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Figure S1. Sterol structures
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Fig. S2 Analytical procedure
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Fig. S3a Oxidation of sterols with cholesterol oxidase and
derivatisation with the Girard P reagent.
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Oxidation of sterols with cholesterol oxidase and derivatisation with the Girard P reagent. 


Fig. S3b

Prominent fragment ions observed in M82 spectra of
oxidised/GP-derivatised sterols.
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Prominent fragment ions observed in MS2 spectra of oxidised/GP-derivatised sterols. 


Fig. S3c

Major fragment ions characteristic of 3-oxo-4-ene
sterols derivatised with GP reagent.
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Major fragment ions characteristic of 3-oxo-4-ene sterols derivatised with GP reagent.


MS" Spectra of Oxysterols
from Foetal Mouse Brain



Ctx? Sc? Figure
Identified Structure after [M]+ of Ha/g Rt/min Ha/g Rt/min Inferred Structure Inferred Compound MS?2 MS3
Treatment with Cholesterol Gp2 prior to Trivial Name
Oxidase m/z Treatment with
Cholesterol
Oxidase
C-4,24-diene-3-one 516.3948 | NM 10.53 NM 10.52 C-5,24-diene-33-ol Desmosterol Sda S4b
C-4,7(or8)-diene-3-one 516.3948 | NM 11.00 ND C-5,7(or 8)-diene- 7(or 8)-DehydrocholesterolP | S4c S4d
3B-ol
C-4-ene-3-one 518.4105 | NM 11.43 NM 11.43 C-5-ene-3p3-ol Cholesterol Sde S4f
24-Me-C-4-ene-3-one 532.4261 | NM 12.13 NM 12.09 24-Me-C-5-ene-3p3- Campesterol® S4g S4h
ol
24-Et-C-4-ene-3-one 546.4418 | NM 12.84 NM 12.76 24-Et-C-5-ene-3p-ol Sitosterol®d = =
C-X,Y,Z-triene-x-ol-y-one 530.3741 | 0.008 9.1 ND C-X,Y,Z-triene-3[3,x- Unknown® -- --
diol®
C-4-ene-24S,25-epoxide-3- 532.3898 | 0.043 | 6.63/6.86 | 0.022 | 6.66/6.85 | C-5-ene-3B3-ol- 24S,25-Epoxycholesterol S4i S4j
one 24S,25-epoxide
C-4-ene-24-0l,25-OMe-3-one’ | 564.416 0.122 | 6.05/6.42 | 0.069 | 6.06/6.43 | C-5-ene-3B-ol- 24S,25-Epoxycholesterol S4k S4L
24S,25-epoxide
0.165 0.091 C-5-ene-3B-ol- 24S,25-Epoxycholesterol
24S,25-epoxide
C-4-ene-3,24-dione 532.3898 | 0.093 7.35 0.013 7.38 C-5-ene-3[3-0l-24- 24-Oxocholesterol S4m S4n
one
C-4-ene-3,6-dione 532.3898 0.185 9.76 0.019 9.94 C-4-ene-3,6-dione? 6-Oxocholestenone? S40 S4p
C-4-ene-22R-0l-3-one 534.4054 | 0.004 | 6.14 0.002 | 6.17 C-5-ene-3[3,22R-diol | 22R-Hydroxycholesterol S4q S4r
C-4-ene-24S-ol-3-one 534.4054 | 0.026 | 7.17/7.55 | 0.013 | 7.16/7.56 | C-5-ene-3[3,24S-diol 24S-Hydroxycholesterol S4s S4t
C-4-ene-25-0l-3-one 534.4054 | 0.016 | 7.39 0.012 | 7.39 C-5-ene-3[3,25-diol 25-Hydroxycholesterol S4u S4v
C-4-ene-27-0l-3-one 534.4054 | 0.011 | 8.45/8.83 | 0.006 | 8.45/8.85 | C-5-ene-3[3,27-diol 27-Hydroxycholesterol S4w S4x
C-4-ene-7(3-ol-3-one 534.4054 | 0.052 | 9.08/9.48 | 0.053 | 9.11/9.5 C-5-ene-3,73-diol 7B-Hydroxycholesterol S4y S4z
C-4-ene-7a-0l-3-one 534.4054 | 0.055 | 9.61 0.067 | 9.59 C-5-ene-3p3,7a-diol 7a-Hydroxycholesterol S4aa | Sdab
C-7-ene-x-ol-3-one 534.4054 | 0.152 | 9.27/9.78 | 0.103 | 9.26/9.76 | C-7-ene-33,x-diol Hydroxylathosterol S4ac | Sdad
C-4-ene-6[3-0l-3-one 534.4054 | 565 | 9:89 0.109 | 9:89 C-4-ene-6[3-o0l-3- 6[-hydroxycholest-4-en-3- Sdae | Sdaf
one/C-3[3,5a,63- one/cholestane-3[3,5a,6[-
triol/C-33-0l-5,6- triol/5,6-epoxycholesterol’
epoxide




