA in water MeOH Scepter-C8-120 26.889
Ammonium acetate (pH 5) | ACN_MeOH=50_50 | Velox SP-C18 26.328
Ammonium formate (pH 4) | MeOH Scepter-C8-120 26.073
Ammonium formate (pH 4) | ACN_MeOH=50_50 | Scepter-C8-120 25.948
Ammonium formate (pH 4) | ACN_MeOH=50_50 | Scepter C18-120 25.792
Ammonium formate (pH 4) | ACN_MeOH= Scepter Phenyl-120 25.575
Ammonium formate (pH 4) | ACN_MeOH=50_50 | GIST-C18-AQ 25.502
Ammonium formate (pH 4) | MeOH Scepter C18-120 25.318
Ammeonium formate (pH 4) | ACN Scepter-C8-120 24.890
Ammonium formate (pH 4) | ACN Scepter Phenyl-120 24.860
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AU | @ Ranking 1_0.1% FA in water_MeOH_Scepter C8-120

2) Ranking 2 _Ammonium acetate (pH 5)_ACN_MeOH=50_50_Velox SP-C18
3 Ranking 3_Ammonium formate (pH 4)_MeOH_Scepter C8-120
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0.1% FA in water_MeOH_Scepter C8-120
~_0.1% FA in water_MeOH_Scepter C8-120

0.1% FA in water_MeOH_Scepter C8-120
°C_0.1% FA in water_MeOH_Scepter C8-120
°C_0.1% FA in water_MeOH_Scepter C8-120
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AU °C_Ammonium acetate (pH 5)_ACN_MeOH=50_50_Velox SP-C18

__Ammonium acetate (pH 5)_ACN_MeOH=50_50_\ \/P\ox SP-C18
0°C_Ammonium acetate (pH 5)_ACN_MeOH=50_50_Velox SP-C18
@ 50°C_Ammonium acetate (pH 5)_ACN_MeOH=50_50_\ _Velox SP-C18
(3 40°C_Ammonium acetate (pH 5)_ACN_MeOH=50_50_Velox SP-C18
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30 FLP | pATdel

*2660| *2589
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12 AZLA—TVBEEZESERI/AOR N S A
80 C(D). 70°C(@). 60°C(®). 50°C(@). 40°C(®)
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SEMEA BEFL CEIEB | 5L BEHL A-TLBE

0.1% FA in water MeOH | Scepter-C8-120 80 1.492]
0.1% FA in water MeOH | Scepter-C8-120 70 1.396]
0.1% FA in water MeQOH | Scepter-C8-120 60 1.238
Ammonium formate (pH 4) | MeOH | Scepter-C8-120 80 1.175
Ammonium formate (pH 4) | MeOH | Scepter-C8-120 70 1.172
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14) . I MEREIAES. 100 15 min (3K 1 K14) |
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AU
20 1 @ Initial Conc. 5%/Gradient time 5 min/Flowrate 0.6mL_min * Resolution

2) Initial Conc. 10%/Gradient time 5 min/Flowrate 0.6mL_min
@ Initial Conc. 15%/Gradient time 5 min/Flowrate 0.6mL_min

15 29I MNIEREAREIS SO NI DA
5%(@D). 10%(@). 15%(®)

AU | @ Initial Conc. 10%/Gradient time 5 min/Flowrate 0.6mL_min
2 Initial Conc. 10%/Gradient time 10 min/Flowrate 0.6mL_min
@ Initial Conc. 10%/Gradient time 15 min/Flowrate 0.6mL_min

FLP
*09

* Resolution

p.Aldel
*14

16 29IV MNEEEEES SO M DA
5min(@®). 10 min(@). 15 min(®)

