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Test report
WA 5

Sample Information

FamfER
Sample
Sample Name Mand C Yellow powder
X properties
RN MAIC \ ‘ ERERVER
SRR TN
Date of receipt During testing
2026/06/26 i X 2026/06/26~ 07/20
e H 3] IS 1E]

Test the ingredients and structural formula

TR B G5

Protein sampleM and C

HE B mMAIC

Experimental Reuirements
ERER

Detection was performed using method kits and specialized columns, with amino acid residues falling

within the specified range required by the client.

JTiR AR AR, JFEREAREE (DR a5 2R,

Reference Method
SETT
JiiEA
Reagent information
Wiz B
Reagent Name Grade Brand
44 R o fits iR
Ll Welch
‘ HPLC
FEE RS . 00814-01010 A
Acetic Acid AR Sinopharm
BiE: BRIFRBHNE, WREERRNIZNWAHERAR, AEEREATFY, FTRH,
Add: LB I X B #5855 /8 W2 (hil) MR #REI0S # % 201600
Add: T & & i B i X W #1685 B4 : 321000
4: 211500

Add: 1A E AR TR E K ERE225FHE4E
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LR 2
Sodium Acetate Aladdin
AR
LR R hz T
Hydrochloric Acid Sinopharm
AR
EhR [ 25
n-Hexane Titan
AR
NSNS Z2iH
Instrument Information
e ZENSS
Test instruments Instrument Model
IRE e € Zithes
High Performance liquid chromatograph
L ‘ Shimadzu 20AD
i RO a4

Test process:

RE R
1.1. Chromatographic conditions:
il % AT
Chromatographic
column: Ultimate® Amino Acid (4.6x250mm,5um) 00211-31043
i
. . A: 0.1 mol/L sodium acetate solution (pH 6.5): acetonitrile = 93:7 B: water: acetonitrile
Mobile phase: — 2080
‘\K — - .
A A:0.1 mol/L BEFRENVATR (pH 6.5) @ ZJiE =93 :7)BuK 1 25 =20 : 80
Flow rate: lmL/min
it
Injection volume:
3 1ouL
Column
temperature: 40°C
IR
Detector:
BRI v
Detection
wavelength: 254nm
(RIIMGS
‘ IS 6] A B
B R Y
0 100 0

El: BRIEDBHM, WREERNAZWAHERART, ARERELTFA, FUEH,

Add:iIE S Eh ¥R ERMAEHR1685
AddSIHERRBAE XX B225FH4k
Tel:400-810-6969

Web:www, welchmat.com




W@(

Ho

AREME(LBIRNBRAD

Report No (3R &% 5) : 20260706

11 93 7
13.9 88 12
14 85 15
29 66 34
32 30 70
35 0 100
42 0 100
45 100 0
60 100 0

“PJotes /

TR H I

1.1.1. Reference solution (XfHEVAETR)

The two injections are designated as A and B respectively, diluted with a diluent to 1/5 of the original

concentration. Take 160 1 L of the control solution from the method kit, transfer it to a test tube, and add
100 1 L of the diluted A solution and 100 u L of the diluted B solution. Shake well and allow to react at
room temperature for 60 minutes. Then add 400 u L of n-hexane solution, tighten the cap, and shake for
5 - 10 seconds. Let stand at room temperature to allow layer separation. Collect 200 1 L of the lower
layer, add 800 1 L of water, and mix thoroughly. Repeat the process with another 200 u L of the lower
layer and 800 u L of water, mixing uniformly. Filter through a 0.22 pm organic membrane before

analysis.

Tt A BIFRA. BAFFESHR, FIRMREARRE 2 IR Z /56 BUTE @R ER 160uL, B
TRE T, ARG AR 100uL ARG RS 5 HFIBIE R 100uL, #85J, 2R M60min, ZRJEHINIA
1E CREIE 400Ul B &5 1 5 IRFES5~10S, EiRFHE =, ES(?onouL/M&“z, TIN800uL/K IR &
%1%5), FER200uLIMA800uL/KIE A ST, FHALEN0.22um B WU 38, F: 04T,

1.1.2. Test solution (i iHiEH) -

Hydrolysis: Weigh accurately 0.1 g of the test sample, add 10 mL of 6 mol/L hydrochloric acid, seal the
container after purging with nitrogen, and heat it in an oven at 110 °C for 22 hours. Remove the container

El: BRIEDBHM, WREERNAZWAHERART, ARERELTFA, FUEH,

Add: L3I X R85 5B 0E T2 (i) HEE ZHEI0SHE P4 : 201600
Add: Jﬁ;Ié‘f’“ﬂigfﬁIEﬂ)?M#‘jmlGB’a b4 : 321000
Add:SIHERRDANE KRB B225FHR4tE BP4R: 211500
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and allow it to cool to room temperature; then take 1 mL of the above solution and evaporate it under a

rotary evaporator until dry, followed by dissolution in 1 mL of water.

KA KEERREPHRA 0.1g, B 10 mL 6mol/L 3%, RS % E, BT 10CHA KM 221, H
MR B S0, BOImL BRI, EAZET, A ImL KIERE.