C-X,Y,Z-triene-x,y-diol-z-one 546.369 0.009 8.34 ND C-X,Y,Z-triene- Unknowni
3B,x,y-triol
C-X,Y,Z-triene-x,y-diol-z-one 546.369 0.009 8.7 0.002 8.71 C-X,Y,Z-triene- Unknowni
3b,x,y-triol
C-X,Y,Z-triene-x,y-diol-z-one 546.369 0.026 9.29 ND C-X,Y,Z-triene- Unknowni
3B,x,y-triol
C-X,Y-diene-x,y-diol-z-one 548.3847 | 0.004 5.45 ND C-X,Y-diene-3[3,x,y- UnknownX
triolk
C-X,Y-diene-x,y-diol-z-one 548.3847 ND 0.001 7.31 C-X,Y-diene-3p3,x,y- Unknownk
triolk
C-X,Y-diene-x,y-diol-z-one 548.3847 | 0.028 9.78 0.007 9.76 C-X,Y-diene-3p3,x,y- Unknownk Sdag S4ah
triolk
C-X,Y-diene-x,y-diol-z-one 548.3847 | 0.009 10.05 0.002 10.07 C-X,Y-diene-3[3,x,y- UnknownX S4ai S4aj
triolk
C-4-ene-24,25-diol-3-one 550.4003 | 0.070 4.42/4.95 | 0.038 4.42/4.98 | C-5-ene-3[3,24,25- 24,25-Dihydroxycholesterol S4ak | S4dalL
triol
C-4-ene-24,27-diol-3-one 550.4003 | 0.007 4.83 0.006 4.85 C-5-ene-3[3,24,27- 24,27-Dihydroxycholesterol S4am S4an
triol
C-x-o0l-y,z-dione 550.4003 | 0.017 | 9.08 0.041 | 9.11 C-3B,x-diol-y-one- Unknownt Sdao | S4dap
C-x,y-diol-z-one 552.4160 | 0.002 | 5.67 0.001 | 5.68 C-3B,x,y-triol Unknown
C-x,y-diol-z-one 552.4160 | 0.018 | 9.44/9.89 | 0.002 | 9.47 C-3pB,x,y-triol Unknown Sdaq | S4dar
aldol 552.4160 | 0.066 9.59 0.075 9.59 aldol™ aldol™ Sdas




C = cholestane; NM = not measured; Rt = retention time; ND = not detected; No reference = no authentic standard available
a Data for GP derivatives

b7- and 8-dehyrocholesterol are not resolved

¢ Possibly a contaminant

d |dentification based on exact mass and isotopic pattern only

e Alternatively C-X,Y-dien-33-ol-x-one

f Alternatively C-4-ene-25-ol,24-OMe-3-one, methanolysis product of C-4-ene-24S,25-epoxide-3-one

9 C-4-ene-3,6-dione reacts with GP reagent without oxidation by cholesterol oxidase

h Formed enzymatically by CYP7A1 and/or by autoxidation

i C-4-ene-6[3-ol-3-one can be formed from C-33,5a,6B-triol and C-33-ol-5,6-epoxides during the cholesterol oxidase/GP
derivatisation reaction

