HPLC

Alan D. Broske, Robert D. Ricker, Bernard J. Permar,
Wu Chen, and Maureen Joseph
Agilent Technologies

2850 Centerville Road

Wilmington, DE 19808-1610
USA

HPLC

HPLC

LC

24 m
LC

RRHT Rapid Resolution High Throughput

pH

Bidentate 2

Agilent 1100LC

2

C18

3.5y m

Agilent

0.17mm

StableBond C18

pH
pH10 pH

Type B

0.12mm

Rev9.03

Agilent Technologies

3.5y m



Needle seat 0.17 mm G1313-87101

Injector to column compartment 28 cm x 0.17 mm  01090-87304
Column compartment to column 7 cmx 0.17 mm (G1316-87300
Column to DAD 38cmx017mm  G1315-87311
Needle seat 0.12 mm G1313-87103
Injector to column compartment 28 cm x 0.12 mm  01090-87610
Column compartment to column 7 cm x 0.12 mm (G1316-87303
Column to DAD 38cmx012mm  G1315-87312
Standard cell (DAD) G1315-60012
Semi micro G1315-60011
Micro high pressure G1315-60015
HPLC
, A4- (Aldrich Chemical), (Burdick and Jackson)

5, 200, 25, 800 p g/mL

LC

RR HT
LC

UV/Vis 0.6 1.25 Hz
RRHT

0.6 Hz (2 s) 10 Hz (0.1 s)
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Column: ZORBAX SB-C18 4.6 x 30 mm, RR HT
Mobile phase: 60% methanol: 40 water

Flow rate: TmL/min

Temperature: RT

1
’ 0‘52 ° $ min Detection: UV 254 nm
Sample: QC Test
1. Uracil
1 Datarate =0.1 s § ZFl’-hﬁelr]No!trobenzene
Plates #3 Plates #4 4. Toluene
;ij [L 6613 6138
0 05 1‘ 5 25 3 min
RRHT
Agilent 1100 0.17mm( )
0.12mm( )
ZORBAX SB-C18 RRHT 1 2
2 4-
0.17mm 0.12mm
mm X mm mm X mm
21x15 Uracil 77|21 x 15 Uracil 134
Phenol ND Phenol 142
4-Chloronitrobenzene 330 4-Chloronitrobenzene 540
Toluene 596 Toluene 870
2.1 x 30 Uracil 124(2.1 x 30 Uracil 198
Phenol 261 Phenol 428
4-Chloronitrobenzene 1248 4-Chloronitrobenzene 1875
Toluene 2326 Toluene 3166
46 x 15 Uracil 372|4.6 x 15 Uracil 496
Phenol 752 Phenol 966
4-Chloronitrobenzene 1845 4-Chloronitrobenzene 1947
Toluene 1925 Toluene 1950
46 x 30 Uracil 1284|4.6 x 30 Uracil 1709
Phenol 2932 Phenol 3596
4-Chloronitrobenzene 6519 4-Chloronitrobenzene 6578
Toluene 6622 Toluene 6192
4.6 x50 Uracil 3064(4.6 x 50 Uracil 4474
Phenol 6363 Phenol 8606
4-Chloronitrobenzene 10560 4-Chloronitrobenzene 11206
Toluene 10328 Toluene 10464

RRHT SB-C18
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(0.22mm)

(0.22mm)
( 5022-2165)
0.12mm G1375-87318
13u | SB-C18 RRHT
(CIUN) (1.7p 1)
RRHT
mm X mm 13 p ) 8 p) 17 p)
2.1x 15 Uracil 134 98 96
Phenol 142 177 176
4-Chloronitrobenzene 540 681 675
Toluene 870 1066 1068
2.1 x 30 Uracil 198 243 236
Phenol 428 570 556
4-Chloronitrobenzene 1875 2482 2458
Toluene 3166 3878 3844
46 x 15 Uracil 496 748 669
Phenol 966 1290 1240
4-Chloronitrobenzene 1947 2140 1982
Toluene 1950 2006 1866
46 x 30 Uracil 1709 2476 2788
Phenol 3596 4839 4920
4-Chloronitrobenzene 6578 6886 6977
Toluene 6192 6380 6535
4.6 x50 Uracil 4474 5892 6078
Phenol 8606 10195 9760
4-Chloronitrobenzene 11206 11435 11298
RRHT
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Velocity (mm/s)
50 50 Van Deemter
RRHT S5um
/ 50/50 4.6 mm x 30 mm Van Deemter
RRHT 2ml/min
/ 60/40 4.6mm 1.5ml/min
2.1mm 0.35ml/min
0.6ml/min
RRHT (3.5um 5y m)
RRHT 46 mmx 30 mm SB-C18
RT TF
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Injection number
3. RRHT SB-C18
RRHT
RT( ) TH( ) 2000
RRHT
LC 2 5
RRHT 35um 2
4.6 mm x 30 mm 35um RR HT
4.6 x50 mm, 3.5 ym 4.6 x 50 mm. RR HT Columns: ZORBAX SB-C18, 4.6 x 30 mm
2 Mobile Phase: 25% water: 75% MeOH
Flow rate: 1.5 mL/min
2 Temperature: RT
3 4 Detection: UV 254 nm
Plates (N 3 Plates (N QC Sample:
1. 3476 4 1. 6560 1. Uracil
1 2.4585 2. 8958 2. Phenol
3.5673 1 3.11508 3. 4-CI-Nitrobenzene
4.6180 4.12266 4. Toluene
0 1 min 0 []I.5 min
SB C18 RRHT 35um



RRHT RRHT

RR HT 0.028 8.5 6474
35 um 0.043 6 3170
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175 _| L .
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_ 1 4
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2
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50 | 3 LC Conditions
2% _| J\ Column: SB-C18, 4.6 x 30 mm
0| Detector: 254 nm
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mAU 7° 028 05 078 ! 125 s P 2 min Mobile phase: 1% Formic acid
175 Acetonitrile
150 | (82:18)
125 _| 1 f Flow: 2.0 mL/min
100 _| 2 6
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Columns: ZORBAX SB-18
Mobile phase: ~ 50% 20 mM Na,HPO, pH, 2.8: 50% ACN

Flow rate: 1 mL/min
Temperature: RT
Detection: UV 230 nm
Sample: 1 Estradiol
2 Ethynylestradiol
3 Dienestrol

4 Norethindrone

Rs(1,2)=4.8 1

2
250 mm, 5 um
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1
2
3 Rs(1,2)=3.3 30 mm, RR HT
1C 4.15 1 mL/min
4
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1, ;
Rs(1,2) = 3.1 ” ﬂ . 30 mm, R HT
1D 209 Y S 2 mL/min
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