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y/\ Alkali stability (0.1N NaOH)
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Alkaloids (Alkali pH)

scoporamine
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Dacapo DX-CI8

10mM NH40H

DACAPO DX-C18, 50 x 2 mm
A:10mM NH40H

B: acetonitrile

30-100 %B (0-2.5min)

100 %B (2.5-3.0mn)

0.2 mLImin, 37 °C

1 uL (5 pgimL, 50%ACN)
Single Quad. MS (ESI, Positive)

By



Peptides (Alkali pH) Dacapo DX-C18

Amyloid beta-peptide
(Human, 1-40)

25mM NH40H

L [M - 4H J% m/z 1081.4

Insulin
(Bovine pancreas)

DACAPO DX-C18, 50 x 2 mm
A:25mM NH40H
B: acetonitrile
0-100 %B (0-5min)
) 0.2 mL/min (5MPa), 37 °C
L [M - 4H]4 m/z 1432.0 1 L (10 pg/mL)
Single Quad. MS (ESI, Negative)

3 4 5 min

830, 831
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Mobile phase pH dependency (Basic Compound)

A:25mM NH40H
Peak area : 282323

.

e

GHCHchzN‘{

A: 25mM HCOONH4

doxepine
Peak area : 450450

M+ HJ* m/z 2952

.
(x 100,000)
1.0 -
0.6 - A:25mM HCOOH
| Peak area : 331465 DACAPO DX-C18, 50 x 2 mm

0.6 - B: acetonitrile

25-100 %B (0-6min)
0.4 - 0.2 mL/min, 37 °C

4 uL (doxepine 100ng/mL, eluent)
0.2 - Single Quad. MS (ESI)

0.0 1.0 2.0 3.0 4.0 50 6.0 min

828
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Mobile phase pH dependency (Acidic Compound)

A:25mM NH40H
} Peak area : 5340096

A:2mM HCOONH4
Peak area : 897155

(x 100,000)
6.0 -

5.0 -
4.0 -
3.0 5
2.0 -
1.0 1
0.0

A:2mM HCOOH
Peak area : 3679548 J &

0.0

1.0 2.0 3.0 40 min 5.0

cholic acid
[M-H]-m/z407.3

DACAPOQO DX-C18, 50 x 2 mm
B: acetonitrile

15-100 %B (0-5min)

0.2 mLImin, 37 °C

1 pL (10 ug/mL, eluent)
Single Quad. MS (ESI)

B34



A Mobile phase pH dependency (Insulin)

Insulin

A: 25mM NH40H from bovine pancreas

[M - 4H]% m/z 1432.0

[M + 4H]** miz 1434.0
[M + 6H]® m/z 956.3

——
A:25mM HCOONH4 [M - 4H]4 miz 1432.0
eﬁ; 00,000) fL [M + 4H]** m/z 1434.0
' [M + 6H]B* m/z 956 3
2.0 4
DACAPO DX-C18, 50 x 2 mm
) B: acetonitrile
1oq A72omITHCOOH M-aH* iz 14320 0-100 %B (0-5min)
\ at 0.2 mL/min (5MPa), 37 °C
[M+ 4H]™ m/z1434.0 1 4l (insulin 10 ug/mL, eluentA)
0.0 ] M+ 6HPP* miz9563  Single Quad. MS (ESI)

1
0.0 1.0 2.0 3.0 40 5.0 min 831



A Mobile phase pH dependency (Amyloid beta-peptide)

_J

-

A: 25mM NH40H

[M - 4H 1% m/z 1081 .4

e

[M + 5H 1% m/z 866.9

(x1,000,000) A: 26mM HCOONH4

1.0 - [M - 4H 1% miz 1081 4

08 - f\ [M + 5H ]9 m/z 866.9

0.6 -

0.4 1 A: 26mM HCOOH

0.2 A [M - 4H 14~ m/z 1081 4
] 5+

00 ] \ M + 5H 1" m/z 866.9
0.0 1.0 2.0 3.0 4.0 5.0 min

Amyloid beta-peptide
(Human, 1-40)

DACAPO DX-C18, 50 x 2 mm
B: acetonitrile
0-100 %B {0-5min)
0.2 mL/min (5MPa), 37 °C
1 pL (amyloid peptide

