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Experimental Requirements
SERE R
Separate Compound 3 and related substances (Compound D, Compound U, Compound T, Compound J, Compound
1, Compound N, Compound K), with a focus on ensuring that the separation between Compound 3 and D, U, and T
meets the requirements.
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Reagent information
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Reagent Name Grade Brand
e nlE2Y S i st i
Water Ultrapure water Welch
K Al Al
Methanol HPLC Welch
iz (SN A
Acetonitrile HPLC Welch
CHs (RN HE
Potassium Dihydrogen Phosphate AR Aladdin
TR — S 4 IR (TETAN
Potassium Hydroxide AR Aladdin
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Instrument Information
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Test instruments Instrument Model
A s P& it
High Performance liquid chromatograph
L Agilent 1260 1I
e RO i A

1. Test process:

1.1. Chromatographic conditions:
%At
Chromatog;ﬁlg’ column: Ultimate ALK-C18  (4.6x250mm,5um)
H
. 6.8 g/L potassium dihydrogen phosphate (pH adjusted to 6.0 with potassium hydroxide
Mobile phase: . - . AN
FENH solution)-methanol-acetonitrile (65:15:20);
& 6.8g/L iR — S (A AL pH & 6.0)-F -2 5(65:15:20);
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Injection volume:
i 20uL
Column temperature: o
R 30°C
Detector:
Hodll 58 v
Detection
wavelength : 254nm/288nm
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Gradient program isocratic elution
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1.2. Solution preparation (V&K ECHI])

1.2.1. Preparation of mobile phase (VitzAHECH!) :

Potassium hydroxide solution (5%): Weigh 5 g of potassium hydroxide, add 100 ml of purified water
to dissolve it, and the solution is obtained.

AN (5%) « FREL Sg LA, TN 100ml 2E46 K AR, EDF5.

Mobile Phase : Measure out 650 ml of 6.8 g/L potassium dihydrogen phosphate solution (weigh 6.8
g of potassium dihydrogen phosphate, dissolve it in 1000 ml of pure water, ensure complete dissolution,
adjust the pH to 6.0 with potassium hydroxide solution, and the solution is obtained), 150 ml of methanol,

and 200 ml of acetonitrile. Mix them thoroughly, then filter and sonicate to obtain the solution.

mEhAH: B 6.8g/L MR — ATV VR (FREUHERE — 41 6.8g ¥ T 2 1000ml 4K, 787015 H#,
FHESEAC AT pH £ 6.0, BIfF. D 650ml, HEE 150ml, ZJif 200ml, 7a40iR%s), IS~
HIES S

1.2.2. Blank solution. Diluent (%A R. MR -
Diluent 1:Methanol/Methanol-Water (60:40)
Mk 1. FEE/HIEE-/K (60:40)
Diluent 2:Mobile Phase
MR 2. FiBNAH

1.2.3. Test solution CIRXIAR) -

Stock solution: Weigh appropriate amounts of Compound D, Compound U, Compound T,
Compound J, Compound 1, Compound N, and Compound K separately, dissolve them in

methanol/methanol-water (60:40), and dilute to prepare a solution containing approximately 1 mg per mL.
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Test solution: Weigh an appropriate amount of Compound 3, separately pipette appropriate amounts
of each of the above compound stock solutions, add mobile phase to dissolve and dilute to prepare a
mixed solution containing approximately 1 mg of Compound 3, 10 pug each of Compound D, Compound
U, Compound J, Compound K, and Compound N, and 20 pg each of Compound 1 and Compound T per
mL.

TMRIE W : PR S 3 &8, Al IR S AW &GS, IS0 A v ffF R ) il
ZEALENEY 3 Img, (LAY D, WEW U, tLEWI. WEWM K. (LEYIN 10ug, LEW 1 K
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2. Chromatogram and data GZEF%E)
(1)  Analysis spectrum of Test solution IRV 2 #T B %) -
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Figure 1: Acquired Results of the Test Solution at a Wavelength of 254 nm
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Figure 2: Acquired Results of the Test Solution at a Wavelength of 288 nm
B 2 WRARAE 288nm WK T REL R
3. Conclusion (45i£)
Using the Welch Materials Ultimate ALK-C18 chromatographic column (4.6x250 mm, 5 um) under
these chromatographic conditions, Compound 3 and its related substances can be effectively separated,
and the separation between Compound 3 and D, U, and T all meet the requirements.

1 H fB 43k Ultimate ALK-C18 (4.6x250mm, Sum) fEMEREAMT, BEE 00 BiLE
Y3 e AR, &3 5 D U K T 2 I8 )5 55475 50 36 2 BoK .
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