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Figure S1. Schematic diagrams of the automated online IT-SPME/LC-MS/MS system.
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Figure S2. Structures of sulfated steroid metabolites and their respective stable isotope-labeled com-
pounds as internal standards.



Table S1. Program for the IT-SPME process.

Saquence Event Scking Wial D:::ii'_-:n-nm Spmed
valve Cyela! (L) (oL zsiz )

1 Conditioning of the capillary Load MaOEH DVE(2) L il
2 Draving of air fnto the capillary Load Empty D1} 0 i)
3 Conditioning of the capillary Load Wartar DVE(2) L il
4 Extracticn of anahytes inte the capillary Load Sampls DVE (30) 4 i)
3 Maodls washing Load MeOH DVE (1) 2 i)
-] Dxscrpticn of analytes Som & capdlary Inject - - - -

7 HPLL swparation of anahytes and et to seqaence 1 Load - - - -

! I &, E: jaction.

Table S2. MRM transitions and setting parameters for sulfated steroid metabolites and their stable
isotope-labeled compounds.

TEHA BT (min) Mo tamion =) Dwell tme{mss) DRV EPQ)  CEY(V)  CXF(V)
PEEGE in 3050 —06.E 125 -3 -5 A5 -10
DEEAS 2.7 70 —070 123 -£0 -8 0 -5
CETS 11 #1212 —070 125 -3 -8 i3 -13
Bs 23 351.3 —B0.1 125 -65 -8 -0 -5
PREGE-"Crmde i9 3990 —R6.6 125 -5 -8 -5 -10
DEHE AS-d; 17 iTnn4—074 125 ~{il -8 i -5
CRT5-4, 2.1 2252 —06E 125 -65 -8 45 -15
EI5-d, 3 354.7—50.0 123 -3 -8 50 -5
Fataztion i (zmin)

¥ Diecnstaring potential (V)

* Collizion ssrgy (V)
* Collision cell exit powmatial (V)



