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[HPLC conditions] (Nexera™ X3)

Column

Mobile phases
Gradient Program
Flow rate

Column Temp.
Injection volume

: L-column™3 C18 Metal-free

(150 mmL. X 2.0 mml.D., 3.0 um)

: A) 10 mmol/L Ammonium bicarbonate in H,O

B) Acetonitrile

: B 2% (0-3 min) = B 60 % (4-5 min)

-B98% (5.01-9 min) - B 2% (9.01-13 min)

1 0.35 mL/min
140 °C
Tl

[MS conditions] (LCMS-8060NX)

lonization

Probe Voltage
Mode

Nebulizing gas flow
Drying gas flow
Heating gas flow
DL/ Heat Block Temp. :
Interface Temp.
Probe position

: ESI (Positive mode)
1 -0.5kv

: MRM

: 3.0 L/min

1 25.0 L/min

: 15.0 L/min

250 °C/300 °C

1400 °C
:4.5mm

£2 MS/MS/INT A—%4

Compound MRMQuant!tgative Qualitlaltive
transition (m/2  MRM transition (m/2)
Biotin 245.10>227.00 245.10>96.95
Nicotinic acid 124.00>80.00 124.00>78.05
Nicotinamide 123.00>79.90 123.00>77.90
Pantothenic acid 220.10>89.90 220.10>202.15




mREF B DR IIER

AR LRSS ER R A 3ER R Lo L. BigkE
EHRRLE LI, BEROREREICHIFS27OXMNZ
LB KUNBBIEEEEIC K D ER L e i@ e R2IR LE L
feo Tle. BMEREEERIICEEDHE LI

BERIILTERITE0~120%UA. POoEEBRME
20%UTTHADT EEHRDETRELE Lize 2HAIC
BV, HBEFRERH0.998U LD RFLERENEONE
L7

Biotin

Q245.10>227.00 (+) 134e4

3007 Y= 131254.0x - 3419.850

4.0e3 R? = 0.9996599

~|Standard 0.102 ng/mL

-|Blank

2.0e7

10e7

0.0e0 €% — T
0 100 200
B (ng/mL)
Nicotinic acid
&
Q 124.00>80.00 (+) 3.83e3
|y = 18735.08x - 49.62641
Standard 0.500 ng/mL 8066 —R2 =0,9999014
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Nicotinamide
Q 123.00>79.90 (+) 2682 R
Nicotinamide ®
y=1313.210x + 2345605
“|Standard 0.605 ng/mL R2=10.9975418
6.0e5 R = 09987701
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Pantothenic acid
Q220.10>89.90 (+) 4.75e2
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80e5 - Pantothenicacid
|y =1601.175x + 256.9282

Standard 1.02 ng/mL
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o Correlation
Compound Calibration curve (ng/mL) coefficient (R)
Biotin 0.102 - 254 0.999
Nicotinic acid 0.500 - 500 0.999
Nicotinamide 0.605 - 605 0.998
Pantothenic acid 1.02 - 510 0.999
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Compound LC/MS/MS3E MEMERE
Biotin 56.24 60.8
Niacin ™ 24245 274.7
Pantothenic acid 1.14 1.33
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Biotin 794% 860% 529% 844% 761%
Nicotinic acid 90.6% 1120% 91.2% 897% 1028%
Nicotinamide 89.1% 980% 1156% 924% 888%

Pantothenic acid 80.8% 103.6% 103.2% 875%  98.7%
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