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& 1. REEZRN EERH

B CAS @M i)
Rz 67-56-1 >99.0% Thermo
-ERATR 103616-89-3 98.5% Aladdin
ZhE 75-05-8 >99.9% Thermo
R 64-18-6 LC-MS grade TCl
FRER 4R 540-69-2 299.9% Sigma
ddH20 Millipore
= 2. RGYREBERIRE & 3. RETHZER N YT LC-MS
B i 2S5 £ e HE
RO HAAYL H1650-W EHBIE  Thermo Vanquish
BN Vortex Mixer QL-866 FRigqY Thermo  Q Exactive Focus
ERR Jin Teng 0.22pm PTFE
r

BEARER :

HARA2EAEEAANBEFALEEERAR

BoRfRIREESH [12] PIREREE , 2%
KA DFEEHER , ERERFFESL (KM
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RGP RER 1. 2]

 NFEBRAE 4 CTRL [FREFTERBELHBR] ;

. B MEARFE100 WL F2mL BOES ;

. AU 100 LL 80% REEEERN 2-EXRER (4 ppm ) ERRFR , &% 5min , BRDBRS ;

. 12000 rpm 4 °C B/ 10 min ;

. EEBRAERA 0.22 pm BRI, SEIFMELR ;

BENMNMENHEARZE 20 L BAER QCHZAR |, B 1 ; ( QC : quality control , AXRRERAHMOTE RN
REURBT O HNER T REMERNKIR )

7. AR RFNBEAFIT LC-MS 8N,

oo O~ WON =

1. Thaw all samples at 4 °C [The insufficient sample size is reduced to an equal scale] ;

2. Transfer 100 L of each sample into 2 mL centrifuge tubes;

3. Add 100 L of 2-chlorobenzalanine (4 ppm) 80% methanol solution, vortex for 5 min;

4. Centrifuge at 4 °C for 10 min at 12000 rpm;

5. The supernatant was filtered through 0.22 pm membrane to obtain the prepared samples for LC-MS;

6. 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)

7. Use the rest of the samples for LC-MS detection.
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{X2&X A Thermo Vanquish , £/ ACQUITY UPLC® HSS T3 1.8
um (2.1x150 mm ) BiE&E , B HFFERERR 8 °C, K 0.25
mL/min BYRIE , 40 "CHRIR |, B8 2 pL HATHERR , MBHIMENES
F01%F®K (A2)- 0.1%FBMZHE (B2) ; AEF 5 mM BEERK
(A3)-ZFE (B3). BEXBERHA 0~1 min, 2% B2/ B3 ; 1~9
min , 2%~50% B2/ B3 ; 9~12 min , 50%~98% B2/ B3 ; 12~13.5 min ,
98% B2/ B3 ; 13.5~14 min , 98%~2% B2/ B3 ; 14~20 min , 2% B2 -1E
ERX (14~17 min , 2% B3 -7 ) [3].

Chromatographic separation was accomplished in an Thermo
Vanquish system equipped with an ACQUITY UPLC® HSS T3 (150x%
2.1 mm, 1.8 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) or 5 mM ammonium formate in water (A3) and
acetonitrile (B3) 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 A (v/v) was used as follows: 0~1 min, 2% B2/ B3; 1~9 min,
2%~50% B2/ B3; 9~12 min, 50%~98% B2/ B3; 12~13.5 min, 98% B2/
B3; 13.5~14 min, 98%~2% B2/ B3; 14~20 min, 2% B2-positive model
(14~17 min, 2% B3-negative model).

ikt

{¢28{# F Thermo Q Exactive Focus , BB EBE FiR (ESI) , Ef
BEFEEERX  EEFHIEERN 3.50 kV, ABFHEHEN 250
KV, S 30 arb , #BIS 10 arb, EHERE 325 °C, A9 70
000 #1713 , A#EEE 81~1 000 , HX A HCD HIT-RRMFE , Wb
EBEEN 30eV, BNRADSHRERTLEN MS/MS ER[3].

The ESI-MSn experiments were executed on the Thermo Q
Exactive Focus 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 70
000. Data dependent acquisition (DDA) MS/MS experiments were
performed with HCD scan. The normalized collision energy was 30 eV.
Dynamic exclusion was implemented to remove some unnecessary

information in MS/MS spectra.
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