I Alternatively C-X,Y-diene-3p,x-diol-y-one

k Alternatively C-X-ene-3p3,x-diol-y-one

L Alternatively C-X-ene-33,x,y-triol

m 3[3,5B-dihydroxy-B-norcholestane-6(3-carboxyaldehyde (aldol) reacts with GP reagent without oxidation by cholesterol oxidase



MS? and MS3 Spectra of Oxysterols

* Upper panels display spectra of
oxidised/derivatised oxysterols isolated
from foetal mouse brain cortex

* Lower panels display spectra of authentic
standards



Fig. S4a C424-3-one 3-GP
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M82 and MS3 spectra of sterols isolated from foetal mouse brain. Shown in the upper
panels are spectra of sterols derived from the cortex and in the lower panels spectra of
authentic standards. All spectra were recorded on the LIT detector of the LTQ-Orbitrap.
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MS2 and MS3 spectra of sterols isolated from foetal mouse brain. Shown in the upper panels are spectra of sterols derived from the cortex and in the lower panels spectra of authentic standards. All spectra were recorded on the LIT detector of the LTQ-Orbitrap.


Fig. S4b C424-3-one 3-GP
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Fig. S4c C4708.3-one 3-GP
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Fig. S4d C4708.3-one 3-GP
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Fig. S4e C4-3-one 3-GP
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Fig. S4f C4-3-one 3-GP
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Fig. S4g

CTX_UFR2_FR1_2

CTX_UFR2_FR1_2 #1525 RT: 12.15 AV:1 NL: 2.97E4

24-Me-C4-3-one 3-GP

30/06/2006 18:49:40

F: ITMS + ¢ ESId Full ms2 532.39@cid35.00 [135.00-545.00]

Relative Abundance

100

90

N w 5 a1 [e2] ~ (0]
SARETL SENEN SRS SRREN SN SRR
N Y e

=
T

?

MS?: 532>

1163.2 187.0 2

06.9

2454 2713 2945 319.2 3463

425.5

3964 412.51430.2

453.5

asse 5147

5419

T
150

200

\
250

300

350
m/z

400

450

500



Fig. S4h

24-Me-C4-3-one 3-GP
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Fig. S4i C4-24S,25-epoxide-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40
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Fig. S4 C4-24S,25-epoxide-3-one 3-GP
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CTX_UFR2_FR1_2 #809 RT: 6.62 AV:1 NL: 2.24E3
F: ITMS + ¢ ESI d Full ms3 532.39@cid35.00 453.38@cid35.00 [110.00-465.00]

435.5
100

. MS3 5325453

80
70—

Relative Abundance
ol
7

40— 1632 425.4
30
20 151.3 325.3 3534 367.4 407.4
392.5
o amaasa || NP aera s ass zma | a3 gepn 2854 2978 aya | DY Jasas| P4 [sen [ar0s | |ases
‘12‘0 140‘ ‘ ‘1‘60‘ 1E‘30‘ ‘ ‘2(‘)0‘ ‘ ‘22‘0‘ ‘ ‘24‘10‘ ‘ ‘Zéo‘ ‘ ‘25‘50‘ ‘ ‘3(‘)0‘ ‘ ‘3‘20‘ ‘ ‘34‘10‘ ’ ‘BéO ‘ 3£‘30 4(‘)0‘ v 42‘0‘ ‘ 41‘10‘ ‘ ‘4é0‘
m/z

sample_39 #718 RT:7.09 AV: 1 NL: 3.31E2
F: ITMS + ¢ ESI d Full ms3 532.39@cid30.00 453.46@cid35.00 [110.00-465.00]

