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Falarity name

P | Scan ~ Positive -

MRM + Positve - 3-aminopyrdine
MRM ~ Positve - 3-aminopyndine
MRM + Positive ~ 3-aminopyndine
MRM ~ Paositive ~ lzonicotinamide
MRM ~ Positive - lsonicotinamide
MRM ~ Positive - lsonicotinamide

a7l 1, ket

=] e

riot
o

2E AMHE MRM S=0| A4

0%

H 1. Agilent 1260 Infinity Il Prime LC It2+0|&

m}2to|E o
R Agilent InfinityLab Poroshell 120 HILIC-Z, 2.1 x 150mm, 2.7pm, PEEK-lined(p/n 673775-924)
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4 60
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V= [265, 10/Ref 360, 80]Jnm

H 2. ESI 0|23l of2to|E

nj2to|g o
A 2 350°C
TtA 24 10L/2
Nebulizer & 40psi
2| Met 4,000V(+)
LC 22 Meh(mol L) 32

Precursar MS1 Product M52 range M52 range M52

{miz) res (miz) start (miz)  end (m'z) res

70 400
95.1 Unit - 681 Unit -
95.1 Unit - b2 Unit -
5.1 Unit - 411 Unit -
1231 Unit - 80 Unit -
1231 Unit - 53 Unit -
1231 Unit - b2 Unit -
2 F71517|0t 54 ELCE
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100
100
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3-Aminopyridine

R?=0.999
Range: 5 to 1,000 ng/mL

Responses
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0 100 200 300 400 500 600 700 800 9001000
Concentration (ng/mL)

Isonicotinamide

R?=0.998
Range: 0.5 to 100 ng/mL

Responses

0 10 20 30 40 50 60 70 80 90 100
Concentration (ng/mL)

2. API BHE 2| A0f| M =758t 3-aminopyridine %!
Teiet ZE 0|2 ™ol9 @20

Counts (%)

95.1 > 68
LOQ = 5ng/mL
RSD% = 4.25

%102
1.0

17 1.8 1.9 2.0 21 22 2.3 2.4
Acquisition time (min)
123.1 - 80
LOQ = 0.5 ng/mL
RSD% = 0.23
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121314151.61.71.81.92.0
Acquisition time (min)
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DAD Signal: 265,10 nm
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o
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*107 MRM 3-Aminopyridine 95.1 - 68.1

1.0

0.54

Response %

«102 MRM Isonicotinamide 123.1 - 80.0

1.0

0.54

Response %

102 Scan 3-Aminopyridine

1.0

Rel. counts

95.1

101.0

832 | | 1241 1aas 1661 1909

Response %

Scan Isonicotinamide

%102
1.04

A
Rel. counts

0.54

83.2

80 100 120 140 160 180 200
Mass-to-charge (m/z)

95.1

101.1
123.1

A

Response %
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100 120 140 160 180 200
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1. US Department of Health and
Human Services; FDA; CDER; CBER.
M7(R1) Assessment and Control of
DNA Reactive (Mutagenic) Impurities
in Pharmaceuticals to Limit Potential
Carcinogenic Risk. ICH, March 2018. 2.

2. Jain, M. et al. Determination of
Five Potential Genotoxic Impurities
in Dalfampridine Using Liquid
Chromatography. J. Pharm. Biomed.
Anal. 2016, 133,27-31.
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gl 4. 28 D=2 MRM-only
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2
Ll — MRM + Scan (Mixed Mode)
1.74 —— MRM Only
1.04 N .
Isonicotinamide
0.94 123.1 >80

3-Aminopyridine
95.1 > 68.1

11 12 13 14 15 16 17 18 19 20 21 1.6 1.7 18 19 200 21 22 23 2.4 2.5

Acquisition time (min)

Covert, K. How to Catch a

Potential Mutagenic Impurity

Using an Agilent LC/MSD XT and
Agilent InfinityLab Poroshell 120
HILIC-Z Column for Sensitive and
Reliable Detection of Dalfampridine
Impurities. Agilent Technologies
Application Note, publication number
5994-0864EN, 2019.
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