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* Preprocessing
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« UHPLC-Orbitrap-HRMS system= 0|=206t0f H&tst &
240l ZZ- 1t XHYI HIOIEHIOIA (BMDRC), & HIOIEHIO]

(mzCloud, Pubchem, Chemspider S)E E8t HHE
OIXIEXHHE 2 24, k=9 Metabolic stability AHIA

M=ot JAsUL

= UPLC-MS/MS
* o nl
= analysis J H1M

« UHPLC-Orbitrap-HRMS systemE 0|86t HHAZ A

EJ-%FE')I'_l- ]lgk—l PS=] ‘Z'ki

- HCD (Higher-energy collisional dissociation),
(Collision-induced dissociation) S92 M3} Jl=
0IZ6HH X MSn (n=10)THXI =& Jt5
cJlsd 4259 2E, A A4 SEHS M0HH E10M HS

@ Metabolic stability 241

=Y
e

HM

Metabolic stability
analysis

* In vitro ADME screening = Microsomal stability assay=

« Liver microsomes= ZHHIEIF S THARY] 2 E4A 5

- CYPOIAM CHEet 22 MBS ol A orEd Mg T

« Liver microsomesE 01&gF metabolic stabilityS Sof
CHAHOFHEE Bt 2 H1MH M=

He i

@ UHPLC-Oribtrap High-Resolution MS

Orbitrap ID-X Tribrid mass spectrometer

Orbitrap Exploris 120

— 60,000 Resolution

. Mass spectrometer Resolution
Orbitrap Exploris 120 < 120,000
Orbitrap ID-X < 500,000

v High-End 241 ZHI 2R (5 30H)
v 2,000Da 0I5t Small molecule atgtE A8 9 240 Egt
v Molecular weight0l HI=gt 28 18 Jts

vHIOI? ATH W IS8 S& 2401 8

v 302 HA0M N=E HEC=E
=d 81l

v ES RSN AECZ MEQ IS

v Hos 209 HE 32 2
SHI0 X

@ Rotary evaporator & Freeze dryer [EYELA]

v Rotary evaporator

- 2o F2 20 EIHE HIS ME
- 220 R JIsd 429 55, 24X & o+ EH
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- Base peak chromatogram(BPC) of Sample A using LC-MS in
positive and negative ion mode

No. |Mode| m/z RT Name Ms?
1 | NEG | 191.0556 | 3.72 | Quinic acid 127.0393, 109.0287, 93.0337
2 | NEG | 290.0871 | 4.05 | Pyroglutamic acid hexoside 200.0557, 128.0345
3 | POS | 265.1536 | 8.31 N—[4—aminobL_JtyI)—3—[4—hydroxy—S—methoxyphenyI) 177.0542
prop-2-enamide
4 | NEG | 163.0397 | 10.66 | Hydroxycinnamic acid 119.0501
5 | NEG |237.0761 | 13.32| Glyceryl coumarate 163.0390, 119.0493
6 POS | 494.2371 | 24.31 N—[_3—[[[E)—3—(3,4—dimethoxyphenyl)p(op-?—enqyl] 209.0798, 177.0542, 181.0852
amino]propyl]-2-methylprop-2-enamide hexoside
7 | NEG |282.1125 | 24.85 | Coumaroyltyramine 174.0556, 162.0550, 132.0573
. 194.0808, 186.0542, 177.0542
8 | POS |314.1377 | 25.94 | N-feruloyltyramine 121.0643
9 | NEG |312.1233 | 26.05 | Feruoyltyramine 190.0499, 178.0501, 148.0521
10 | POS | 411.1902 |26.75 | Coumaroyl! feruloylputrescine 265.1529, 235.1436, 177.0542

* Tentatively identified compounds in Sample A using LC-MS

@ Metabolic stability 2

Microsomal stability

Assay matrix

100.00

Liver microsomes

Species Human, Mouse 8000
Test compound )
concentration 1uM (or custom) £
Protein 'g o
ro
concentration g gl ;t;
4000
Time point 0, 15, 30, 60 minutes «
b
0
Cofactor NADPH 2000
0 pm (Blank)
Controls Minus cofactor 000

Positive control compounds
with known activity

-6~ verapamil
-8-compound 1
~4=compound 2

0 5 10 15 0 5 )
Incubation time (min)

+ Validation was conducted including items of specificity,
linearity, and precision to increase the reliability of analysis.




