& AeRB(EERNERAT

Report No (#i#i4i'5) : 20260109-029-001
Test report

WER 5

Sample Information

FmER

Sample Name | BO014 starting material intermediate Sample properties Liquid
TRV BO14 iEE4a kb An o w44 FE IR A
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Formula: C,H.ON
Mol Wh.: 107.11 Aol WWt.: 188.12
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Experimental Requirements
SLIRER
Develop a method to separate B014 starting materials, intermediates, and products for reaction monitoring
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Reagent information

WifE 2
Reagent Name Grade Brand Product Number
B AR Zn| fit i 77
Water Ultrapure water Welch
/
K SRV Hi
Acetonitrile HPLC Welch
00814-01010
oI [ENEE Hig
EH: BERFHH, RRSERXHZNIFRAE, AMREXELT A, FTEH,
Add: LiEHHT X BR85S EYZ (PI) BEE EHEI0SHE P4 : 201600
Add:H T8 % EHEWMKAEI68S P4 321000
B4 : 211500

Add: I A EARTAERXRB22SFIF4E
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phosphoric acid AR Alladin
/
IR TR (e
potassium dihydrogen
AR Alladin
phosphate /
o IhHT 2K e
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25% tetrabutylammonium
hydroxide Ag HPLC for IP Alladin
/
250% U T R A A A K IE BT (TETAN
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Instrument Information
UBER

Test instruments Instrument Model

HIZRIE &Lt

High Performance liquid chromatograph

o RO A

Shimadzu LC-20AD

1. Test process GRIGTE)

1.1. Chromatographic conditions (i 2% {4

Chmc':‘)ﬁ‘r’ﬁr:‘f"ph'c Ultimate XB-C18 (4.6>250mm,5um)
kL PN: 00201-31043
Mobile phase B: Acetonitrile
. _ WANHH B: i
Mobile phase: . . . .
25 = Mobile phase A: 10mM potassium dihydrogen phosphate + 10mM tetrabutylammonium
T .
hydroxide (pH 7.0)
WA A: 10mM BER S +10mM DY T RS A s (pHT7.0)
Flow rate: .
Wik 1.0 mL/min
Injection volume:
HERE B 10pL
Column
temperature: 25 °C
R
Detector:
o v
Detection
Wavelength: 254 nm and 220nm
RSN
Gradient program: Time (min) A B
Bh AR A (o)
BO: BERGUHE, WRSERAHZNAKGAET, ARSAEATFT, FTEH,
Add: LiEHHT X BR85S EYZ (PI) BEE EHEI0SHE B4 : 201600
Add:H T8 % EHEWMKAEI68S ip%: 321000
Add: I BERRTTAE XX K225 FHfakE B4 : 211500

Tel:400-810-6969 Web:www,welchmat.com
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0 90% 10%
15 90% 10%
Notes /
EREFI

1.2. Solution Preparation (J&RECHI)

1.2.1. Preparation of mobile phase CAizhFHBECH]) -

Mobile phase A: Take 1.36g of potassium dihydrogen phosphate, 5.2g of 25% tetrabutylammonium
hydroxide aqueous solution, add 1000ml of water to dissolve, adjust the pH to 7.0 with phosphoric acid,
mix well, filter with suction, degas, and obtain.

AR A HUBEIR — =4 1.369, 25%0Y T RS AMAL/KIEW 5.29, 7K 1000ml &, I8k
BT pH £ 7.0, B, g, B, RIS

Mobile phase B: HPLC grade of acetonitrile.

WEhAH B: ikl 2,5

1.2.1.1. RM1 Solution (RM1 ¥&%):
Take an appropriate amount of the target substance and dissolve it in 10% acetonitrile aqueous

solution to prepare a solution with a concentration of 0.5mg/ml.
BCHARYDE &, 0 10% £ /K Va0 el ik B 0.5magriml BV .

1.2.1.2. N-acetylglycine Solution (N-Z. ¥t H 2 B2 15 ) :
Take an appropriate amount of the target substance and dissolve it in 10% acetonitrile agqueous

solution to prepare a solution with a concentration of 0.5mg/ml.
WA, I 10% A 7K VA i i BA B2 09 0.5ma/ml V&V .

1.2.1.3. B01401 Solution (B01401 ¥4 #k):
Take an appropriate amount of the target substance and dissolve it in acetonitrile to prepare a

solution with a concentration of 0.5mg/ml.
BCHARYDE &, 0 5 5 A 1) SR 2 9 0.5mg/ml RV«

2. Chromatogram and data CERI%IE)

(1) Chromatogram of RM1 Solution (RM1 ¥7%):

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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FEdngFA Ch2 254m
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Kl 2%A Ch2 254nm ) ] ] .
S &Y 4 {81 i [Almin [ITE R i [ % | 5B (USP) | HEEEPS T | B i i 3 (USP)
1 6.123 9567816 | 335184 |  100.00 - 1.04 1119
it 9567816 | 335184 | 100.00

(2) Chromatogram of N-acetylglycine Solution (N- 2.t H & FRIA ) -

i &¥A Chl 220nn

100 r‘
75+ ‘
50+ I
25 ‘ '
: i
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0.0 2.5 5.0 7.5 10.0 12.5 15.C
min
K#ZEA Chl 220mm
%S EMa % B I fmin I i FE HA% | 5r B (USP) | HEEEPH T | B B i 3 (USP)
1 | RT:4. 635 4. 655 849667 100270 100. 00 == 1.00 6465
il 849667 | 100270 | _ 100. 00
(3) Chromatogram of B01401 Solution (B01401 J&):
B BIFREHE, RBELERNNZNEERAE, KRERZELATFY, FIEH,
Add: E ST KRB S ROET2 (B1l) HEE EREI0SH #45: 201600
BP4: 321000

Add:FTEEE RN X WM AERI1685
Add: I HERR DA ERREB225FHfak
Tel:400-810-6969
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] 2 KM 2%5A Ch2 254nn
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Kl 2%A Ch2 254nm .
£ 553 ek ES {4 8 i [A]min ITE: =i A% |5 B (USP) | HaEEDH 1 | B B iR 3 (USP)
1 8. 206 3779685 | 320016 |  100.00 - 1.00 10644
Hir 3779685 | 320016 | 100.00

3. Conclusion (Z&#)

Using the Welch chromatographic column Ultimate XB-C18 (4.6><250mm, 5 p m), analyze the target

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

181 FH H T 4385 4 Ultimate XB-C18 (4.6x250mm, 5 pm), 7EM @GRS N8 Bisdn, et
MK o
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