AUT @ Initial Conc. 10%/Gradient time 15 min/Flowrate 0.5mL_min *Resolution

2) Initial Conc. 10%/Gradient time 15 min/Flowrate 0.6mL_min

0.71 @ Initial Conc. 10%/Gradient time 15 min/Flowrate 0.7mL_min

~

17 REAZEFIEz/O N TLA
0.5 mL/min(@). 0.6 mL/min (@), 0.7 mL/min (®)

R fE—oDMS Sy ¥V T

J2 VI MEEEAS min. REH0.6 mL/mine FZVT
> MIEREE A% H K U5%DEETESNLICy O
Io LB RO MO TFERR8IC, Ffew BARMI
DUWRARY MU ERIITRLE T, BN TF ROARH)
T & % Met(02) . pAldel. pAl_E2del. p.A1_K3del.
p.A1_D5dellZUVARY ~ILDEBBIENEEIC0.99U = TIEE
ICEMLTHY. WARTZ MUickBE—T v E T
MR EHNRBENTWET, —7. LabSolutions MD
&, LCMS-2050nBEIFRHIoBH LicnFE (MSAXY
MLOFOVR)a—avickViEE) #RLWE—2
Sy R ORERERTZS. UVANRY MUHEIL TV
AR LCEH. ERGREZREE LET (KI8HD
FEAE) . TAVRYa—YavicknFEEHEL
fefER. B TELOREITNETC (R  FLPB LU
ERMDONFEEZSREICHE CES T EHIERETER
LTz

AU

Initial Conc. 5%/Gradient time 5 min/Flowrate 0.6mL_min
10 1 * Estimated molecular weights by deconvolution

FLP
* 2660

F—;-A‘dg' pAI_K3del
pA1_E2del "2332
Met(02)  *2460 p.Al_D5del

*2088

e

>
1 2 L73 sl s min

1 2 3 4 min

18 I T hEFES ming JE0.6 mL/min. 75V T ERR
ES%(L)E LT 15%(FDLCYZ AR b5 L
(FIREDFRICKDTHFD + S v F > J%RY)

AU

Met(02)
p.Aldel

/" p.A1_E2del
/ /P _Kadel
’ , p.A1_D5del
"/ FLP

T T T
200 250 300 350 nm

19 FLPBKUEBRFHNDUVANRY kb

&®3 FLPBLUSTHRMOHED FES L VIR FEDHER

200 EEDFE EROFE
FLP 2660 2660
p.Aldel 2589 2589
p.A1_E2del 2460 2460
p.A1_K3del 2332 2332
p.A1_D5del 2088 2089
Met(02) 2692 2692
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Application
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BT H A AR—-RC K BREDEEIER
FLPE K URB TGO DBEED T A AR—R % fitdh
HEOSTVIY SR, EEE ISV MIERES L.
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VAR—ZADW@EICKLY . FTIVIY NIERELS
E.TTVIVMEBBARWNEE. BEFAESD %b%bné
ZEDIHOWE LT

Resolution of Met(02)

Resolution of p.A1_E2del

‘ 1”

-1.03

098
093

0.89

Gradient time (min)
Grad‘\enttime (min)

5 10 15 20

Initial Conc. (%) \mt\aIConc (%)

Resolution of FLP

‘ "

Resolution of p.A1del

= <
£ E
£ g
5 g
2 g
V] G}
InmaIConc (%)
Resolution of p.A1_K3del
15 I 34
E -3.15 ; -3.15
z z
=10 (o} =
z 29 €
(] B
3 3
] 6]
265 265
5 o 0
5 10 15 24 5 10 15 24

Initial Conc. (%) Initial Conc. (%)

Hiatt B3

K20 FLPBEKLURRMMDDBEDTH A > ANX—X
(372 : 0.6 mL/min)

LabSolutions MDl&, #BE DT +A 2V AN—AAEREE
TBIET BROU 1477 Aimlcd BB % BE)
Téﬁk%@“éltb\\ﬂﬁﬁ?ﬁ B ZIE, FLP & BRI DEED
B ERET BTl FLP<‘;pA1deIU) YBERE AN SLLE.
FLP & p. A1_E2del DD BEEE AN .0 L. DifBEEBEIERE D 28
B E—7pA1_D5del DB HEBO6 DU T &AIDE—
I HEYNTREEND K S IEMet(O2) DB BRI A 3D MU
HEOSATUTE L,\ INSEmETEEEE T 1>
AR—RADERE SUBRLELE (K21) . K210
BEN iFLPtpMdeIUD BRI SRBOEE. £
PIEFLP & pAl_E2del DBEREAN 1 KB D3I, HEMI
RRE—UDOAEREN6D KLY RVLEL. FRERIZRTID
E—7OBREERNS LV EVEEAERLTHY. ans
LA (Bi&/\v F7) IZHBWVT. FIHDHRAD.
BEEHE (JZIVIVMNIEEE (9%, J2VI M
B3 :11.5 ming #iE 06 ml/min) Th3&BEHEREIN

Fll, TOEDIE. THAVAR—ADEREEICL Y.

BHE—JICH L TERICRELY 20477
S BB DREICERRAIETT,
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