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Test report
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Sample Information

ek H 3

FmER
Sample Name Leo Siega Sample properties Solid
FE 44 R A BL PG ETRERIN EEEN
Date of receipt During testing
2025/12/17 2025/12/27 ~ 2025/12/29

A a]

Test the ingredients and structural formula

WKL B S5

Leo Siega
M B4 pE

Experimental Requirements

KRR

The retention time of the main peak of the content reference solution should be stable, and the RSD of the peak area

of the relevant reference solution after continuous injection of 6 needles should be less than 5.0%

BT T VA B T VR R B I 8] AR E A RO TR VR RUE SR RE 6 AT T A RSD VT 5.0%

Reference Method
SEFE

/

Reagent information

B BEAERH, ERSERRMZNAERAR, ARSKERDiFT, FITEH,

Add:#I g £ & H B KW EHI1685
AddSIHERRBAE KRR HB225FH4E
Tel:400-810-6969

P4 : 201600
P4 : 321000
Bp4: 211500
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HAER
Reagent Name Grade Brand Product Number
R4 AR o fit A TR
Water Ultrapure water Welch
/
K AR A 7K H8
Acetonitrile HPLC Welch
00814-01010
N itk PEb:!
Ammonium dihydrogen phosphate AR Macklin
/
IR — A e TR E
Phosphoric acid AR Macklin
/
IR PARIE g
Instrument Information
DE RN
Test instruments Instrument Model
M4 S P& T
High Performance liquid chromatograph
N Thermo U3000
e RACBURE Bt A%
1. Test process:
1.1. Chromatographic conditions:
il %At
Chromatographic column: Xltimate C18 (4.6x100mm,3.5um)
i PN: 00101-27039
Mobile phase: Oi:)Zm}(l)l/I: amp;onlumtdll}‘[)lfilrog;; ggosphate solution (pH adjusted to 3.5 with
N phosphoric ac1A) - /a#ceﬁo‘nﬁl trile ( 2 )A _
0.02mol/L IR — A EIR R (HBEER AT pH 2 3.5) -2 (74: 26)
Flow rate: :
i 2.0 mL/min
Injection volume:
i e i
Column temperature: o
B 107c
Detector:
[ERIES v
Detection wavelength :
Bl e 210nm
F: BRIRERE, WREZERNNZNAERAR, ARSAKERTIFY, FTEH,
Add: Li§HHT X BAR BG5S B iETZ (FIl) BRE ZARI0SH B4 : 201600
Add: T € H B E X MMAR1685 % : 321000
Add: I EBRBAEEXRRHB225Fhatk #p4&: 211500
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Gradient program Isocratic elution
B EERE Y ESER A
Notes /
HE I

1.2. Solution preparation (VAVRACH)

1.2.1. Preparation of mobile phase (VizhAHECH]) -
Mobile PhaseA:Weigh 2.3g of ammonium dihydrogen phosphate and dissolve it in 1000ml of water.
Adjust the pH value to 3.5 with phosphoric acid. Measure 740ml, add 260ml of acetonitrile, mix well and

filter to obtain the product.
TRANAH AR RR — 508 2.3g ¥ 1000ml /KA, FHBEERVETT pH (S 3.5, &H 740ml, fHZ

5 260ml, JREAJISE, Rif5.

1.2.2. Blank solution. Diluent (Z5 & FkEAD -
Diluent :Phosphoric acid solution (pH1.6)- acetonitrile (80:20)
MRET): BERRVEWR(pHL.6)-LJiE (80: 20)

1.2.3. Test solution CUIRIEHR) -
1.Content reference substance solution: (Approximately 0.1mg of lioxigua per 1ml)
1 B IR (BF 1ml 29 0.1mg 1| B FEWID
2.Reference substance solution related to the substance: (Approximately 0.2pg of lioxigua per 1ml)
240 KB R VAR (BF 1ml 2955 0.2pg A B PG IILD

3.System suitability solution: (Approximately 0.1mg of lioxigumab, 0.5pug/ml NKI1 reference

substance and 0.5pug/ml NK2 reference substance per 1ml)