Derivation: The sample was diluted 50-fold with water. Absorb 160 pL of the solution and transfer to a
test tube. Add 100 pL of diluted Solution A and 100 pL of diluted Solution B, mix thoroughly, and
incubate at room temperature for 60 minutes. Then add 400 pL of n-hexane solution, tighten the cap, and
shake for 5 - 10 seconds. Allow to stand at room temperature for stratification. Collect 200 uL of the

lower layer, add 800 pL of water, and mix uniformly. Repeat the process with another 200 puL of the lower

layer and 800 pL of water, mixing thoroughly. Filter through a 0.22 pm organic membrane before analysis.

fiTdE: WIGAEM 160uL, BT RVE T, IIAES ARG R 100puL AR 5 B 100pL, #55J,
R R P60min, FAJEIINIE ORI R400pLiE R o5 T 5 RPES~10S, A ESZ, BUFZE200p
LW, MAS00uL/KIRAE AT, FE200pLANA800pL/KIEAI5), FFLAEN0.22um A AL 38
, FaraT.

2. Chromatogram and data &R

(1) Reference solution CXfHEIAR)

mAl
150 PDA Wulti 1 254nm, dnd
100 . &
g8 2
@ o= o Fx x|
Tosom e =
oy 5 32 g g ?ﬁﬁ. ) = i
0] G - L 5
M J‘ M J\,ﬂn : N
. A
T T T | 1 |
5 10 15 20 95 30 35
min
Bl BRFZEEE, WRSERNNZNAFERAE, AMRSKEXTFd, A&,
Add: LS I X R Ees SR E 2 (PI) HER £MREI0S# W4 : 201600
Add:HFST & 8 46 Bk K WAk A 168 S #B46: 321000
Add:IHamRmNE KRR IE22SFHh4 BP4R: 211500
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g

PDA Chl 254nm

[ ) k&mE 5 B e ] m# A il (0sP) | iR ET |93 1 (UsP)
1| (155 E 4. 604 210188 33019 BaT7Y 1. 049 -]
2 | HERE 5. 235 220092 35472 13263 1. 063 3. 445
T 10. 457 298595 34161 29223 0. 984 24. 489
4 | HEmg 11. 342 2TRE6Y 410489 33028 1. 108 3. 580
5 | HIEAR 11. 862 329312 3T908 28073 0. 989 2. 110
6 | HERE 13. T08 320346 35943 48806 0. 969 7.515
[lER T 14. B30 305395 31419 4BR5H 1. 011 4. 343
B | AR 15. 623 343238 35083 53123 0.978 2. 940
9 | HREAE 16. 266 291657 40421 58490 0.975 2. 382
10 | ki 17. 368 B7205 T368 46114 0. 984 3. 719
11 | A 23,033 412728 69689 276109 1.018 22. 711
12 | B 24, 210 292449 61003 266767 1. 005 7. 024
13 | REE 25, 512 REE 56R01 269969 1. 000 6. 249
14 | MR 27. 406 235177 36295 339163 0.993 9. 848
15 | R A 28, 190 417319 5REGD 307528 1. 011 4, D05
T 28. 634 405803 56296 210039 1.012 2.172
17 | EHEE 31. 012 412819 57603 362785 1. 000 11. 552
18 | @A 33, 540 742373 9RY10 392523 0,992 12. 034
il G2ROGT S 827300

(2) Test solution (i HIAED)

Sample M
MM
mAll
a0 PDA Wulti 1 254nm, dnn
.'1[]_
el
%
30 o o
1 =
. g 3 3 8
0 s 5 oS
2 8
10 = 5 g
] ﬁ g A
i M ]
T T | I 1 1
5 10 15 20 95 30 15
min
PDA Chl 254nm _ _ _ _
g5 | R B m# e AR RS (UsP) | SRR T | EE USE)
1 4. 331 55299 18345 15715 1.540 —
2 4,012 136920 22811 12612 1.067 3713
3 5. 682 75564 B771 25813 0. 986 22.933
4| 10,531 127509 14550 20701 0.978 3499
5| 10.847 26798 3103 31350 - 1.2592
6] 12570 57578 6464 41373 0. 988 7.002
7] 13736 57826 6150 45160 1.040 4.608
8| 14.518 127270 13380 47853 0.971 2. 986
5] 15052 83045 8712 51377 0. 960 2.013
10 [ 22,377 36772 6138 268204 1.026 33.409
11 23. 633 580236 152599 254727 0.992 6.974
12 | 24. 827 24022 3684 D51281 0.078 B.218
13 | 27.492 73535 10022 290071 1.107 13. 2590
Al BRIFZEHE, WRSERNTZNAFRAR, ARSKRELTF, FaIEH,
Add: Lig T IX BR85S /5 B2 (PIl) MR £HEI0S# B4R : 201600
Add:HFT & £ 16 B I X WA #1685 BB : 321000
Add:; T HE@RN NG KX B225FHh4HE B4 : 211500
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14 | 27.934 128968 17153 291139 1. 068 2. 148

