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Sample Information
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Sample Name Protein Content Sample properties

Solid
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During testing
2025/09/25 2025/09/29 ~ 2025/10/09
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Date of receipt

Test the ingredients and structural formula

AR B G
/

Experimental Requirements
SEIG FR

Develop a method to analyze protein content in samples using bovine serum albumin (BSA) as a

reference.

TR TriE, DA AR A AZRIER S EA SR

Reference Method
SEHE
/

Reagent information

wiE B

Reagent Name Grade Brand

SRS | fit i
Water Ultrapure water Welch

K LAV HIE
Acetonitrile HPLC Welch

i (G HIE
Potassium Dihydrogen AR Aladdin
Phosphate TR (AN
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AR Aladdin

ZANIES (EvA

Potassium Hydroxide

AE A

Instrument Information

BE RS

Instrument Model

B€ zitess

Test instruments
G
High Performance Liquid Chromatograph
N Shimadzu LC-20AD
fei RACBUR i A

1. Test process:
RES =
1.1. Chromatographic conditions:

(N i

Chromatographic
column: Xtimate SEC-300 (7.8x300mm,3pum)

o
Mobile phase: Mobile phase : 0.1 M Phosphate Buffer (pH 6.8)
Hizhf WA 0.1M BEEEERZE R (pH6.8)
Flow rate:
Injection volume:
i HE S0uL
Column temperature: o
o) 35°C
Detector:
Kol i
Detection
wavelength : 280 nm
R GS
Time (min) Mobile phase:
B[] (o35 IR
Isocratic Program : o
s iy 0 100 %

0.6 mL/min

30 100 %

Notes /
EEFI

1.2. Solution preparation (¥ HCHI])

1.2.1. Preparation of mobile phase (FizlAHECH]) -
Mobile Phase: Weigh 13.6 g of potassium dihydrogen phosphate into 1000 mL of pure water, stir

F: BIFERAHEE, KRSERXWZUAFERRET, ARSKEXTiF, FIEH,

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

Add:#I & EmBHEAMAEHI1685 P4 321000
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until fully dissolved. Adjust the pH to 6.8 using a potassium hydroxide solution, mix well and then

obtain the mobile phase by suction filtration.
WBNAH: FREUBERR S8 13.6g & 1000ml 4li/KF, Fo4r R G A SR pH 2
6.8, TR HhIERI1S

1.2.2. Blank solution. Diluent (Z¥HEW . FHEFD)
Acetonitrile (i) ; Mobile Phase used for dilution (FBeEta] DA R SIAH)

1.2.3. BSAreference solution: Weigh 10 mg of the reference standard into a 100 ml volumetric flask,

dissolve it with mobile phase, dilute to the marked volume, and mix well to obtain the solution.

AL B HE A IR FREON I 10mg T+ 100ml A&, SiHEER I E B 2%
&, AR,

1.2.4. BSA Sensitivity Solution: Pipette 0.5 mL of the reference solution into a 100 mL volumetric flask,

dilute to the marked volume with the mobile phase, and mix well to obtain the solution.

A= 137 B A R B B BON IRV 0.5ml 2 100ml =)l , WaHMEZRZIE,
TRAIRIAS
1.2.5. Sample Solutions: Weigh 10 mg each of Sample 1, Sample 2, and Enzyme Sample separately into

10 mL volumetric flasks, dilute to the marked volume with a solvent, and mix well to obtain the

solutions.
FEGET: PR BORE 1, BEdh 2 S BgHE & 10mg £ 10ml BEH, VEFIMREE 2R
SR

1.2.6. Spiked Solutions: Weigh Sample 1 and Sample 2 separately, prepare them into solutions with a

concentration of 20 mg/mL, and then add an appropriate amount of protein reference solution to

these solutions to obtain spiked solutions with a protein concentration of 5 pg/mL.