3AGER MW (B 1ml 298 0.1mg F B PEIL. 0.5ug/ml NK1 XJ AT 0.5ug/ml NK2 X}

i)
4 .Sensitivity solution: (Approximately 0.1ug of lioxipa per 1ml)
4. R (B 1ml £087 0.1pg F S FGIT)

B BEAERH, ERSERRMZNAERAR, ARSKERDiFT, FITEH,

Add: LS HiIX BB S BBETZ (PIl) HEE XREI0SHE b4 : 201600
Add: T2 € BEX MM AEHI1685 1% : 321000
AddSIHERRBAE KRR HB225FH4E Wp4s: 211500
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2. Chromatogram and data GEEIRIEHE)

Analysis spectrum of Test solution CIRVE /AT ETE) -
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Figure : Acquired Results of the Test Solution-Blank solution
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Integration Results
Mo, [Peak Name Retention Time Area Height Resolution (EP) |Asymmetry (EP)| Flates (EP
min mAU*min mAl
na.  [MNKA1 na. na. n.a. n.a. n.a. n.a.
1 F ELF AR, 4 963 62 265 362 300 na 0.82 5805
p.a [MK2 n.a. n.a. n.a. n.a. n.a. n.a.
Total: 62.265 362.300 0.00 0.82

Figure : Acquired Results of the Test Solution-Content reference substance solution
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i 202512231 #58 Xt 5 50-26% UV_VIS_1 WVL210 nm
J-FECH-4353
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Integration Results |
_mu. Peak Name Retention Time Area Height Resolution (EP) |Asymmetry (EP)|[Plates (EPT)
min mAU*min mAU
I NK1 2743 0.281 2.865 10.44 0.84 5382
1| L F A, 4.963 111.902 618.893 1547 0.83 5137
NK2 11.607 0.216 0.591 na. 0.83 6318

|Total: 112.399 622.350 25.91 2.50

Figure : Acquired Results of the Test Solution-System suitability solution

0.0~ H 202512231 #57 AR EE-26% UV_VIS_1wWvL:210 nm
17.5
15.0
125
= ]
= ]
= 10.0
E 4
= ]
e 4
o T7.59
ki ]
= ]
5.0
2.5
] (1 -7 BT - 4.970
0.0 - V\I
-2.0 -| T u T T T u T T : u T T : u T T : T T T T T T T T T T T T 1
0.0 2.0 4.0 6.0 8.0 10.0 12.0 14.0 150
Time [min]
Integration Results
Mo, [Peak Name Retention Time Area Height SN Asymmetry (EP)| Plates (EP
min mAL*min mAlL
n.a__ lINK1 n.a. n.a. n.a. n.a. n.a. n.a.
1 1 B g 4.970 0.064 0.406 237 0.98 6205
pa.  |NK2 n.a. n.a. n.a. n.a. n.a. n.a.
Total: 0.064 0.406 23.72 0.98

Figure : Acquired Results of the Test Solution-Sensitivity solution
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Test the analysis results of the solution CGIIRIAE R 73 #7145 H)

e s | RS (min) | VETEIAR | WA RSD
1 4.987 0.124
2 4.980 0.123
3 4.973 0.126
A RN I I R 1.66%
4 4.973 0.124
5 4.963 0.122
6 4.973 0.120
1 4.963 62.265
2 4.967 62.513
TEAMNEGIER | 3 4.970 62.384 0.18%
4 4.970 62.300
5 4.970 62.227

3. Conclusion (Z5i8)

Using the Welch Materials Ultimate LP-C18 chromatographic column (4.6%250 mm, 5 pum) under
these chromatographic conditions, The impurity separation degree before and after the main peak is both
greater than 1.5, which can effectively separate the impurities before and after the main peak.

14 I H B3 4 Xltimate C18 (4.6x100mm,3.5um) 7E I k25 fh T, &k B 5 vA ik 3 {5
BT AAR R, A N IR A OE SR 6 £HIETH AR RSD N 1.66%, /M 5.0%.
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