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Table 1. MS conditions for detamination of Tetrodotoxin

ITonization
Analysis mode
Ton Transfer Voltage 4,500 V
Turbo gas temperature 500°C

Mmonoisotopic Precursor ions
Monitor ion (Da) (m/z)

320.10

Tetrodotoxin 319. 27

Electron Spray thermo ionization(ESI),Positive
Multiple Reaction Monitorring (MRM)

Product ions pp” CE”
(m/z) ) (eV)
162. 10° 56. 00 49. 00
302. 20" 51.00 33.00

a)
b)
)
D)

DP:Declustering potential
CE:Collision energy

Used for confirmation
Used for quantitation

Table 2. HPLC conditions for Determination of
Tetrodotoxin by XBridge Amide

Column XBridge Amide 2.1 mmi.d. X150 mm
3.5 um

Column temp. 40°C

Flow rate 0.2 mL/min

Mobile phase Solvent A:0.1 % Formate Aqueous Sol
ution
Solvent B:Acetonitrile

Gradient

profile 0%B—15 min—15%B

Injection 10 L

volume

Table 3. HPLC conditions for Determination of
Tetrodotoxin by Scherzo SM-C18

Column Scherzo SM-C18 2. 0mm i.d. X 150mm
3 um

Column temp. 40°C

Flow rate 0.2 mL/min

Mobile phase Solvent A:10 mmmol Ammoniume Format
e Aqueous Solution
Solvent B:Methanol

Isocratic A:B=1:9
Injection 10 L
volume
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Fig. 2 TIC Tetrodotoxin of Scherzo SM-C18
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Table 4.Puffer—-fish extract addition table, addition-less conparative of TTX 20 ppb standard

TTX 20 ppb 0.1 % Acetic Acid

TTX 20 ppb 0.1 % Acetic Acid add Puffer—fish extract

No. MRM Retention Time Area Height Retention Time Area Height
(min) (counts) (cps) (min) (counts) (cps)
1 TTX(320.1/162.1) 3.10 1.52e+003 8. 03e+002 3. 10 7.87e+002 4.31e+001
2 TTX(320.1/302.2) 3.10 3. 04e+003 1. 68e+002 3. 10 1.71e+003 1. 00e+002
I Jg:mu:\;.u" mﬂz’gx“‘-‘-ﬂw rrrrrrrrrrr . - - L
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Fig.4 MRM chromatograms of 20 ppb TTX 0.1% Aceti
¢ Acid and matrix add 20ppb TTX 0.1% Acetic Acid
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Fig.5 Standard curve of TTX

Table 5.Comparison between mouse bioassay method a
nd LC-MS/MS examination method of various Pufferfi

sh organization extract

Species part Weight LC-MS/MS Method bioassay method
(g) MU/g) MU/g)

Purple puffer Skin 52.9 80.9 98. 1
Purple puffer Liver 40.7 245.9 240.7
Spotty puffer Skin 111.3 19.6 22.9
Spotty puffer Liver 105.5 78.6 72.8
Panther puffer  Skin 84.0 5.3 N.D.
Panther puffer  Liver 22.7 8.0 9.8
Striped puffer  Ovary 79.1 191.8 293.0
Striped puffer  Liver 107. 1 265. 9 355.5
Pear puffer Skin 18.1 7.4 N. D.
Pear puffer Liver 43.7 7.0 5¢<
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