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Measurement of Fumarylacetoacetate Activity in DBS (Dried Blood Spot) with LCMS-8040
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Fumarate, Acetoacetate

+— 200 pL. MeOH
+— 100 pL 3 mM Hydrazine solution
«—34pL 10 uM '3Ca-SuAC (15)

37 °C, shake for 25 min

«+— Transfer solution to the new vial

Evaporation under N2 gas flow 45 °C

+—260 pL sample solution
(0.05 % HCOOH, H20/MeCN (30/70))

LC/MS/MS analysis

37 °C, shake for 25 min

Evaporation under N2 gas flow 45 °C

LC/MS/MS analysis

+«—200 pL. MeOH
+—100 pL 3 mM Hydrazine solution
«—5puL 10 pM 13C4-SuAC (IS)

Centrifuge at 12,000 rpm, 5 min
+— Transfer solution to the new vial

+— 260 pL sample solution
(0.05 % HCOOH, H20/MeCN (30/70))
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Analytical Conditions

Column : Synergi POLAR-RP

(150 mm L. x 2.0 mm |.D., 4 ym)

Mobile Phase A :0.1 % HCOOH-H,0

Mobile Phase B :CH;OH
Ratio : 80 %B
Flowrate :0.2 mL/min
Column Temperature :30°C
Injection Volume :5puL
Analysis Time 14 min

lonization Mode

Probe Voltage

Nebulizing Gas Flow
Drying Gas Flow

DL Temperature

Block Heater Temperature
MRM

<ESI(+)

1+4.5kV

:2.5L/min

:15.0 L/min

:250°C

1400 °C

: Succinylacetone (154.8 > 136.9)
13Cs-Succinylacetone (158.9 > 141)




No.C91

MELER

Analysis Results
MELERINE 3 FisR. Sample BT E DL 2B 2 Bk iRl
FEMAIAEM, Control LA ABEEEMAIFER. Positive Control £HA4

£/ TSR MIEIAELAERNRY DBS. R Sample A4 NIEHEIA
EEAERRY SR A I . ARIEZ S ATHON E SR AT LARABEE .

(x100,000)

1.75
1.50
1.25
1.00
0.75
0.50
0.25

0.00

e b b b b e e e

SUAC Sample

SUAC 154.8>136.9
13C4-SuAC 158.8>141.0

o
o
o
wn
o
wn

(x100,000)

min

1.75
1.50
1.25
1.00
0.75
0.50

0.25

o b b v b bevna b e

0.00

Control

SUAC 154.8>136.9
_ 13C4-SuAC 158.8>141.0

o
o
o
[
o
n

(x100,000)

20 25 3.0 35 min

L

1.75
1.50
1.25
1.00
0.75
0.50

0.25

v v b b b b b 1y

0.00

Positive Control

SuAC

SUAC 154.8>136.9
13C4-SUAC 158.8>141.0 |

o
o
o
[
o
n

20 25 3.0 35 min

3 EERHEYNERETREE

Extracted-lon Chromatograms of Target Compounds
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