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Test report
AR &

Sample Information

FmiER
Sample Name Semaglutide Sample properties Solid
ERELE N H FEARE K FEmPRIR [ ¢
Date of receipt During testing
2025/09/29 ‘ X 2025/10/20 ~ 2025/10/22
ek H 3] I 1)

Test the ingredients and structural formula

AR B G

API/ZEJi4r: BOC -His(Trt)- Aib- Glu(OtBu)-GlyOH
Isomer/SF#J4&: BOC-D-His(Trt) -Aib-D- Glu(OtBu)-GlyOH

Experimental Requirements
SEHER

Develop a method for determining the content of polypeptides, requiring the separation of the main

component from its isomers with a resolution greater than 2.

TR ITENE Z K&, ZREMD 5 EreE, 28EERT 2

Reference Method
SEHE
/

Reagent information

RHME B
Reagent Name Grade Brand
TR 44 R &l pir
Water Ultrapure water Welch
K EEELII HH
Acetonitrile HPLC Welch
LN a2 A
Trifluoroacetic acid AR Aladdin
F: BIFERAHEE, KRSERXWZUAFERRET, ARSKEXTiF, FIEH,
Add: Ei§ T XHRESSSRIBENZ (PUi) MR EAEOSH# P4 : 201600
Add: T asfhE i AkE#1685 P4 321000
AddTAERRBAE K XRBHE25FHhakE P4 : 211500
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ZMOIR TR (TEoAN
Instrument Information
5B
Test instruments Instrument Model
A P& e
High Performance liquid chromatograph
N Shimadzu LC-20AD
fe RO 3543
1. Test process:
1.1. Chromatographic conditions:
il %At
Chromatographic
column: Ultimate LP-C18  (4.6x250mm,5um)
i
Mobile phase A: 0.1% TFA soultion
Mobile phase: A M 0.1% =T LBUKIER
BN Mobile phase B: 0.1% TFA Acetonitrile
B #: 0.1% =3I
Flow rate: :
O 1.0 mL/min
Injection volume:
i 1OuL
Column
temperature: 35°C
IR
Detector:
o 22 v
Detection
wavelength : 210 nm
R/ GS
Time (min) 3 o
i o) » B(%)
Gradient program:
BRI 0 >0 >0
40 50 50
Notes /
R FI

1.2. Solution preparation (V&K ECHI])

1.2.1. Preparation of mobile phase (JizlAHECH) -
Mobile phaseA :Take Iml TFA in 1000 ml of pure water, mix well and filter to obtain.

F: BIFERAHEE, KRSERXWZUAFERRET, ARSKEXTiF, FIEH,

Add: EighHT KB5S B i iEZE (Fi) B E EHNE0S#E HB 4 : 201600

Add:#I & EmBHEAMAEHI1685 P4 321000

Add: I HEARHAERXZB22SFIR4E BB4: 211500
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AN A: B = AR 1ml %2 1000ml 27KH, 7850 R ] e e RIAS .
Mobile phase B: Take 1ml TFA in 1000 ml of acetonitrile, mix well and filter to obtain.
WA B: BEL =M AER 1ml & 1000ml L, FosriR A1 a1 .

1.2.2. Blank solution. Diluent (F¥H&EW . WikEF]) -
Acetonitrile-Water (1:1, v/v) (Z£Lb6I| ZHE7K)

1.2.3. API reference solution: Weigh 2 mg of the main component, transfer it to a 10 mL volumetric

flask, dissolve it with a solvent, dilute to the marked volume, and mix well to obtain the solution.
TR RIATR: AR 2mg & 10ml HEY, BREEIFER 2%, RBARE,

1.2.4. Isomer reference solution: Weigh 1 mg of the isomer, transfer it to a 10 mL volumetric flask,

dissolve it with a solvent, dilute to the marked volume, and mix well to obtain the solution.
SR VTR . BRI Img 2 10ml SR, WRVEEFER 2205, RAA.

1.2.5. Mixed reference solution: Take the reference solutions of the main component and the isomer, mix

them in equal proportions, and blend well to obtain the solution.
RA XK WER S R AR, FHeRE, RIS

1.2.6. System solution: Weigh 10 mg of the main component accurately, transfer it to a 10 mL volumetric
flask, dissolve it with a solvent, add 0.1 mL of the isomer reference solution, dilute to the marked
volume, and mix well. This gives a system solution with a main component concentration of 1

mg/mL and an isomer concentration of 1 ug/mL.

