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Sample Information

FmER

Sample Name Reduction Reaction Solution Sample properties Liquid
TRV I R FEmPRIR A

During testing
DS 1)

Date of receipt
2025/11/24~ 2025/11/26

ek H 3]

2025/11/24

Test ingredients and structural formula

AR B G

Hy0 2NaHSE,

3

Experimental Requirements
SERER

For the reaction solution from step 2 of sample submission, develop a method for related substances of

substance 3, requiring good column durability
EREDIR 2 B RN, JFRMIIR 3 A R FJ5i%, ESR AR VR
Reference Method
SETE

Reagent information

HWHE B

Reagent Name Grade Brand

AR Z fiti

Water Ultrapure water Welch

K B aliK A

EH: BERFHH, RRSERXHZNIFRAE, AMREXELT A, FTEH,
Add: LiEHHT X BR85S EYZ (PI) BEE EHEI0SHE B4 : 201600
Add:H T8 % EHEWMKAEI68S P4 321000
AddSIHEBRBAE KX R HB225FifakE B4 : 211500
Web:www,welchmat.com
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Acetonitrile HPLC Welch
i i 2% Ha
Tetra-n-butylammonium
25% ag. solution Aladdin
hydroxide
‘ 25% 7K I (OETA
VT A A
Anhydrous sodium
AR Aladdin
bicarbonate
) s34 e
TR BR 2N
Instrument Information
BB R
Test instruments Instrument Model
MR E XA TS

High Performance liquid chromatograph

e RSB L X

Shimadzu LC-20ADxr

1. Test process GRIGTE)

1.1. Chromatographic conditions (&% 2% {4

Chromatographic
column: Xtimate C18 (4.6>250mm,5um)

L

Mobile phase A: buffer solution
Mobile phase: BN A: 2P
sl Mobile phase B:  Acetonitrile
B B: 4B
Flow rate: .
O 1.0 mL/min
Injection volume:
iR B thb
Column
temperature: 25°C
A
Detector:
Ho 2 v
Detection
Wavelength: 254nm or 350nm

RIEES

Time (min) - -
Gradient program: ISFE] (4 I )G
BRI Y 0 o5t o

EH: BRIFRBEHE, KRSERNIZNHERRE, ARERELTHFA, FUTEH,

Add: EigHHGT KRB85S B &2 (FUW) HEE £MEI0S & P4 : 201600
Add: T EEETEBEX WM #1685 P4 : 321000
AddSIABRRDNER X EB225Fh4KE P4 : 211500

Tel:400-810-6969 Web:www,welchmat.com
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20 60% 40%
20.1 95% 5%
30 95% 5%
Notes /
R F I

1.2. Solution Preparation (& HI)

1.2.1. Preparation of mobile phase CishHHAC )
Mobile phase A: Take 5.2ml of 25% tetrabutylammonium hydroxide aqueous solution, dissolve it in

1000ml of water, then add 1ml of ammonia water and adjust the pH to 9.0 with hydrochloric acid

WA A: HX5.2ml 25%DY T R A A KA . To/kKBRIER =8N 1.68g, Bk 1000ml ¥ f#,
F Smol/L E AN R B BRI pH 2 10.0, RIS

Mobile phase B: Acetonitrile of HPLC grade

mEhAH B: taikal L fi

1.2.2. Reduction Reaction Solution 1 (& 57K 1):

Provided by the customer, marked as TDO.

H & P P bR id N <TDO”,

1.2.3. Reduction Reaction Solution 2 (it J5 7 2):

Provided by the customer, marked as £ 2.

H 2 PR ARl ek 27

2. Chromatogram and data GEEIFIEHE)

(1) Chromatogram of Reduction Reaction Solution 1, 254 nm GAJRER 1 (i, 3R 1D -

EH: BRIFRBEHE, KRSERNIZNHERRE, ARERELTHFA, FUTEH,

Add: EigHHGT KRB85S B &2 (FUW) HEE £MEI0S & P4 : 201600
Add: Jﬁllé‘j’:““ﬁfgfﬁtEﬂflﬁﬁ'ﬂﬂmB’a #h4: 321000
Add:SIHERR DA G KX EH225FIF4KE BB : 211500
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0.0 5.0 10.0 15.0 20.00 250 e
Time [min]
Integration Results
No. |Peak Mame Retention Time Area Height Relative Area | Resolution | Asymmeiry Plates SN
min mAL*min mAL % UspP Usp USP

1 2043 23677 201.263 9.86 287 na. 10836 10.0
2 3327 67.027 581.718 27.90 683 127 7427 286
3 44590 39.286 280722 16.35 1.16 na. 9288 323
4 4737 7607 61.619 317 058 na. 6325 na.
5 4.890 7508 51.733 312 3353 na. 4649 na.
6 12407 4336 42215 1.80 17.62 1.60 94430 96
7 16.610 63.890 308.832 26.59 420 120 44206 444
8 17 667 7536 60.485 3.14 325 na. 141188 151
9 18.257 4354 39.604 1.81 279 111 174268 210
10 18,773 2996 24583 125 279 0.85 148534 130
1 19.280 5150 47.023 214 6.33 130 208663 234
12 20297 3193 31.374 1.33 12.09 na. 283454 8.0
13 22037 1717 19.291 0.71 1.69 na. 4234597 28
14 22 267 1973 22.208 0.82 na. n.a. 420030 32
Total: 240.249 1772.671 211.50