15 | 30,328 53282 7408 343229 0,981 11.560

16 | 32.879 204841 27085 372377 0.981 12.072

il 1407184 189075

Fr d F fb

AR | WRE (pmoL/mL) | WM | WA | IR (umoL/mL) | #HX T & | RIEBANXT & & (%)
e 2.5 186336 | 95299 1.28 133.1000 425

BE R 2.5 193077 | 136920 1.77 147.1300 6.52
25K 2.5 277381 | 75564 0.68 105.0900 1.79

HE g 2.5 350583 | 127509 0.91 75.0700 1.71

H A 2.5 298839 | 26798 0.22 155.1400 0.87

R R 2.5 298947 | 57578 0.48 174.2000 2.10
B 25 277749 | 17769 0.16 119.1200 0.48
R 2.5 326613 | 53085 0.41 89.0900 0.90

Jif =R 25 383097 | 34012 0.22 115.1300 0.64

Jh =R 1.25 165934 0.00

S R 25 390967 | 12143 0.08 181.1900 0.35
AR 25 370203 | 31393 0.21 117.1500 0.62
HER 2.5 361044 | 9980 0.07 149.2100 0.26
T E R 25 395241 | 27216 0.17 131.1700 0.56

R R 25 378015 | 44568 0.29 131.1700 0.97
KRE R 2.5 391808 | 19333 0.12 165.1900 0.51
R 25 733123 | 64081 0.22 146.1900 0.80

&1t 23.33
Sample C

FEmC

EW: BRIBERE, WREARXWZMAHER AT, ARSKERDFA, FTTFH,
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mAL
L'i{}- £ = PDA Multi 1 254nm, 4nm
204
i 4 5
i i i & |
1{]- g, :.Ec f‘: #
e . s o
] _,':q_- |
{]_- A Jll -
5I ll[] 1|5 2I[] £I5 JI{] ._55
min
FDA Chl 254nm _ _ _ _
g5 [ 5 et (e m# g b E (UsP) | HEREE T | 4rE R (USP)
1 4. 126 30313 TEET 19204 1.075 —
2 4, 570 145763 25052 11218 1. 092 3,043
3 B. BOS 24564 2855 21616 1018 20,551
4 5. G618 04338 34604 24684 1.032 3,357
5 10, 271 1577 189 27240 1. 005 2,647
G 11, 2897 19185 2272 35871 0. 962 4, 209
7 12, 507 177659 2042 41034 0.945 4. 981
B 13, 276 53085 55597 41710 0.952 3.033
4 13, 6B2 2012 3600 43960 0.923% 1. 558
10 21. 592 12143 2041 244871 1.013 36,323
11 22, B50 31393 5060 246300 1002 7.015
12 24, 041 HGED 1530 248057 0,955 6,317
14 26. T13 27216 3603 274847 1. 395 13, 460
14 27. 152 44568 5946 269489 = 2,129
15 29, 550 19333 25592 317405 0.972 11.443
16 32,127 B4081 B432 348136 0. 984 12. 056
it B39320 113321
Fr i FE i
IR | W (umoL/mL) | VETHAR | EMERL | WKEE (pmoL/mL) | X Fiia | ZIERAIN & & (%)
WEE A7 2.5 186336 | 30313 0.41 133.1000 1.35
BER 2.5 193077 | 145763 1.89 147.1300 6.94
A 2.5 277381 | 24564 0.22 105.0900 0.58
A 2.5 350583 | 304338 2.17 75.0700 4.07
HE 2.5 298839 | 1577 0.01 155.1400 0.05
FHRIR 2.5 298947 | 19185 0.16 174.2000 0.70
HEIR 2.5 277749 | 17769 0.16 119.1200 0.48
R 2.5 326613 | 53085 0.41 89.0900 0.90

EW: BRIBERE, WREARXWZMAHER AT, ARSKERDFA, FTTFH,

Add: L3I X R85 5B 0E T2 (i) HEE ZHEI0SHE b4 : 201600
Add:iIE S Eh ¥R ERMAEHR1685 b4 : 321000
AddSIHERRBAE XX B225FH4k WP4: 211500
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&R 2.5 383097 | 34012 0.22 115.1300 0.64
Pk S 1.25 165934 0.00
Tk R 2.5 390967 | 12143 0.08 181.1900 0.35
HRIR 2.5 370203 | 31393 0.21 117.1500 0.62
HRR 2.5 361044 | 9980 0.07 149.2100 0.26
SRR 2.5 395241 | 27216 0.17 131.1700 0.56
=R 2.5 378015 | 44568 0.29 131.1700 0.97
HKNE R 2.5 391808 | 19333 0.12 165.1900 0.51
0 S R 2.5 733123 | 64081 0.22 146.1900 0.80
&it 19.79

3. Conclusion (Zi£)
Using Ultimate® Amino Acid (4.6x250mm,5um) , the detection requirements can be met under these

chromatographic conditions.

i A E Ultimate® Amino Acid (4.6x250mm,5pm) , FEMGERESAE T, G2 %) Al 5K .
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