10 pg/mL, DMSO)
Single Quad. MS (ESI)

830



A Alkali concentration (Amyloid beta-peptide)

: area average (n=3) : 3940978 (1.16 % RSD) Amyloid beta-peptide
A: 50mM NH40H (Human, 1-40)

[M - 4H |4 miz 1081.4

J

A 25mM NH40H area average (n=3) : 4393924 (4.29 % RSD)

JL

b 000,000 DACAPO DX-C18, 50 x 2 mm
o B: acetonitrile
0. - 0-100 %B (0-5min)
i 0.2 mL/min, .3? °C _
U'E: A: 10mM NH40H area average (n=3) : 4503334 (3.50 % RSD) Tyt E?:;?::Lpeﬂpﬂﬂlgg)
0.4 - Single Quad. MS (ESI)
0.2 - k
0.0 _ -

0.0 1.0 2.0 3.0 4.0 5.0 min 899



Alkali concentration (Alkaloids)

area average (n=3) 1:6266723 (3.1%RSD)
2 2: 6824370 (1.9%RSD)

A 50mM NH40H

[M+H]" miz304.1

) \_

M+H]" miz 276.1

area average (n=3) 1: 7801957 (0.4%RSD)
2: 7345000 (4 1%%6RSD)

A 25mM NH40H

[M+H]* miz 304.1

2: 7913831 (1.4%RSD)

[M+H]* m/iz 2761

BN M+ H J* miz 276.1
1{;1,01::{1,0901 h area average (n=3) 1 8229472 (1.3%RSD)
1.2
. A: T0mM NH40H
D4: J L [M+H]" m/z304.1
o0 ————————

0.0 0.5 1.0 1.5 2.0 25

3.0 min
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o{\mcm y CHoOR
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1. scoporamine

H Ha
Hag~ MO N
6 NNy CH
}JHa

2. physostigmine

DACAPO DX-C18, 50 x 2 mm
B: acetonitrile

30-100 %B (0-2.5min)

100 %B (2.5-3.0mn)

0.2 mL/min, 37 °C

1 uL (5 pg/mL, 50%ACN)
Single Quad. MS (ESI)

B27



A Basic compounds (Low pH) Dacapo DX-CI8

" 2
Qa3 Kinetex C18 1 |
CHCHECHE"‘(GHE EHQCHchzN{g:i CHer:HCHzmig:i (Cnre-Sheﬂ, 2_6pm) “ 3
CH3
1. doxepine 2. imipramine 3. trimipramine
2
3 |
Do DX-CB | emea  JUT
1
1 Dural-Matrix h 3
n 2.5um
XBridge C18 l
(Hybrid Silica, 2.5um)
JuL JL 1oMPa |\
0 2 min 4 0 2 4 min

50 x 4.6 mm, A: water / formic acid = 100 / 0.1, B: acetonitrile / formic acid = 100/ 0.1

10-60 %B (0-5min), 1 mL/min, 37 °C, 260 nm, 1 pL (0.1mg/mL, 0.5% HCOOH) e



Paraben Isomers UAcAPo DX-CI8

o

]
1 HO—@-GOGH:;

[]AEADU []X_EIB 90 x 4.6 mm methylparaben
acetonitrile / water / acetic acid
2 Dural-Matrix = 20/80/0.1 o
2.5um 1 mL/min, 37°C, 260 nm 2 Ho-f/_H-Lockachs
] 1 puL (0.333mg/mL)
ethylparaben
E ~CHs
3 HO—@ Oc{cha
Kinetex C18 isopropylparaben
(Core-Shell, 2.6um) 5
3 4 HO—@—EGGH;GHEGH;,
4 L Rs 5= 61-32 propylparaben
o
4 . 8.7 MPa M 5 HO—< }Eocngcﬂz:j
Rs=1.79
XBridge C18 isobutylparaben
56 (Hybrid Silica, 2.5um) o
Rs = 1.20 & H@-EOEHEDHQGHEEH:;
_le l |l 10.3 MPa 15\/5\‘__ butylparaben
- — \

| I i i i i
o 66MPa 5 0 20 40 min 833



