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SEPARATION TECHMOLOGY

0.1% TFA/acetonitrile

pH
acetonitrile

TFA

Triart

TFA

2-propanol



YML

T YMC-Triart C18/ C8

YMC-Triart C18/C8

C18 C8 ( )

19um 3um 5um

12 nm

C18 20% C8 17%

pH 1-12

70 forpH1-7 50 for pH 7-12

YMC-Triart
120% - )
o ] o YMC-Triart C18 < pH 1 (1% TFA), 70
£ lrne——= A ‘ = YMC-Triart C8
(=
-% 80%- Silica based C18
L Hybrid-silica based C18
L 60%[
<
= 40% o
= acetonitrile/water/TFA(10/90/1, pH 1), 70
B Column :5 pm, 50 X 2.0 mml.D.
c,\° 20% 20 Eluent : acetonitrile/water (60/40)
Flow rate : 0.2 mL/min
0% ‘ ‘ ‘ ‘ ‘ Temperature : 37°C
0 20 40 60 80 100 Sample : butyl benzoate

Time (hr)
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SEPARATION TECHNOLOGY

Leu-Enkephalin
Oxytocin

y-Endorphin
B-Endorphin

Amyloid B-protein(1-40)
Insulin

Cytochtome C
Lysozyme
B-Lactoglobulin A
a-Chymotrypsinogen A

MW
MW
MW
MW
MW
MW
MW
MW
MW
MW

556
1,007
1,859
3,465
4,330
5,733

12,400
14,300
18,400
25,700
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SEPARATION TECHMOLOGY

Triart C18

HPLC

Column

Eluent

Flow rate
Detection

Temperature

: YMC-Triart C18 (1.9 um, 12 nm), 50 X 2.0 mml.D.
:A) 0.1 % TFA or HCOOH in water

B) 0.1 % TFA or HCOOH in acetonitrile
10-95%B (0-5 min)

: 0.4 mL/min
: 220 nm
140




Triart C18

YMmCL

SEPARATION TECHMOLOGY

25,700
18,400

14,300 ﬁ_' 14,300

12,400 12,400#
= 5733 = 5733
= 4,330# = 4,330
3,465#_| 3,465
1,859#‘_' W 0.1% TFA 1,859*
Loo? [ 0.1% HCOOH e
556 #_4_‘ ‘ ‘ 556 *
0.00 0.01 0.02 0.03 0.04 0.05 0.0 1.0 3.0
(50% )(min) (min)
a-Chymotrypsinogen A (MW 25,700)
50% .
. (min)
my 0.1% TFA =3 0.1% HCOOH (min)
204 TFA 0.041 2.5
] HCOOH 0.023 2.0
104
OWJL\’( ‘ ‘ ‘ ‘ ‘ 075108 bboo 057,0 ‘ ‘ ‘ ‘
0 1 2 min 0 1 2 min

TFA
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SEPARATION TECHMOLOGY

Triart C18

HPLC

Column

Eluent

Flow rate
Detection

Temperature

: YMC-Triart C18 (1.9 um, 12 nm), 50 X 2.0 mml.D.
. A) water/TFA (100/0.1)

B) acetonitrile/TFA (100/0.1)
10-95%B (0-5 min)

: 0.4 mL/min
: 220 nm
40 or 70
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SEPARATION TECHMOLOGY

25,700 25,700
18,400 18,400
14,300 14,300
12,400 12,400
5,733 5,733
2 =
= 4,330 = 4,330
3,465 3,465
1,859 W 40 1,859
1,007 1,007
M 70
556 ‘ 556
0.00 0.01 0.02 0.03 0.04 0.05 00 . . 30
(50% )(min) (min)
a-Chymotrypsinogen A (MW 25,700)
md 40 my 70
] ] 50% .
200 20Q
1 (min) (i)
104 Lf L 104 40 0.041 2.5
Olrroniod 5 0l¥20110819000123.5 70 0.026 2.4
0 ' 1 2 min 0 1 2 min
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MW 556-18,400

MW 14,300-25,700
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SEPARATION TECHNOLOGY

1.

