L-column3 Application Data Sheet for LC CERI

Application No. L3024
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Column . L-column3 C18 (USP category: L1)

[ Analytical condltlons (Fig.1) ]

Column L-column3 C18 (C18, 3 ym, 12 nm); 2.0 mm I.D. or 2.1 mm I.D.x50 mm L.
Eluent : A: CH;CN; B: 5 mM HCOOH in H,0 (pH 3)
A/B, 2/98-40/60 (0-10 min)
Flow rate ;0.2 mL/min
Temperature 40 C
Detection : ESI-MS/MS (+)
Injection volume 1 pL (1 pmol/pL, 0.1% HCOOH in H,0)
System : _LC: Ultimate 3000 Bio RS (Thermo Fisher Scientific K.K.); MS/MS: 3200 QTRAP (SCIEX)
Sample ;| Peptide Sequence
1. Oxidized ACTH (1-10) | BERTFR SYS-M(O)-EHFRWG
2. Glycosylated EPO (117-131) s JUISIAERTFR EAISPPDAA-S(GalNAc)-AAPLR
3. Phosphorylated AngiotensinIl  : UME{ERTFR DRV(pY)IHPF
4. Nitrated Angiotensin I : ZhO{ERTFR DRV-Y(NO,)-IHPFHL
5. Methylated Substance P L XFIUERTFR RPKPQQFFGL-M(OMe)
6. Acetylated Calcitonin (15-29)  : 7tFJLUERTFR DFN-K(Ac)-FHTFPQTAIGV
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@® SUS column @ Metal-free column
2.1 mm I.D.x50 mm L. (Cat. No. 811140) 2.0 mm I[.D.x50 mm L. (Cat. No. 861140)

Fig.1 MS chromatograms of Peptides.
(Acidic eluent pH 3)
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L-column3 Application Data Sheet for LC Application No. L3024 c ERI

[ Analytical condltlons (Fig.2) ]

Column L-column3 C18 (C18, 3 ym, 12 nm); 2.0 mm L.D. or 2.1 mm I.D.x50 mm L.
Eluent : A: CH;CN; B: NH; in H,O (pH 10)
A/B, 2/98-40/60 (0-10 min)
Flow rate ;0.2 mL/min
Temperature : 40°C
Detection : ESI-MS/MS (+)
Injection volume : 1 pL (1 pmol/pL, 0.1% HCOOH in H,0)
System : LC: Ultimate 3000 Bio RS (Thermo Fisher Scientific K.K.); MS/MS: 3200 QTRAP (SCIEX)
Sample | Peptide Sequence
1. Oxidized ACTH (1-10) | B(ERTFR SYS-M(O)-EHFRWG
2. Glycosylated EPO (117-131) s JUISIUERTFR EAISPPDAA-S(GalNAc)-AAPLR
3. Phosphorylated AngiotensinIl  : USER{ERTFR DRV(pY)IHPF
4. Nitrated Angiotensin I | ZRMERTFR DRV-Y(NO,)-IHPFHL
5. Methylated Substance P L AFIAERTFR RPKPQQFFGL-M(OMe)
6. Acetylated Calcitonin (15-29)  : 7EFIUERTFR DFN-K(AC)-FHTFPQTAIGV
Max 2.8 e7cps. Max 3.2 e7cps.
o] v 3 ] ‘3
1 - ‘
: : | |
[ | o ‘ 4
,: 4 “ o 2 ‘
: | - | |
: | | | H
® SUS column @ Metal-free column
2.1 mm I.D.x50 mm L. (Cat. No. 811140) 2.0 mm I.D.x50 mm L. (Cat. No. 861140)

Fig.2 MS chromatograms of Peptides.
(Alkaline eluent pH 10)

Fig.1 5 mM HCOOH in H,O (pH 3) Fig.2 5 mM NH3 in H,O (pH 10)
OAFT LA @XANIV-h3 L OAFULANT @XFNIV-h3 L
Area S/N Area S/N Area S/N Area S/N
%108 x108 x108 x108

1 1000 1 1000 1 1000 1 1000
0.5 500 0.5 500 0.5 500 0.5 500
0 0 0 0
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