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System : Nexera UC

Column 1 : Shim-pack UC-Poly VP ™!
Column 2 : Shim-pack UC-Poly BT 2
Column 3 : Shim-pack UC-Diol |1
Column 4 : Shim-pack UC-Sil Il
Column 5 : Shim-pack UC-PBr
Column 6 : Shim-pack UC-ODS "

2 (150 mm X 3.0 mm 1.D,, 3.0 um)
Column Temp. :30°C
Injectionvolume ~ :5 L (100 mg/L)

Sample solvent : Methanol
Mobile phases
Pump A :CO2
Pump B
—Line Al :Methanol
—Line A2 :Methanol
- LineB1 :Acetonitrile
—LineB2  : 100 mmol/L ammonium formate in methanol
- LineC1  : 100 mmol/L ammonium acetate in methanol
- LineC2  :0.5% formic acid in methanol
—-LineD  :Water
Flow rate .1 mL/min

Time program (%B) : 5% (0 min) =70% (5 - 7 min)—5% (7.01-12 min)

Detection : 254 nm (SPD-M40. high-pressure flow cell)
BPR pressure 110 MPa
BPR Temp. :50°C

*1 P/N 1 227-32507-03, *2 P/N:227-32501-03
*3  P/N:227-32606-29. *4 P/N :227-32607-29
*5 P/N 1 227-32602-09. *6 P/N:227-32608-24
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Name Name

(A) Antipyrine (D) Hydrocortisone

(B) Probenecid (E) Clozapine

(@] Naproxen (F) Indomethacin
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AU | (1) UC-Poly VP_MeOH 100%  (4) UC-Sil Il_MeOH 100%
(2) UC-Poly BT_MeOH 100% (5) UC-PBr_MeOH 100%
20 B)UCDIOlILMeOH 100%  (6) UC-ODS_MeOH 100%

(1) |

(2)

\(’

\

0 25 5 75 10 min
K3 ASLEETATFATDRAYZ)—ZVTHER
(Modifier : Methanol 100%)



AU| (D UCPoly VP_MeOH_ACN 50% 50% (4 UCSl I MeOH_ACN 50%.50%
Poly BT_MeOH_ACN 50%_50%  (5) UC-PBr_MeOH_ACN 50%_50%
(3) uc Diol Il_MeOH_ACN P %.50%  (6) UC-ODS_MeOH_ACN 50%_50%

20

M

R

€]
(
(

)
4) |
5
0 M\/M(
0 25 5 75 10 min

4 AILEERTATT7ATDRY ) —ZVIKER
(Modifier : Methanol / Acetonitrile = 1:1)
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UC-PBr MeOH 100% 107.42
UC-PBr MeOH_ACN 50%_50% 105.380)
UC-PolyvP MeOH 100% 94,867
UC-Diol II MeOH 100% 78.949)
UC-PolyvP MeOH_ACN 50%_50% 78.760)
UC-Diol I1 MeOH_ACN 50%_50% 76.209
UC-PolyBT MeOH_ACN 50%_50% 70
UC-PolyBT MeOH 100% 45.896
UC-SIL II MeOH_ACN 50%_50% 43,179
UC-SIL II MeOH 100% 36.768)
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(A) Antipyrine. (B) Probenecid. (C) Naproxen
(D) Hydrocortisone. (E) Clozapine. (F) Indomethacin
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Modifier composition Water addition ratio (%)
1 0
2 1
3 2
Methanol
4 3
5 4
6 5
7 0
8 1
9 20 mmol/L ammonium formate 2
in methanol
10 3
11 4
12 5
13 0
14 1
15 20 mmol/L ammonium acetate 2
in methanol
16 3
17 4
18 5
19 0
20 1
21 0.1% formic acid in methanol 2
22 3
23 4
24 5




20

(1) MeOH 100%_UC-PBr
(2) MeOH 99% Water 1%_UC-PBr
(3) MeOH 98% Water 2%_UC-PBr
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(4) MeOH 97% Water 3%_UC-PBr
(5) MeOH 96% Water 4%_UC-PBr
(6) MeOH 95% Water 5%_UC-PBr
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20mM AF in MeOH 95%

Vater 5%

20mM AF in MeOH 97
20mM AA in MeOH 96
0.1% FA in MeOH 96%
0.1% FA in MeOH 97%

20mM AF in MeOH 96%
20mM AA in MeOH 95%
» Water 3%

Water 4%
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(A) Antipyrine. (B) Probenecid. (C) Naproxen
(D) Hydrocortisone. (E) Clozapine. (F) Indomethacin

(1) ZOmM AF in MeOH 100% UC PBv (4) 20mM AF in MeOH 97% Water 3%_UC-PBr
A AF in MeOH 99% 1%_UC-PBr (5) 20mM AF in MeOH 96% Water 4%_UC-PBr
(3) ZOmM AF in MeOH 98% Wa(ev 2% UC-PBr (6) 20mM AF in MeOH 95% Water 5%_UC-PBr
o W® @ O ©,mn
AUL2) (A U_f—nvx
2010
(4)
10 p
©) N S
0 6)
0 25 5 75 10 min

AU

20

AU| ()

20

9 T4 77 ATHEBORBE AR
(20 mmol/L ammonium formate in methanol)

(A) Antipyrine. (B) Probenecid. (C) Naproxen
(D) Hydrocortisone. (E) Clozapine. (F) Indomethacin

(1) 20mM AA in MeOH
(2) 20mM AA in MeOH 99
(3) 20mM AA in MeOH 98

(4) 20mM AA in MeOH 97% Water 3%_UC-PBr
%_UC-PBr (5) 20mM AA in MeOH 96% Water 4%_UC-PBr

T 29%_UC-PBr (6) 20mM AA in MeOH 95% Water 5%:UC7PBr
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(20 mmol/L ammonium acetate in methanol)

(A) Antipyrine. (B) Probenecid. (C) Naproxen
(D) Hydrocortisone. (E) Clozapine. (F) Indomethacin

(1) 0.19% FA in MeOH 100%_UC-PBr
(2) 0.1% FA in MeC Water 1%_UC-PBr
(3) 0.19% FA in MeOH 98% Water 2%_UC-PBr

(4) 0.19% FA in MeOH 97% Water 3%_UC-PBr
(5) 0.19 FA in MeOH 96% Water 4%_UC-PBr
(6) 0.19 FA in MeOH 95% Water 5%_UC-PBr
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(A) Antipyrine. (B) Probenecid.

(C) Naproxen

(D) Hydrocortisone. (E) Clozapine. (F) Indomethacin
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Resolution of (E) and (F) < 3.5
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Optimal conditions that meet all the criteria
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Column oven temperature (°C)
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(1) Flowrate 1.0 mL/min maximum pressure

P
during analysis : 30 MPa
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