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Fig. S-1 Examples of external calibration plots fa) low and (b) high ergothioneine
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Fig. S-2 HPLC/ICP-QQQ-MS chromatograms of nativel apiked 1+199 dilutions of an
ergothioneine-treated cell culture medium (recoverydilutions of ergothioneine-treated cell
culture medium spiked with 145 ug S lergothioneine after syringe filtration and dilutio

103 + 2% (n = 3)); native 1+199 dilution of ergatheéine-treated cell culture medium (solid
black line) and 145 pug S'Lergothioneine spiked 1+199 dilution of ergothioretreated cell

culture medium (solid light gray line); chromatoging&c conditions as follows: Gemini C6-
Phenyl 4.6 x 150 mm; column temperature, 30°C;ctiga volume, 10 puL; mobile phase,
eluent A: 20 mM ammonium formate pH 9.0 and elug@ninethanol (gradient elution using

the 6-port-valve); flow rate, 0.5 — 0.7 mL rifin
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Fig. S-3 HPLC/ESI-Orbitrap MS signals of a 100 pg“Saqueous ergothioneine standard
solution. (a) simulated spectrum for ergothioneif®, full scan spectrum of a 100 ug 3 L
aqueous ergothioneine standard solution and (c) BISivhgmentation pattern of a
100 pg S I* aqueous ergothioneine standard solution. Chromegbiz conditions as
follows: Gemini C6-Phenyl 4.6 x 150 mm; column tergiure, 30°C; injection volume,
10 uL; mobile phase, 20 MM ammonium formate 1% wamedh pH 9.0; flow rate,

0.7 mL mint
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Fig. S-4 HPLC/ESI-Orbitrap MS signals of an ergottgine-treated cell pellet. (a) full scan
spectrum and (b) MSMS fragmentation pattern. Chtographic conditions as follows:
Gemini C6-Phenyl 4.6 x 150 mm; column temperati8@;C; injection volume, 10 pL;

mobile phase, 20 mM ammonium formate pH 9.0; flaver 0.7 mL mift

S-5



—
Q
S—

100 100 ¢
230.0953 full spectrum
9 80 80
c
K 60
5 60
2 40
v
2
£ 40 20 LIL\. ‘
g 0 L JALI‘.lu
20 231.0985 200 400 600
232.0913
0 I A al 1 L
225 227 229 231 233 235 237 239
m/z
(b) 127.0326
100
fragmentation
g 80
g 186.1056
-]
5 60
-
o
v
£ 40
©
3 60.0815 230.0963
(-4
20 L
0 " L L l + = II -
50 100 150 200 250
m/z

Fig. S-5 HPLC/ESI-Orbitrap MS signals of a watetragt of oyster mushroom sample 1. (a)
full scan spectrum and (b) MSMS fragmentation patt€€hromatographic conditions as
follows: Gemini C6-Phenyl 4.6 x 150 mm; column tergiure, 30°C; injection volume,
10 puL; mobile phase, 20 MM ammonium formate 1% maedh pH 9.0; flow rate,

0.7 mL min*
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