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Experimental Requirements
LI ER

System-suitability requirements: In the chromatogram obtained with the reference solution, the elution

order shall be Impurity B, Impurity A, Impurity J, Impurity I, bumetanide, Impurity E, Impurity D,
Impurity C and Impurity G. The resolution between every pair of peaks shall meet the requirements.
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Reference Method
2H Tk
Customer method
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Reagent information

ARG R
Reagent Name Grade Brand Product Number

44 Br 8 fin R A

Water Ultrapure water Welch

X LIV HH /
Methanol HPLC Welch
00814-01008
I tikal Hid
Trifluoroacetic acid AR Aladdin
=ML T (TN /
Instrument Information
AE R
Test Instrument Instrument Model
e RS
High Performance Liquid Chromatograph
Agilent 1260
e RO i A
1. Test Procedure:
1.1. Chromatographic conditions:
ikt
Chrorcr(‘f}fl‘;rgl;aphic Xtimate C18(4.6x250mm,5um)

38 PN: 00101-21043
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Mobile phase Mobile phase A:0.1%TFA Mobile phase B: Methanol
Wi zhtf WA A: 0.1% =L MBI B: T
F‘I}OLW r;;gte 1.0 mL/min
Injecit;12i \%lume 20 UL
Column
temperatture 30 °C
O
Detector
Hodllse VWb
Detector
Wavelength 220nm
RISl G
Time (min) Phase A (%) Phase B (%)
0 70 40
Gradient Program 5 58 40
B RERE P 10 58 85
20 20 85
25 20 40
30 70 40
Notes /
H R

1.2. Solution preparation (VA ¥RAC )

1.2.1. Mobile Phase Preparation (i sAHEC i)

0.1% Trifluoroacetic Acid (TFA): Transfer 1 L of ultrapure water, add ImL trifluoroacetic acid,
mix thoroughly, degas by sonication, and the solution is ready.

0.1% = LHR: BUBZIK IL, IMA=RMLE ImL RS, @AM, BS.

Methanol: Take an appropriate amount of methanol, degas by sonication, and the solution is ready.

. RS EE, B, .
1.2.2. Reference solution (XHEVEWR)

Provided by the customer and can be injected directly for analysis.
Hze e, TR T

2. Chromatogram and Data (i ERIE#HE)
(1) Chromatogram of blank solution (7% [ 1)
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(2) Chromatogram of reference solution (X F& ¥ ik P it )
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149 DADLA, Sig=220,4 Ref=off
&% HRENM MR NETRY L] B iy i 3 %
[min] HRET

IR B, 671 232.88 20,12 21. 974 9764 0. 9]

F A 12, 111 171,09 14, 78 AR, Aa6 149054 27. 25 0. 72

BIE] 12, 574 08, 15 g 50 a1, 218 16RORD 3. 71 0. B9

i ] 13, 292 127.95 11,05 23, 783 153005 5.57 0 &R

A fi fE 13, 769 150, 14 12.97 32, 800 214791 3,71 0. B&

I A 16, 203 57,93 7. 6l 13, 670 142373 16, 72 0. G4

AN 16, 470 107. 24 B, 27 15, 908 132272 1.5 g go

HuliC 17, 030 105, S0 5. 50 14, 467 120372 2,97 0. 78

i G 24, 148 7197 f. 22 3. 893 F2E06 20, 66 1.3

B 1167. 46
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3. Conclusion (£5i8)

Using Welch Xtimate C18(4.6%250mm,5um), the customer requirements are met under these

chromatographic conditions.

{4 FH A fiE, Xtimate C18(4.6x250mm,5um), 7EM @A, WHERTER.
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