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%= 1. K AFENEZF

BFR CAS i ERhE
FRfE 67-56-1 >99.0% Thermo
ZBE 75-05-8 >99.9% Thermo
2-S RN 103616-89-3 98.5% Aladdin
FAER 64-18-6 LC-MS grade TCI
ddH20 Millipore
BR ERhE BE
IR HRIY H1650-W
BN Vortex Mixer QL-866
A RS KW-100TDV
TissueLyserII QIAGEN 85300
i Jin Teng 0.22pm PTFE

2= 3. KRFENYES LC-MS

BR ERhE BE
RIEEIEY Thermo Vanquish
B Thermo Q Exactive Focus
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1. FEHEFREREA 100mg (£1%) F 2 mL EP &b, /IO 0.6 mL BES, RBiER% 30 s;

2. IO 100 mg 3FIEER, B Tissuelysis IT4RLRFAEE(N T, 25 HZ FiEE 60 s;

3. EiRBE 15 min;

4.12 000 rpm 25 °CE/> 10 min, EYEiE#& 300 pLid 0.22 pm fEEIE, SERIIAZIGUHEA, ##1T LC-
MS UG ;

5. BE8NMERUEAZEL 20 1L BS QCHA, WE1; (QC: quality control, FARRIEREHROITERN
RELR BT AT B SREMEMIIKIR);

6. FAFRIRERNEERHIT LC-MS 1,

1. Accurately weigh 100 mg (+1%) of sample in 2 mL EP tube, and add 0.6 mL methanol, vortex for 30
seconds;

2. Add 100 mg glass beads and put the samples into Tissuelysis Il tissue grinding machine. Grind
them at 25 Hz for 60 s;

3. Ultrasound at room temperature for 15 minutes;

4. Centrifuge at 25 °C for 10 min at 12 000 rpm, and the supernatant was filtered through 0.22 pm
membrane to obtain the prepared samples for LC-MS;

5. Take 20 L from each sample to the quality control (QC) samples (Fig. 1)*;

(These QC samples were used to monitor deviations of the analytical results from these pool mixtures
and compare them to the errors caused by the analytical instrument itself)

6. Use the rest of the samples for LC-MS detection.
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{Y283 A Thermo Vanquish, {#H ACQUITY UPLC® BEH C18 1.7 um(2.1*100
mm)&iEE, EFEEEEREIRA 8 °C, LL0.25 mL/min AUFRE, 40 “CAER, #
B 2 L HATHEEDERR, imatEs 0.1%FEK (A2) - 0.1%FERZEE (B2) . BB
B2 /9 0~1 min, 20% B2; 1~9 min, 20%~50% B2; 9~12 min, 50%~98%
B2; 12~13.5 min, 98% B2; 13.5~14 min, 98%~20% B2; 14~20 min, 20%
B2 -IEE (14~17 min, 20% B2 -fatE=) . RIMEMIKKEBETE N
200~400nm, [3]

Chromatographic separation was accomplished in an Thermo Vanquish
system equipped with an ACQUITY UPLC® BEH C18 (100x2.1 mm, 1.7 um,
Waters) column maintained at 40 °C. The temperature of the autosampler was
8 °C. Gradient elution of analytes was carried out with 0.1% formic acid in
water (A2) and 0.1% formic acid in acetonitrile (B2) at a flow rate of 0.25
mL/min. Injection of 2 pL of each sample was done after equilibration. An
increasing linear gradient of solvent B (v/v) was used as follows: 0~1 min, 20%
B2; 1~9 min, 20%~50% B2; 9~12 min, 50%~98% B2; 12~13.5 min, 98% B2;
13.5~14 min, 98%~20% B2; 14~20 min, 20% B2-positive model (14~17 min,
20% B2-negative model). The scanning range of UV detection wavelength is
200~400nm.

FEFH

{Y2&fFEA Thermo Q Exactive Focus, BBIREE R (ESI) , EREFHE#RE
I, [EBFEEBEN 3.50 kV, AEFHREREN 2.50 kV, $#85 30 arb, HEIS
10 arb, EMERE 325 °C, LIH#HER 70 000 #7213, 13#E5BE 150~1 000,
FRF HCD T R3UR, RitERES 10 eV, 50 eV, 60 eV, FERTRFAzNSHH:
ERTHER MS/MS (5831,

The ESI-MSn experiments were executed on the Thermo Q Exactive HF-X
mass spectrometer with the spray voltage of 3.8 kV and -2.5 kV in positive and
negative modes, respectively. Sheath gas and auxiliary gas were set at 30 and
10 arbitrary units, respectively. The capillary temperature was 325 °C. The
analyzer scanned over a mass range of m/z 81-1 000 for full scan at a mass
resolution of 60 000. Data dependent acquisition (DDA) MS/MS experiments
were performed with HCD scan. The normalized collision energy was 30 Ev, 50
eV and 60 eV. Dynamic exclusion was implemented to remove some
unnecessary information in MS/MS spectra.
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LC-MS IR
NSRBI (SIBDHHRE)

test mix
GEIREE, ATOERAsEm)

conditioning QC
(5QCHSIAR, HhiaRERE
HEEATR, BTRENS)

blank sample
(=AEM, 1EABREE)

QC sample

test samples

QC sample

repeat x times

blank sample

Sample : S

S1 S2 S3 Sn-2 Sn-1  Sn

gss " 588
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Qc
1. QC HFABEMFUER
EEN 20 WLRS1EE, BT
RIERGHmMOTTERIRE
LURBT oI NEEE S REM
ERAIKIR

Pooled sample
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