MW 556-18,400

B Leu-Enkephalin
B Oxytocin

B B-Endorphin

B Insulin

B (-Lactoglobulin

MW 556
MW 1,007
MW 3,465
MW 5,733
A MW 18,400

HPLC
Column - YMC-Triart C18 (1.9 um, 12 nm), 50 X 2.0 mml.D.
Eluent :A)
B)
Flow rate : 0.4 mL/min
Detection : 220 nm
Temperature : 40

10



at 40

10-80 %B (0-5 min)

0.1% TFA .
mAU slope : 14%B/min
60 ]
W1/2 (1) = 0.017 1 2
W1/2 (5) = 0.043

min*

10-80%B (0-10 min)
slope : 7%B/min

5-60%B (0-10 min)
slope : 5.5%B/min

8 min 0 2 4 [ 8 min

mu{ 0.01% TFA

60 |
1
W1/2 (1) = 0.018 )

40 - W1/2 (5) = 0.093
20 | 3

] 4

5
° _¥0106000005D __ ‘ ‘
2 3
mAU

0.1% HCOOH

60

w0l WL2(Q)
W1/2 (5)

0.018

20 1

¥0106000024.D

)
min*

0 1

min*

TFA

(peak 3)

peak 5

1. Oxytocin

2. Leu-Enkephalin

3. B-Endorphin

4. Insulin

5. B-Lactoglobulin A

11
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SEPARATION TECHMOLOGY

1.

30

40

50

60

Rs(34) = 0.78
W1/2 (1) = 0.022
W1/2 (5) = 0.055

Rs

W1/2 (1)
W1/2 (5)

E— M —"¥201203300004003.D_F120330G
U e T,

(3:4)

1 2
3
MK_L
1 2
0.019
0.046 JLLL
5

1 I\/\ .~ ¥201203300004006.D_F120330H
e e e e et

Rs

W1/2 (1)
W1/2 (5) = 0.039

e n/\ ¥201203300004009.D_F120330J
e

1

(34) = 197
0.017

1
Rs (34) = 3.47
W1/2 (1) = 0.016
W1/2 (5) = 0.034

70

Lk

¥20120330000401.

2.D_F120330K
‘ P

1
Rs (3,4) = 4.87 2
W1/2 (1) = 0.015
W1/2 (5) = 0.030

$201203300004015.0 F120330L N —
1 1.5 2 25 3 min

Column

Eluent

: YMC-Triart C18 (1.9 um, 12 nm)
50 X 2.0 mmlI.D.
. A) water/TFA (100/0.1)
B) acetonitrile/TFA (100/0.1)
10-80%B (0-5 min)

Flow rate : 0.4 mL/min

Detection: 220 nm

1. Oxytocin

2. Leu-Enkephalin

3. 3-Endorphin

4. Insulin

5. [3-Lactoglobulin A

12
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SEPRRATION TECHNOLOGY MW 14,300'25,700

B Lysozyme MW 14,300

B B-Lactoglobulin A MW 18,400

B o-Chymotrypsinogen MW 25,700
HPLC

Eluent . A) water/TFA (100/0.1)

30-60%B (0-5 min)
Flow rate : 0.4 mL/min

Detection :220 nm

Column  : YMC-Triart C18 (1.9 um, 12 nm), 50 X 2.0 mml.D.

