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Method development was carried out to separate impurities F and G from the main component, and to
separate impurities H from impurities E.
TIEIP R, AEARBF. ARG 5EM 8, REH 5280 E 7B,
Reference Method
SET %
/
Reagent information
ARG R
Reagent Name Grade Brand Product Number
44 PR i fin R e A
Water Wahaha
/ /
K el
Potassium dihydrogen
AR Kermel
phosphate - /
. ST SR
iR —
Phosphoric acid AR Xiya
/
TEIR It [iERIAzw]
Acetonitrile HPLC Welch
00814-01010
i} ik PED )
Instrument Information
&N
Test Instrument Instrument Model
AN E B EEiths)
Performance liquid chromatograph
L ‘ Thermo U3000
fe GBI B A%
1. Test Procedure:
1.1. Chromatographic conditions:
(GG S
B RHEEA R EER M AR « FRERELT A, Fr Bl -
Add: |3l T AR 85 BiaEA E (d LR R EH EN 0S4 B 201600
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AddiT HEREEhEERAEE R 1058 b4 211500

Tel:400-810-6969 Web:www,welchmat.com




& AeRE(LERNERAS

Report No (%5 ) : SHGZL-20260625-001

Chromatographic Ultimate HILIC Amphion II (4.6x250mm, 5pm)
column 00274-31043
ikt
Mobile phase A: 20mM potassium dihydrogen phosphate solution, pH adjusted to
Mobile phase 2.0 with phosphoric acid.
I VAT A: 20mM BERR UL TIBERIA T pH E 2.0,
& Mobile phase B: Acetonitrile.
MiEHB: L.
Flow rate :
o 0.6 mL/min
Injection volume
i t0uL
Column
temperatture 30 °C
R
Detector
Kodllse v
Detector setting
Kol 8 73
1 1 o [
Elution Program Time 0(mm) Phas; ;A (%) Phase7 ;3 (%)
M =]
Ye iR e %0 55 73
Notes /
R

1.2. Solution preparation (VA ¥RAC )

1.2.1. Mobile Phase Preparation (yiaAHEC )

Mobile Phase A:Weigh 2.72g of potassium hydrogen phosphate, add 1000mL of water to dissolve
it, and adjust the pH to 2.00 with phosphoric acid

MBI A: PREUBERR A — 41 2.72g, HN7K 1000mL % f#, FBERRIETS pH 2 2.00,

Mobile Phase B: Measure an appropriate amount of acetonitrile and ultrasonicate it.

MaE B: EI LR, HA.

1.2.2. Impurity C reference solution (Z%)ii C EALIER) -
Provided by the customer.
H1 2 Bt

1.2.3. Impurity C reference solution (Z%J5i D ENLER) -

Remove 100ul of impurity D solution and dilute it to 1ml with 75% acetonitrile.

FEEUA 5 D ¥R 100, F 75% KGR BEE 1ml.
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1.2.4. Reference solution b CHEVAR b)

Provided by the customer.

H % et
1.2.5. Reference solution ¢ (XfHEIAEW ¢) -
Provided by the customer.
H % et
1.2.6. A mixed solution of impurity E, F and G (4¢Jfi E. Z4/fi F. 4¢Jfi G IR 5B -

Transfer 50ul of impurity E, impurity F and impurity G each to the injection bottle and dilute to
0.6mL with 75% acetonitrile.

FEELAJ Ev 24 Fy 2% G %% S0ul A, H 75% MBS 0.6mL.

2. Chromatogram and Data (i EFIEIE)

(1) A mixed solution of impurity E, Fand G (Z%)ii E. 2% F. 2%/ G iB &R ED -

04— - = = - = = = —
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Integration Results

No. Retention Time Area Height Resolution (EP) Plates (EP) Asymmetry (EP) | Relative Area
min mAU*min mAU %

1 25.638 2.446 4.052 412 11339 0.92 2463

2 30.057 3.268 4.420 349 10273 0.93 32.91

3 35.065 4.217 4.047 na. 6900 1.06 42 .46

Total 9.930 12.519 100.00
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(2) Reference solution b (XFHEVEW b KD
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Integration Results
No. Retention Time Area Height Resolution (EP) Plates (EP) Asymmetry (EP) | Relative Area
min mAU*min mALU %
1 28 465 7.276 12.398 450 16680 0.92 57.74
2 32788 5.326 7.954 na. 15692 0.80 42 26
Total: 12.602 20.352 100.00
(3) Reference solution ¢ (X HEE W ¢ B -
SUae - 1B - 9028
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Time [min]
Integration Results
No. Retention Time Area Height Resolution (EP) Plates (EP) Asymmetry (EP) | Relative Area
min mAU*min mAU %
1 9.028 307.369 1524095 42 06 13258 0.86 57.07
2 40.773 106.380 131.725 847 18471 0.75 19.75
3 53.742 124 865 104.996 na. 13203 0.89 2318
Total: 538.614 1760.816 100.00

ERSESEHA, KESER IR GEE - FBSFELT A FAEHl -

Add: BT (BR85S BB A E (L R HE R R E 1024
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(4) Impurity C reference solution (Z%J5i C BN IEW) -
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(5) Impurity C reference solution (4%Jii D EN SR ED -
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ntegration Results
o Retention Time Area Height Resolution (EP) Plates (EP) Asymmetry (EP) | Relative Area
min mAU*min mAL %
30775 19.338 25663 na. 10526 0.73 100.00
“otal: 19.338 25.663 100.00

3. Conclusion (£5i8)

Using Welch Ultisil HILIC Amphion II column (4.6x250 mm, 5 um), the customer requirements are
met under these chromatographic conditions.
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{§ F§ A JB Ultimate HILIC Amphion II column (4.6x250 mm, 5 um), {ESLEEESRLET, WHaER -

Note: Ultimate and Ultisil are the same column sold in different names in different markets (mainland
China /overseas). The P/N of an Ultisil column is the P/N of its Ultimate counterpart with a prefix "H".
#iE: Ultimate 55 Ultisil 4R G 3EAEAE AR T (R EKRE/ARESN B FAZFK. Ultisil

158 N [El— 72 & Ultimate 158 S /000 “H”

Report signature (&% 5)
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