RGBT WERS 10mg £ 10ml BEIHT, BRI A RS 0.1ml, &
REZIFRAEH ERDWE Img/ml, TR Tug/ml B RGIEW

2. Chromatogram and data GEEFEIE)

(1) Analysis spectrum of blank solution (%% FIER/HT L) -

EW: BRIFRBEHE, LREERNTZNHERRE, AREREXTHFA, FUTEH,

Add: Figh AT KRB85S B0 EMZ (FIW) HEE £ME0S K P4 : 201600
Add: I EEEHhE HE W E#1685 h4hi: 321000
AddSIHERRDAER X EB225Fh4E P4 : 211500
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] oL EFA £ LU
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(2) Analysis spectrum of Sample API reference solution (== ¥ 73 X VAR 73 #r B 3% D -

=2 ToL WA L LU
2
3
250 |
| ) k
— T — — T T — — T
0 5 10 15 20 25 30
min
Faifll 254 210nm ) . )
[ &4 (i B e (] mE TS [ FE e E R (USP)
1 | BOC-Hi5 (Trt) -Aib-Glu(0tBu) -G1y—0H 15. 20 10050884 | 100, 00 13234
FERaN 10050884 | 100. 00

T |48 (USP)
1.61 -

(3) Analysis spectrum of Isomer reference solution (3 FJ 44 % B A 23 AT B3 -

FEgasa 210nm

18. 584

. — — - — — —_— — - — ————
0 h 10 15 20 25 30 35 40
min

BH: BRFREWN, RBSERNEZNLHRAE, ARERERTFA, FITEH,

Add: £ T X Es85S /B EZ (1) MEE ERE0S K P4 : 201600
Add: BT EE X H B WA #I1685 P4 : 321000
AddSIHERRDAER X EB225Fh4E P4 : 211500
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K 254 2100m
[ e ES CRETRS ]| T s [ HTER L (Usp)
1 | BOC-D-HiS (Trt) -Aib-D-Glu (0tBu) -Gly-0H 18.58 | 10088942 | 100.00 12591
S 10088942 | 100. 00

T |4 @251 (USP)
171 —

(4) Analysis spectrum of Mixed reference solution (JE-& X R HTEIBE) -

] = FEaEA 210nm
300 " _
200, o
o ‘| H
| || i I
0 u‘ Jbs. Jlk.____ _ _jll\_____
o 5 do 5 a0 o T Ta 3'5""40
mLn
Frfil 254 210nm
I = s (B A m# s [ FE iR (USP)
1 | BOC HiS{Tri) Aib Glu(0tBu) Gly Ol 15.07 | 5681515 | 54.20 16249
2 | BOC-D-Hi$ (Trt) ~Aib-D-Glu (0tBu) ~Gly—-0H 18.77 | 4800704 | 45.80 16531
B 10482219 | 100. 00
R T |4 (USP) |
1. 30 —
127 7.0
(5) Analysis spectrum of System solution ( & Gtia R /3 HT K1)
T ] i asA Z210nm
1000 |
||
| |
500] ||
l i
- L |
o 5 10 5 2 s T 3'5""{10
min
B BIFRENE, RRELERAWZNEERAE, KRERZATDFY, FIFH,
Add: LS IT XRS5 S B METZ (PIl) B R LHREI0SH P4 : 201600
Add: T h B X W E#1685 P4 : 321000
Add: I HE AR NG K XRE225Fif4tE BB4s: 211500
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N i A 210mn
15
104
b oo
5
5] | i
|L || || i J| |
0_'__,_J ‘ I Y lL___J__fL—_._JL__ o L\_
— 17—
0 5 10 15 20 25 30 35 10
mLn
Kl #5A 210nm
I 5 s (R B ) i My [EEe B (USP)
1 | BOC-HiS (Trt)-Aib-Glu{(0tBu)—Gly—0H 14.60 | 36756511 | 99.72 1613
2 [ BOC-D-HiS(Trt) -Aib-D-Glu(0LBu) —Gly—0OH 18.92 104149 0.28 18529
L 36860660 | 100. 00
HEF T |4 #0E (UsP) |
3. 17 —
0.96 6. 1

3. Conclusion (%58)

Using Welch Ultimate LP-C18 (4.6x250mm, 5um) analyzed the content of polypeptide under this
chromatographic condition , the resolution between the main component and the isomer is 6.1 ,which was
analyzed without interference from other substances, meets the customer's testing requirements.

1 I H JB 238 K Ultimate LP-C18 (4.6x250mm, 5pm) fEMiE &4 FillE L k& E, &4
W E R 5 TR BN 6.1, 52 2 RIS 75 K o

Report signature (FREEF)

Tester(Mli): Jeff (EMHLIR) Date C(H#I) : 2025/10/22
Reviewer(¥1#%): Yana (%) Date (HIH) :  2025/10/22

Al BFERBREE, KBRSERIIZNAFaRT, ARSKEADFT, FTEH,
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