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[HPLC conditions] (Nexera™ X3)

Column : Shim-pack Scepter™ C18-120*"
(100mm X 2.1 mm1.D., 1.9 um)

. A) 0.05 % formic acid in H0
B) 0.05 % formic acid in Methanol

: Bconc. 1.0 % (0.00-1.50 min) — 40.0 % (2.50 min)
-80.0% (7.00-8.50 min) - 1.0% (8.51-12.50 min)

Mobile phases

Gradient Program

Flow rate : 0.40 mL/min
Column Temp. 1 45°C
Injectionvolume  : 10 L

[MS conditions] (LCMS -8060NX*?)
lonization . APCI (Positive mode)
Probe Voltage c4.0kv

Mode : MRM

Nebulizing gas flow : 4.0 L/min

Drying gas flow 23 L/min

DL Temp. :150°C
Heat Block Temp.  : 200 °C
Interface Temp. : 300 °C

*1 P/N:227-31011-05
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Compound Ret. Time Precursorion Production  Collision

(min) m/z m/z Energy (V)

75.05 430 -17.0

NDMA 1.968
75.05 58.1 -12.0
147.05 434 -16.0

NMBA 3.361
147.05 116.9 -11.0
103.10 28.8 -16.0

NDEA 4.053
103.10 74.7 -13.0
117.10 75.0 -12.0

NEIPA 4.637
117.10 431 -21.0
131.10 43.0 -15.0

NDIPA 5269
131.10 88.9 9.0
159.10 57.0 -13.0

NDBA 7121
159.10 41.2 -23.0
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Calibration curve Contribution ratio

Compound

(ng/mL) (R?)
NDMA 005 - 10 0.999
NDEA 005 - 10 0.999
NDIPA 005 - 10 0.999
NEIPA 0025 - 10 0.999
NMBA 005 - 10 0.998
NDBA 0025 - 10 0.999
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Compound Concentration Repeatabilit)i Accuracyi
(ng/mL) (Conc.%RSD, n=6)  (Average, n=6)

NDMA 0.05 4.99 106.1
NDEA 0.05 217 102.0
NDIPA 0.05 530 108.5
NEIPA 0.025 348 104.7
NMBA 0.05 370 114.5
NDBA 0.025 6.49 1074
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1) International Council for Harmonisation M7 (R1), Addendum: Assessment
and Control of DNA Reactive (Mutagenic) Impurities in Pharmaceuticals to
Limit Potential Carcinogenic Risk
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