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Test report
AR &

Sample Information

FmER

Sample Name Steroidal Hormone Sample Sample properties Liquid
(=R SERUSE LR FEmPRIR I GES
Date of receipt During testing
2025/10/21 X 2025/10/22 ~ 2025/10/24
ek H 3] I 1)

Test the ingredients and structural formula

AR B G

25-hydroxyvitamin D3,  vitamin D3, dehydrocholesterol.
25-$2H VD3, VD3 it S i
Experimental Requirements
SLIRER

Develop a method to analyze the three target substances in the sample: 25-hydroxyvitamin D3, vitamin
D3, and dehydrocholesterol.
TERITIEHRE R = B hs#: 25-2%: VD3, VD3 K i &U1H [ iz

Reference Method
SET
customer's method
E G RNIRPS
Reagent information
BAE R
Reagent Name Grade Brand
AR 25 fiti
Water Ultrapure water Welch
FW: BRERBRE, KRELERAEEZNLFGAE, ARSKER TN, FTRH,
Add: £GTHRT XBA RSG5 S /B0 ETE (P L) B E EAEI0S K 4 : 201600
Add:#I & EmBHEAMAEHI1685 P4 : 321000
Add:IHERRBAE K KR K225tk B4R : 211500
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K 4l Hib
Methanol HPLC Welch
I (GRS HIE
Instrument Information
5B
Test instruments Instrument Model
G &)
High Performance liquid chromatograph
N Thermo U3000
fe ROBUAH A
1. Test process:
RES =
1.1. Chromatographic conditions:
il %At
Chromatographic
column: Ultimate PLUS-C18  (4.6x150mm,3pum)
ot
Mobile phase: Mobile phase A: Water A FH: 4K
BN Mobile phase B: Methanol B #H: I
Flow rate: .
P 1.0 mL/min
Injection volume:
R e
Column
temperature: 30 °C
IR
Detector:
o 2 v
Detection
wavelength : 265nm
ERIETR§S
Time (min) . o
i o) A %) B(%)
0 20 80
. 5 20 80
Gradient program:
=
iz e 10 0 100
20 0 100
20.1 20 80
BB BRIFRBUHE, LREERNNZNUHERRT, ARERERTFA, FITRH,
Add: LG HHT X REes5EREYZ (Pil) BEE £HEHI0SHK P4 : 201600
Add: T &€ B RE WA #1685 P4 : 321000
Add: I RERRBAEEXRHE225Fif4k B4 : 211500
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25 20 80
Notes /
EEFI

1.2. Solution preparation CVAVRHECH])

1.2.1. Preparation of mobile phase C(JitzIAHECH]) -
BN A: 4K

Mobile phase B: Methanol itz B: HEE.

Mobile phaseA : water

1.2.2. Sample Solutions 1 and 2, and the Reference Solution: Provided by the customer and ready for

direct analysis.

FEGIETR 1, 2 R IRVE: 2 3R, AT EE .

2. Chromatogram and data GEEIFIEIE)
(1) Analysis spectrum of 25-hydroxyvitamin D3 reference solution
(25-F24: VD3 X VBB EED -

a7.54
75 0]
62 5+
.
E 500
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0_.:._: AP —\/__
_10 Dd:I T T T T T T T
o0 2.5 50 7.5 10.0 12.5 15.0 75 200 225 2
I1=] 1] [min]
HAER
s A CR BT ] Ve T 1 SIN HIATHE T 2 TRIE(EP) | EAEC(EP) | AXIFRE (EP)
min mAU*min %
1 |5 HvDs 11,047 1.651 24666 700.00 na. 111645 08
B 1.651 100.00 0.00
(2) Analysis spectrum of Sample 1 solution (F£5H¥EW 1 4T EE) -
B BRFREHEE, RRSERMIZWAFRRE, ARSKEX DA, FTEH,
Add: LighiI KB rmEss S BIEZ (PU) BHE ZMREI0S# P4 : 201600
Add:#I & EmBHEAMAEHI1685 P4 321000

AddSIHERRDAER X EB225Fh4E B4 : 211500
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-2DD_| T T T T T T T T T
00 25 50 7.5 10.0 12.5 15.0 17.5 20.0 225 25
ISR (alla)|
PR
=0 (TR 4 G 5 ) i i} #9 SIN AR A ] £ SrE I (EP) BARE (EP) | SXFREE (EP)
min mAU*min Y

1 14.792 4.981 3813.6 1.75 2.88 100561 1.70
2 VD3 15.343 213.328 236572.4 74.78 5.27 96794 0.91
3 it 00 (] 16.487 66.962 63634.2 23.47 n.a 76865 0.95
BA: 285.271 100.00 8.15

(3)  Analysis spectrum of Sample 2 solution (FE VAR 2 BT L) -

g o
] .cl
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500 |
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:\‘- l(
- }L_ __._._._.-/\.-_J'\-f\_.-._._.__;-;
_QDD:I T T T T T T T T T
00 25 5.0 7.5 10.0 12.5 15.0 17.5 20.0 225 25
11l fmimd
Baat
K5 |4k {4 BT} A1) i i 1 SIN R A T A 4B EE (EP) B (EP) | ASRHFREE (EP)
min mAU*min %
1 14.780 5.005 3564.4 1.75 2.88 99808 1.65
2 VD3 15.332 213.587 220240.6 7476 527 96507 0.91
3 it S [ R 16.477 67.119 59184.3 23.49 n.a. 76448 0.95
B 285.711 100.00 8.15

FH: BEREEE, LRSERRYZNKFERAE, ARSKERIHFAT, FTEH,

Add: £ XBARis855 B T2 (PU) HEE EAEH0SE #P4: 201600
Add: I EEEHhE HE W E#1685 h4hi: 321000
AddSIHERRDAER X EB225Fh4E P4 : 211500
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3. Conclusion (Z5#)
Using Welch Xtimate C18 (4.6x150mm, 3um) analyzed the target substances in the sample solution
under this chromatographic condition , which meets the customer's testing requirements.

i ] A JB 3% 4 Ultimate PLUS-C18 (4.6x150mm, 3um) 7E R4 T Hrkt S b |

LAY/ ST R vkl il Kb N

Report signature (F{EZF)
Tester(M): Jeff (EARUH)
Reviewer(#1%): Yana (%17))

Date (H¥) :  2025/11/04
Date (H¥) :  2025/11/04

Al BIFAEHE, RESERNNZNRERRE, ARSKEATiFd, FTEH,
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