(2) Chromatogram of Reduction Reaction Solution 2, 254 nm G& 5K 2 ik, #EEE 2uD
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EH: BREAGEE, ERSERXWZNAFERAE, ARSKEQTHFAT, FTEH,

Add: EigHHGT KRB85S B &2 (FUW) HEE £MEI0S & b4 : 201600
Add: M,Ié’?’“ﬁfgffﬁ[ﬂ%ﬁf'ﬁﬂm&’a #h4: 321000
Add:SIHERR DA G KX EH225FIF4KE BB : 211500
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Integration Results
No.  |Peak Name Retention Time Area Height Relative Area | Resolution | Asymmetry Plates SN
min mAU*min mAU % USP UsP UsP
1 3.197 0.844 13.419 461 286 128 16809 93
2 3.550 5310 55.793 28.99 122 na. 9196 1188
3 3.740 1.209 10.778 6.60 205 n.a. 8424 229
4 4127 2501 16.703 13.65 497 na. 5926 93
] 4997 0416 4.884 227 2004 117 21674 47
6 10.340 3800 10.449 20.74 14 56 216 10825 41
T 16.107 0498 2821 272 273 0.84 26666 12
8 17.073 3288 15.420 17.95 543 114 47081 438
] 18.647 0453 2.630 247 n.a. 0.92 79259 32
Total 18.319 132.897 217.34

(3) Chromatogram of Reduction Reaction Solution 1, 350 nm C& i 1 (i A,

HEFE 1uD
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0.0 5.0 10.0 15.0 20.0 25.0 3t
Time [minl
Integration Results
MNo.  |Peak Name Retention Time Area Height Relative Area | Resolution | Asymmetry Plates SN
min mALU*min mAL Y Usp UspP UspP
1 2.500 5.145 85.381 7.94 347 122 11045 177
2 2.857 11.198 155.864 17.28 5.05 1.3 10690 323
3 3577 2237 20.731 345 547 1.09 6722 52
4 4.480 5.980 53.818 923 253 1.10 10464 538
5 5.400 5019 10.462 7.74 349 272 1527 105
6 7.607 8874 20.006 13.69 13.36 102 1821 51
T 13.887 1.369 9.682 21 7.90 1.07 59647 25
8 15.630 1.402 10222 216 932 126 85470 43
9 17 467 3584 31.910 5.53 437 1.06 149844 134
10 18.257 10.699 86742 16.51 1258 134 162678 166
1 20.460 1210 11.406 1.87 1022 1.07 233661 22
12 22037 3821 41274 5.90 1.65 na. 400021 6.0
13 22 267 4283 47170 6.61 na. na. 404753 6.9
Total 64.821 584.688 176.37

(4) Chromatogram of Reduction Reaction Solution 2, 350 nm GEJRiK 2 ik, #EEE 2ul) -

FH: BRFRBHE, EESERRYZNFRAT, AFSEK
Add: EigHHGT KRB85S B &2 (FUW) HEE £MEI0S &
Add:FTEEE RN X WM AERI1685
AddSIABRRDNER X EB225Fh4KE

Tel:400-810-6969
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'4 ar |s 10,340
|§ 3,520
Lﬁ JI 6-17.0 % 18.643 )
[
: \ - '\x Mﬂﬁi—*ﬂ** i \\
0.0q}— -AJ e - . S
_5 ‘ 0 - T T T T T T T T
0.0 5.0 10.0 15.0 20.0 250 aC
Time [min]
Integration Results
No.  [Peak Name Retention Time Area Height Relative Area | Resolution | Asymmetry Plates SN
min mAL*min mAU % Usp Usp Usp

1 3197 2500 3211 26.01 093 na. 14975 773

2 3.520 1475 5.756 15.34 049 na. 569 na.

3 3750 1464 8.100 1523 1.06 na. 1904 na.

4 4.050 1944 11.223 2023 21.40 na. 5422 201

5 10.340 1576 5.985 16.40 17.18 1.61 12644 26

6 17.067 0.357 1.658 372 461 1.19 27027 07

T 18.643 0.295 1.703 3.07 na. 0.95 76840 25

Total 9.611 66.536 103.13

3. Conclusion (Z&#)

Using the Welch chromatographic column Xtimate C18 (4.6 <250mm, 5 u m), analyze the target

substance under these chromatographic conditions. The results meet the detection requirements.

13 I H JE 3k Xtimate C18 (4.6>250mm, 5um) , fESL i &4 T 08 B AR, 5 A8 55

S,
D
o
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