B) acetonitrile/2-propanol/TFA (50/50/0.1)

13



YMmCL

SEPARATION TECHMOLOGY

40

Peak capacity = 67

70

Peak capacity = 107

] ] Rs (2-3) 2.37
mAUY Rs (2-3) 1.36 mAY (2-3)
- m
60] o
1 [
501 2 50] 2
407 3 401 3
30] 30]
20] 20]
101 10]
0 Je111226 03111226LT
00 05 10 15 20 25 30 35 40 min* 00 05 10 15 20 25 30 35 40 min*
(50% ) (min)
Analytes MW
40 70
1. Lysozyme 14,300 0.069 0.044 1. Lysozyme
. 2. a-Chymotrypsinogen
2. a-Chymotrypsinogen 25,700 0.080 0.049 )
3. B-Lactoglobulin A
3. B-Lactoglobulin A 18,400 0.080 0.048
70 peak?2 3

14
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SEPARATION TECHNOLOGY

B o-Defensin-1 :|A |CYCRIPACIAGERRYGTCIYQGRLWAFCC

MW 3,442

B o-Defensin-2 :| |CYCRIPACIAGERRYGTCIYQGRLWAFCC

MW 3,371

B o-Defensin-3 :|D |CYCRIPACIAGERRYGTCIYQGRLWAFCC

MW 3,486

HPLC

Total 30
N or

Column

Eluent

Flow rate

Detection

: YMC-Triart C18 (1.9 um, 12 nm), 50 X 2.0 mml.D.
. A) water/TFA (100/0.1)

B) acetonitrile/TFA (100/0.1)
25-45%B (0-5 min)

: 0.4 mL/min
1220 nm

15
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SEPARATION TECHMOLOGY

40

1. a-Defensin-1

2. a-Defensin-2
mAU
g 3. a-Defensin-3
3 1,2,3
2
1

70

0 1 2

70

¥201112060000018.D_F111206A

1,3

¥201112060000021.D_F111206E

2 min

peakl,3 peak2

16



YMmCL >

SEPARATION TECHMOLOGY at 70

Column : YMC-Triart C18 (1.9 um, 12 nm), 50 X 2.0 mmiI.D.
0.1% TFA Eluent :g; 1. a-Defensin-1
i 1,3 (0.1%HCOOH B  0.08%) 2. a-Defensin-2
60| Flow rate : 0.4 mL/min 3. a-Defensin-3
| Detection 1220 nm
40 2 Temperature : 70
20
Oi_ﬂ1 ¥201 704’260000()’%‘% I')_F1 204268 . . .
Q 2 4 6 min
0.01% TFA TFA
nAU
60
2
40 1°3 Rs (1,2) = 1.26
Rs (2,3) = 1.10
20
ol " ¥201204260000045.P_F120426D S S .
15-35 %B (0-10 min 15-30%B (0-10 min
0.1% HCOOH ( _ ) ( _ )
slope : 2.0%B/min slope : 1.5%B/min
Al mAl
60| 1 2 3 Rs (1,2) = 1.44 60 5 Rs (1,2) = 1.50
Rs (2,3) = 2.25 | 1 2 Rs (2,3) = 2.49
40 40
20 20|
ov-ﬁ 1204260000023 D¥F120426C . L 0*"“}\ 0204260000055 D1 2047658 e S ‘
0 2 4 6 min




YMmCL

SEPARATION TECHMOLOGY

3.

2-propanol

15-30%B (0-10 min)

acetonitrile _
slope : 1.5%B/min

mAl:

60

40 Rs (1,2) = 1.50

20 Rs (2,3) = 2.49

0—-A-J1 ¥201204260000055 D F120426F

3 4 min
10-25%B (0-10 min)

2-propanol/acetonitrile (50/50)

slope : 1.5%B/min

mAU
60 L 2
Rs(1,2) = 1.86 3
40 Rs (2,3) = 2.47
20
op=—AL ¥201205010002503.D F120501D ‘ -
0 1 2 3 4 min

1. a-Defensin-1
2. a-Defensin-2
3. a-Defensin-3

Column : YMC-Triart C18 (1.9 um, 12 nm)
50 X 2.0 mml.D.
Eluent :A) 0.1% formic acid in water
B) 0.08% formic acid in organic solvent
Flow rate : 0.4 mL/min
Detection 1220 nm

Temperature :70

peakl 2

18
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SEPARATION TECHMOLOGY

HPLC

YMC-Triart C18/ C8

12 nm
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