Method scouting for CHIRAL ART columns YML

| Samples for analysis/compounds for preparation |

Simultaneous test by method scouting

<Column> <Mobile phase>

*Coated x *n-hexane/2-propanol
*Immobilized *n-hexane/ethanol

y A 4

Good separation Poor separation

<Mobile phase>
*THF, CH,CI,, Ethyl acetate
Mixed solution such as
MTBE and hexane
* Polar organic phase

<Column>
Immobilized

<Optimization of separation>
Adding acids/alkali, column temperature, injection volume, etc

A

Method optimization !




Method scouting for CHIRAL YMEL
Normal phase

<Column> <Mobile phaSe>
CHIRAL ART 3 um
75 X 3.0 mml.D.
@ A)n-hexane © A)n-hexane
® Amylose-C B) 2-propanol B) THF*2
@ Cellulose-C
@ A) n-hexane ® A) n-hexane
@ Amylose-SA )( B) ethanol B) MTBE*2
@ Cellulose-SB Polar organic solvents (methanol, ethanol,
@ Cellulose-SC acetonitrile, etc.) can be effective for some cases

| ® Cellulose-SJ*!
\S Gradient elution 10-50%B(0-6 min)

*1 Pacing material size 5 um ;
< Method Opti mization > *2 Applicable only for immobilized columns

@ Gradient = Isocratic
@ Additives for mobile phase

Base compounds : Base additives

(DEA, ethanolamine, etc.)
Acidic compounds : Acidic additives)
(TFA, Formic acid, etc.)
@® Flow rate @ Column temperature
. @ Injection volume, etc. >




Normal phase HPLC scouting example

1%t choice

3 um, 75 X 3.0 mml.D.

h 2 | h Jeth | 5 um, 75 X 3.0 mml.D. (Cellulose-SJ)
n-nexane/Z-propano n-nexane/etnano . ;
o prop " o ) : 0.425 mL/min Temperature : 25 °C
10-50%B (0-6 min) 10-50%B (0-6 min) : UV at 230 nm Injection -3 uL (0.1 mg/mL)
mAU o mAU
1000 i i
Q| o] Optimized
Q) o O O
%) 750
% 500 Rs=8.3 500 3 Rs=9.1
E | =] =0 1
<C uicor2963 .
o E
2 e ey e trans-Stilbene oxide
mAU
@) 700 § 750 4
1 600 3
) E q
S | 2" choice
S | = Rs=6.5
=
—_— 3 250
= | n-hexane/THF n-hexane/MTBE
8 100 UL60725_KCN3TS _rex_EIOH_10_50_014 . g
0 00t
0 : 0 — 10-50%B (0-6 min) 30-50%B (0-6 min)
00 7.0_min 00 50 60 7.0 min
mAU mAU
750 mAU § 750 1
(</() 600
) 500 500 4 500
n 400
(=} 300
=, 250 | 200 3 250
N . e, || D || T
0 _Hex_THE_10_50_
0.0 70 min 0.0 50 60 70 min 0.0 40 5.0 6.0 0 10 20 30 40 50 60
mAU mAU mAU
m 700 § 750 |
(JI') 600 § 750 -
qu_)) 500 500
400 3 500
o
—_— 300 §
S 200 207 250
o) 100 U160725 KsB3-T5 Ut60725, Ks8375 U160808_KSB3-T5
ex IPA 1050 008 _Hex EOH 10 50 018 Gio0808_KSB375 _Hex_MTBE_10.50_012
O . 0 : . . o7 . A : : : : . :
0.0 7.0 min| 0.0 5.0 6.0 7.0 min 0.0 4.0 5.0 6.0 0.0 1.0 2.0 0 4.0 5.0 6.0
mAU mAU o mAU ]
O 750
()] 1000 1000 ]
i 1
3") 750 750 500
E 500 3 500 4 1
8 _Hex IPA 10 50 00¢ _Hex FIOH_10_50_008 [
0 0 o
0.0 70 min 00 50 60 70 min 00 40 50 60 0 o 20 30 40 50 60
mAU mAY mAU
=) 450 400
400 400
(g 350 350 :gg
300 300
8 250 250 ;gg
200 200
= 150 150 gg
0 0 0
O
0.0 7.0 minf 0.0 5.0 6.0 7.0 min 0.0 4.0 5.0 6.0 0.0 1.0 2.0 3.0 4.0 5.0 6.0




Normal phase HPLC scouting example YMEL

Method optimization

Scouting result

Column : CHIRAL ART Amylose-C
3 pm, 75 X 3.0 mml.D.

Eluent : A) n-hexane B) ethanol
10-50%B (0-6 min)
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o] trans-Stilbene oxide

Flow rate : 0.425 mL/min
Detection : UV at 230 nm
Temperature : 25 °C

Injection : 3 pL (0.1 mg/mL)

[ Optimization of isocratic rate]

Reduce the concentration of high polar organic solvent
in mobile phase at 10-15% from the rate where the
compound was first eluted on gradient test

mMAU A
10%B 7507; Rs=9.4
500
250
] J \ U160810C
0 T T T T
0.0 1.0 2.0 3.0 4.0 min
mAU -
500
250 kgﬁ
O: J 1J160810D
0.0 1.0 2.0 3.0 4.0 min

Shorter analysis time by raising concentration
of high polar organic solvent in mobile phase
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