Figure S5. Recommended protocol and technical aspects for serum/plasma
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—p MP(A): H;O:ACN (97:3) 20 mM NH,Ac + 15mM NH,OH, pH=8

MP(B): ACN

Gradient: 85%(B) > 15-65%(A) [146]

MP(A): ACN:H,O (95:5) 5 mM NH,HCO, 0.06% FA
MP(B): ACN:H,O (40:60)5 mM NH,HCO, 0.06% FA

Gradient: 100%(A)— 0-100%(B) [148]

MP(A): H,0 0.1% FA
MP(B): MeOH/ACN

Gradient: 100%(A)— 0-100%(B) [138]

MP(A): ACN:H,O (60:40)+ 10 mM NH,;HCO,
MP(B): IPA:ACN (90:10)+ 10 mN NH,HCO,
Gradient: 80%(A)— 20-99%(B)
[133]
MP(A): ACN:H,O (60:40)+ 10 mM NH,Ac
MP(B): IPA:ACN (90:10)+ 10 mM NH,Ac
Gradient: 80%(A)— 20-99%(B)

ESI HILIC(LogP<1)

RP modified (-3 < LogP < 7)

RP (LogP >-1)

284 metabolites: heterocyclic comp., aas,
+ benzenoids, carbohydrates, amines,
acylcarnitines...

707 metabolites: heterocyclic
comp.,benzenoids, acylcarnitines,
sterpoids, aas, amines...

640 metabolites: heterocyclic comp.,
aas, benzenoids, steroids, phospholipids,
organic oxygen...

56 metabolites: aas, carboxylic acids, FAs,
carbohydrates...

146 metabolites: FAs, ecosanoids,
- phospholipids, BAs, organic oxygen,
carbohydrates...

139 metabolites: FAs, ecosanoids,
phospholipids, BAs, organic acids...

327 metabolites: aas, heterocycliccomp.,
nucleotides, benzenoids, carbohydrates...

+/-

584 metabolites: heterocyclic comp., aas,
benzenoids, FAs, sterpoids, BAs...

468 metabolites: heterocyclic comp.,
benzenoids, FAs, BAs, steroids,
phospholipids, organic acids,
flavonoids...

aas: amino acids: FAs: fatty acids, BAs: bile acids

Tips

- Standard collection and storage methodologies have to be performed for pre-processing plasma and serum to ensure
homogeneity in the procedure (tubes, preservatives, time and temperature) before sample preparation.
- Centrifuge as many times as necessary to ensure protein precipitation.



