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WRARE

Sample Information

FamER
Sample Name Mecobalamin Sample Trait Solid
R ELR S A i ERIEELIN EREN
Date of Receipt Testing Period
2026/06/29 2026/07/02~ 2026/07/03
okt H 3] ISy 1E]
Target Analyte Structures
TR KA
/
Experimental Requirements
SR

The separation degree between the methylcobalamin peak and impurities with a relative retention time of
about 1.1-1.2 is greater than 3.0.
FH i frz e 5 ARG R BE B[R] 29 1.1~1.2 B4R 0 B P KT 3.0,
Reference Method
SET

Chp2025

Reagent information

WilE B
Reagent Name Grade Brand Product Number
B A4 AR o sttt e A=)
Water Purified Water Wahaha
K iy oK FERG G /
Acetonitrile HPLC Welch
00814-01010
oI ik H1E
Potassium dihydrogen phosphate AR Aladdin /
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Tl — S PaRIE (A
Phosphoric acid AR Macklin
/
R PARIIE EATR N
Instrument Information
Test instruments Instrument Model
MRS (& 2ieees
High performance liquid chromatograph
) Agilent 1260 Infinity II
e OBUAH t 3EAX
1. Test Procedure GRIETFE)
1.1. Chromatographic Conditions (32514
Column Xtimate® F-C8 (4.6x250 mm, 5 yum) P/N: 01222-31043
éha 53
0.03mol/L potassium dihydrogen phosphate solution (adjusted to pH 4.5 with
Mobile phase 0.2mol/L sodium hydroxide solution or phosphoric acid) - acetonitrile (84:16)
TRV 0.03mol/L fiffiz A (A 0.2mol/L AN AR Bk MR 1A T pH (55
4.5) -ZJiF (84: 16)
Flow rate ;
%R 1.0 mL/min
Injection volume
HERE 20uL
Column temperature o
R 30°C
Detector
Fodll s N
Detector setting
o 342nm
Time (min) Mobile phase (%)
B IR (oD iz (%)
Gradient program
1 o
BRI 0 00%
60 100%
Notes /
a2l

1.2. Solution Preparation (¥R ECHI])

1.2.1. Preparation of Mobile Phase (JiizlFHACH) -
Mobile phase : Weigh 4.08g of potassium dihydrogen phosphate and dissolve it in 1L of water.
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Adjust the pH to 4.50 with phosphoric acid. Measure 840ml and add 160ml of acetonitrile. Mix

well to obtain the product.
MANAH: PREUEERE S8 4.08g IiuK 1L & MERST, FAIBEER RS pH 2 4.50, &=HL 840ml,
Iz g 160ml, JESJENE .

1.2.2. Blank Solution (ZXHEW)

Mobile phase
TNt

1.2.3. Test Solution (fLiz 55

Weigh approximately 1mg of methylcobalamin, accurately weigh it, and transfer it to a 2ml
volumetric flask. Dissolve it in the mobile phase and dilute to the mark. Mix well to obtain the

product.
PRECFR LR Z) 1mg, FEEEPRE, 2 2ml &y, HRIEEMIFMERZIE, RAINE,

1.3. Chromatogram and Data (i3 P& A% 4 )

mAU

(1) Blank Solution (% AR5 HT B ):

DADIA, Sig=342,4 Ref=off

T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
1 2 3 4 5. 6 T 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30
Bt i) [min]

(2)  Test Solution (FHi i ¥ 53 #T B 1) -
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DAD1A, Sig=342,4 Ref=off

55 =
501 :Aﬁ
157 i3
401 g
J
351 ]
301
Z 257
201
15
o3 o0
104 g L g
51 - [ie]
L 4] | o
75- T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
2 4 6 8 10 12 14 16 18 20 22 24 26 28 30 32 34 36 38 40 42 44 46 48 50 52 54 56 5H8 60
FtA] [min)
EF5: DAD1A, Sig=342,4 Ref=off
EWELEIR & {REE R [min] EEA  EEAY &Eniu EEET  BEBERY L 3
FHXR IR
R R USP
0. 90 11. 963 16. 08 0.18 0.84 1. 09 9088
i 1.00 13.239 9051. 86 99. 53 407. 77 1.55 8414 2. 36
1..23 16. 338 27.01 0.30 1.07 1.03 9447 4. 96
A 9094. 95

2. Conclusion (£i8)

Using the Welch Xtimate® F-C8 (4.6x 250mm, 5 um) column to analyze the target substance under

the specified conditions, the requirement of the analysis can be met.

14 F A 238 4 Xtimate® F-C8 (4.6x 250mm, 5 pm), 7E MRS T 200 HAny), 3 2 35

Report signature (FREZF)

Tester(1:0): Luna Date (HI) : 2026/07/06
Reviewer( i #%): Daniel Date (HH#) : 2026/07/06
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