BOFRIETR: 2> DIFREURE By 1 AR 2 ECH A 20mg/ml VAR 3T I\ GE & 28 1 B VA T 75 31 28
WPE AN Sug/ml BRI -

2. Chromatogram and data GEEFIEIE)

(1) Analysis spectrum of Blank solvent solution (%5 FH¥& 574 #7 i)
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(2)  Analysis spectrum of BSA reference solution (4[5 FH & A% BIAER BT ) -

: § K 2%A 280nm
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Frii 254 280nm _ i - _ )
i k&le {EEEEE ] W e [ FEieE R UsP) | SR FE T |4 &0 (USP)
1 12. 96 24918 4. 94 6532 - ——
2 | IS A 2 -66. 45KD4 14, 06 179054 95. 06 18602 1.52 2.1
Bt 503972 100. 00

(2) Analysis spectrum of BSA Sensitivity solution  (ZFIfiLif [ &5 F R UL AR BT EE ) -
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A BEBERE, WRSERANZNRERRR, KRSKEL AT, FTKH,
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Ko 254 280nm
[ &4 {4 B i ] i 4 WS | FEeRHCE (UsP) | R H T | 4 B0 (USP)
1| i A 5K (3-66. 45KD4 14, 06 14304 100. 00 14791 1.51 -
Fit 14304 100. 00
(3) Analysis spectrum of Sample 1 solution (Ff£fh 1 ¥&HR 7 #T B 1%
o 5 K 2%A 280nm
~25 |
|
| AN
0 5 0 15 0 C o5 '3_.0
min
Farilll 254 280nm
i | k& a {5 i ] ik s | FieE R (UsP) | HE AT |4 B8 (USP)
1 22.16 | 1189192 | 100.00 2680 1 177 —
St 1189192 | 100.00
(4)  Analysis spectrum of Sample 2 solution C(Ff & 2 R HT L) -
o =] For ) gy A Z8Unm
| |
~25-] |
1 |
|
| |I
=50+ |
i |
N
o5 w5 T T "2'5""30
mLn
Friil 254 280nm
i | Ema {4 B ) 18] ik s [ FieB R USP) | EF T | 43 B (USP)
1 22.13 | 1176896 | 100.00 23140 1. 71 —
JERE 1176896 | 100.00
(5) Analysis spectrum of Enzyme Sample solution (E#AE 5l A ¥ 43 B )
B: BEDGHE, LBRSERAMZNAERAE, ARERZLATHT, FTEH,
Add: LT R REs S EEN2 (P1l) R EMEI0SHE P4 : 201600
Add: T h B X W E#1685 P4 : 321000
AddSIABRRDAERE XRB225FHh4HE

Tel:400-810-6969

BB : 211500

Web:www, welchmat.com




& AeRBE(LERNERAS

Report No (#5545 ) : 20250919-975

o i gEA Z80nm
-59. 5] -
1 =
-60. 0| g
1 I
~60. 5] |||
—51.0’—: |||
B |I||
61, 54 “ ]
-62. 0————————— — —_—
0 5 10 15 20 25 30
min
Fri 254 280nm ‘ ‘ i B
i 5 fL&ha {5 B i 18] T FH N [ FeEECUSP) | R T | 47 B (USP)
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JERE) 30616 100. 00

(6)  Analysis spectrum of Sample 1 spike solution (¥ i 1 HIARE R T B 6E) -
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JERaR 7336 100. 00

(7)  Analysis spectrum of Sample 2 spike solution (Ff&h 2 INFRIE > HTEIEED -
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3. Conclusion (&)

Kl 854 280nm
W5 &4 Ao o S AL | FeR R USP) | BREE T | 7= B (USP)
1| F il e E-66. 45KDd 14,13 8316 100. 00 5712 1.04 -
it 8316 100. 00

Using Welch Xtimate SEC-300 (7.8x300mm, 3pum) analyzed the content of Protein under this

chromatographic condition , the result meets the customer's testing requirements.
1§ B B i+ Xtimate SEC-300 (7.8x300mm, 3um) fEMLEARELEA: R oMrke b & A4S

B, oMl R e A P RIS K .
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