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Experimental Requirements
SEIOER
Remove ceteareth-16/18 to reduce interference on NTD and NMNA.

LR O ZBE 75+ )\BE, X NTD A1 NMNA f#)F-#

Reference Method
SETT
wRBINE
Reagent information
Wiz B
Reagent Name Grade Brand
44 R g st
Welch
Acetonitrile LC
‘ A
N ik ag
00814-01026
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
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Formic acid LCMS Macklin
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Welch
Methanol LC
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00814-01008

Instrument Information

NEENS

Test instruments

Ml A%

Instrument Model
& Zithas

Ultra-high performance liquid chromatography

tandem mass spectrometry

T e AR 1 R BB

ACQuity UPLC H Class PLUS TQS-micro

1. Test process:

R
1.1. Chromatographic conditions:
(N
Cmﬁgiﬁifpmc Xtimate® DLC UHPLC C18, (2.1x100mm, 1.8ym)
éiﬁﬁ' (00101-01612 )
=
Mobile phase A: 0.1% formic acid in water;
Mobile phase: Mobile phase B: methanol;
Hizhf BN A: 0.1%H ERK;
WENAH B: HIEE;
F;}%W r%e: 0.3mL/min
Injection volume:
R 10nL
Column
temperature: 40°C
O
Detector:
Ko 2% ESI¥
Time A% B%
Gradient program (1)8 ;8 28
, - .
PR 10.0 5 95
15.0 5 95

El: BRIEDBHM, WREERNAZWAHERART, ARERELTFA, FUEH,

Add:iIE S Eh ¥R ERMAEHR1685
AddSIHERRBAE XX B225FH4k
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15.1 70 30
18.0 70 30
Tonization mode HE 2 AR 2 ESI+
Capillary voltage E4H HJE 4.0Kv
Mass spde.i.trometry Desolventizing gas temperature Rt 75 <R E 300°C
conditions: ———
R %A Desolventizing gas flow rate fit ¥4 7)<t iE 1000L/Hr
Cone hole airflow velocity #EfL i 20L/Hr
Ion source temperature 2 1R & 150°C
Compound Ton pair Cone voltage Impact voltage
& R HEALEEE (VD filbfE s (V)
181.3>107.0 26 14
NTD
181.3>149.1 26 20
201.3>115.1 24 34
NMNA
201.3>141.1 24 8
Notes /
RS

1.2. Solution preparation (V&AL

1.2.1. Preparation of mobile phase (JRaAHECH]) -
Mobile phase A: Take 0.5 mL of formic acid into 500 mL of aqueous solution, mix well, and

sonicate.

Mobile phase B: Methanol.
MBI A: HL0.5mL HERZE 500mL KIEWRH, TRE), .

WBhAH B: R,

2. Sample pretreatment (F£FACH])
Take an appropriate amount of the mixed reference solution and dilute it with acetonitrile:0.1%

formic acid aqueous solution = 1:1 to 50 ng/mL and 5 ng/mL.

El: BRIEDBHM, WREERNAZWAHERART, ARERELTFA, FUEH,

Add: L3I X R85 5B 0E T2 (i) HEE ZHEI0SHE P4 : 201600
Add:iIE S Eh ¥R ERMAEHR1685 b4 : 321000
AddSIHERRBAE XX B225FH4k WP4: 211500
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Activate the Welchrom Silica 500mg/6mL (00500-11006) column with 5 mL of 95% acetonitrile
aqueous solution;

Take 0.5 mL of the sample solution, add acetonitrile to 10 mL, mix well, then transfer it into the
solid-phase extraction column and collect the filtrate;

Continue to wash the solid-phase extraction column with 5 mL of 95% acetonitrile aqueous solution
and collect;

Evaporate the solution under nitrogen at 40°C until nearly dry, then reconstitute with

acetonitrile:0.1% formic acid aqueous solution = 1:1 to 1 mL.

BUE SR A VA, MG 0.1% M ER/KIEM=1:1 ik 4 50 ng/mL 1 5 ng/mL.

F SmL 95% & & /K WS AL Welchrom Silica 500mg/6mL (00500-11006) /N

B 0.5mL B 5, IMAZHKEZR 10 mL, BTG, BARBMEARAERN, WEDIER;
4k SmL 95% S b e AR A HORE, Wi

A0 CRRBMEILT, FALKE: 0.1%FRKER=1:1 E&EZE ImL.

3. Spectra and data (GEEAIEIE)
(1) TSRS IR

. 1L (NMNA-2)
100 6.25e5
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. TIC (NMNA-2)|
100 4.29e5!

4. Conclusion (£i£)

Using Welchrom Silica 500mg/6mL (00500-11006) SPE packing can remove PEG-16 and PEG-18
ethers, and with Xtimate® UHPLC C18 (2.1x100mm, 1.8um) (00101-01612) you can separate other
impurities. NTD and NMNA can normally show peaks, but they’re still affected by the matrix, leading to
low recovery. It’s recommended to do internal standard calibration or use a matrix curve. It’s not
recommended to leave ammonium formate out of the mobile phase, as this will cause no response when
spiking samples.

1§ Fl Welchrom Silica 500mg/6mL (00500-11006) F] SPE IRl REMS LT £ I+ 75+ )\,
Fl Xtimate® DLC UHPLC C18, (2.1x100mm, 1.8um) (00101-01612 ) &&4r & HAMZ4H, NTD
AT NMNA GEIEH g, (ERRSZPIER T, FERIWCR R, EI A REHE B {38 5 5
2. ANFEVGRBIAEPAE IR, =SB IR o R o
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