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Experimental Requirements

SEHER

Develop a method for analyzing the related substances of intermediates, with the requirement that they are

separated from each other without interference.
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Reagent information
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Reagent Name Grade Brand

AR i fiti

Water Ultrapure water Welch

K R4l EN!

Acetonitrile HPLC Welch

Fl: BRERBRR, LREERMNZWiFaRE, AMSKER DT, FTEH,
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Instrument Information
L EHE B
Test instruments Instrument Model
A AR P& s
High Performance liquid chromatograph
N Shimadzu LC-20AD
e RO E A
1. Test process:
1.1. Chromatographic conditions:
kAt
Chromatographic
column: Ultimate AQ-C18  (4.6x250mm,5um)
o
Mobile phase A: 20 mM Phosphate Buffer (with 0.1% Triethylamine)
; ARANAVEIN = 7 %
Mobile phase: | A Afl: 20mM BERRAEZE L (0.1% = L)
sl Mobile phase B: Acetonitrile
BH: ZfiE
Flow rate: .
ok 1.0 mL/min
Injection volume:
R I 10 uk
Column
temperature: 35°C
IR
Detector:
Kol 2 W
Detection
wavelength : 240 nm
R/l g
Time (min) o o
i o) A %) B(%)
Gradient program:
BB 0 100 0
5 100 0

EW: BRIFRBEHE, LREERNTZNHERRE, AREREXTHFA, FUTEH,
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20 80 20

25 20 80

30 20 80

35 100 0

35.1 100 0

Isocratic Program 0-20min 60 40
TR

Notes /
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1.2. Solution preparation (¥R ACH)

1.2.1. Preparation of mobile phase (JizlAHACH]) :

Mobile phaseA : Weigh 2.72 g of potassium dihydrogen phosphate into 1000 ml of pure water,
dissolve it, add 1 ml of triethylamine, mix well and perform suction filtration to obtain the desired

solution.

T A: HUBEIR — S04 2.72g 2 1000ml 207K, JEM#E I 1ml = 2RI HE 5
Mobile phase B: Acetonitrile.

WENAE B: ikl 2,05 .

1.2.2. Blank solution. Diluent (&A% FREF) -

Acetonitrile-Water Mixed Solution ( Z.fiE7K)

1.2.3. CP-X093 reference solution: Weigh 30 mg of the reference standard into a 10 ml volumetric flask,

dissolve it with a solvent, dilute to the marked volume, and mix well to obtain the solution.
CP-X093 % HRVA: HUWIE 30mg T 10ml FEH, WA e B2 ZIE, WA,

1.2.4. Reference solution before quenching: Weigh 30 mg of the reference standard into a 10 ml
volumetric flask, dissolve it with a solvent, dilute to the marked volume, and mix well to obtain

the solution.
VERFTN EIETR: B 30mg T 10ml BEHH, EHAEMFERZ2ZE, RS,

1.2.5. Reference solution after quenching : Weigh 30 mg of the reference standard into a 10 ml

volumetric flask, dissolve it with a solvent, dilute to the marked volume, and mix well to obtain

EW: BRIFRBEHE, LREERNTZNHERRE, AREREXTHFA, FUTEH,

Add: Figh AT KRB85S B0 EMZ (FIW) HEE £ME0S K P4 : 201600
Add: I EEEHhE HE W E#1685 h4hi: 321000
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the solution.
VEK G X IEIETR . UG IR 30mg 2 10ml BEHH, EFAMHFERZ2ZIE, RIS,

1.2.6. Mixed reference solution: Take equal proportions of each reference substance, mix them together,

and the desired mixture is obtained.

TREXTHRIE: DS IRE L ER S, IR2IRIE.
2. Chromatogram and data GEEJFIEIE)

(1) Analysis spectrum of Mixed reference solution by Gradient program
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min
FaillgsA 240nm _
g5 AR ED £ B e ] [ RS [P REUSP) | #RKE T |9 B (USP)
1| Htxin2 22. 37 1500895 18. 40 7597 1. 19 —
2 | Hir¥1 23. 68 5466986 67.01 315099 0. 96 2.2
3 | H¥rm3 27.70 1190307 14. 59 998754 1. 10 28.7
peia| 8158188 100, 00

(2)  Analysis spectrum of Mixed reference solution by Isocratic program

(R ITRIR A0 R T B

Al BFERBREE, KBRSERIIZNAFaRT, ARSKEADFT, FTEH,
BETZ (PUl) BEEEHNEOSHE P4 : 201600
h4hi: 321000
BB : 211500
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min
Fr il 2A 240nm _ i
g5 el e {5 i ) [GE mAS | PRI (USP) | R R T |2 & (USP)
1 | Hiz%2 2.61 1376851 | 13.08 3023 1. 30 —
2 | Hixdl 3.17 7622728 | 72.43 6160 0. 87 3.2
3 [ Hiz4h3 13.87 | 1525363 | 14.49 21273 0.95 39. 5
= 10524942 | 100. 00

3. Conclusion (45)
Using Welch Ultimate AQ-C18 (4.6x250mm, Sum) analyzed the related substances of Intermediates

under this chromatographic condition , all target analytes can be separated under both gradient and

isocratic methods, that meets the customer's testing requirements.

18 F H B3k Ultimate AQ-C18 (4.6x250mm, Spum) fEI I 644 T 2047 th Al A 554
Ji, BEREDTVE SRR TR R A BRI 4 B, T R R P Rl 75 oK .
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