435.5
100

o MS3:532>453>

80
70
60—

163.2

353.3 425.2
151.0
30 367.5 407.5

Relative Abundance
o
7

10 177.0 297.4 3112 3254 392.4
135.0 . 2032 2110 2330 2403 2534 2632 2845 ’ H 339.4 363.4 | 379.3 |3934 | 410.4 436.3

0— S I N mm‘w L bl [N Hm\ b C il \‘n . w‘\ s [ e i ‘ . I
L L L A R A S B B B R B S R L e e e o B e B B s e e s e R A e A N
120 140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460

m/z




Fig. S4k
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Fig. S4l C4-24-0l,25-OMe-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40
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Fig. S4m C4-3,24-dione 3-GP
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Fig. S4n C4-3,24-dione 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40
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Fig. S40

C4-3,6-dione 3-G

CTX_UFR2_FR1_2

CTX_UFR2_FR1_2 #1204 RT: 9.79 AV: 1 NL: 6.86E4
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Fig. S4p C4-3,6-dione 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40
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Fig. S4q

CTX_UFR2_FR1_2
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F: ITMS + ¢ ESI d Full ms2 534.41@cid35.00 [135.00-1080.00]
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Fig. S4r

C4-22R-0l-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40
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Fig. S4s C4-24S-o0l-3-one 3-GP
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Fig. S4t C4-24S-o0l-3-one 3-GP

CTX_UFR2_FR1_2
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Fig. S4u C4-25-0l-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40
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Fig. S4v C4-25-0l-3-one 3-GP
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Fig. S4w C4-27-0l-3-one 3-GP

CTX_UFR2_FR1_2
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Fig. S4x

CTX_UFR2_FR1_2

CTX_UFR2_FR1_2 #1029 RT: 8.42 AV:1 NL: 2.73E2
F: ITMS + ¢ ESI d Full ms3 534.41@cid35.00 455.35@cid35.00 [115.00-925.00]
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Fig. S4y C4-7B-ol-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40

CTX_UFR2_FR1_2 #1109 RT: 9.07 AV: 1 NL: 4.23E4
F: ITMS + ¢ ESI d Full ms2 534.41@cid35.00 [135.00-545.00]
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Fig. S4z C4-7B-ol-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40

CTX_UFR2_FR1_2 #1110 RT: 9.08 AV: 1 NL: 4.69E3
F: ITMS + ¢ ESI d Full ms3 534.41@cid35.00 455.33@cid35.00 [115.00-470.00]
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Fig. S4aa C4-7a-0l-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40

CTX_UFR2_FR1_2 #1178 RT: 9.60 AV: 1 NL: 7.25E4
F: ITMS + ¢ ESI d Full ms2 534.41@cid35.00 [135.00-545.00]
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Fig. S4ab C4-7a-0l-3-one 3-GP

CTX_UFR2_FR1_2

CTX_UFR2_FR1_2 #1179 RT: 9.60 AV: 1 NL: 9.59E3
F: ITMS + ¢ ESI d Full ms3 534.41@cid35.00 455.33@cid35.00 [115.00-470.00]

MS3: 534->455->
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Fig. S4ac C7-x-ol-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40

CTX_UFR2_FR1_2 #1198 RT: 9.75 AV:1 NL: 4.31E4
F: ITMS + ¢ ESId Full ms2 534.41@cid35.00 [135.00-545.00]
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Fig. S4ad C7-x-ol-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40

CTX_UFRZ2_FR1_2 #1199 RT:9.75 AV:1 NL: 141E4
F: ITMS + c ESId Full ms3 534.41@cid35.00 455.33@cid35.00 [115.00-470.00]
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Fig. S4ae C4-6p-0l-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40

CTX_UFR2_FR1_2 #1218 RT: 9.89 AV: 1 NL: 4.41E5
F: ITMS + ¢ ESI d Full ms2 534.41@cid35.00 [135.00-545.00]
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Fig. Sdaf C4-6[p-0l-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40

CTX_UFR2_FR1_2 #1219 RT: 9.89 AV: 1 NL: 3.74E4
F: ITMS + ¢ ESI d Full ms3 534.41@cid35.00 455.33@cid35.00 [115.00-470.00]
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Fig. S4ag

CTX_UFR2_FR1_2

CX.Y-x,y-diol-z-one z-GP

CTX_UFR2_FR1_2 #1201 RT:9.76 AV:1 NL: 1.80E3

F: ITMS + ¢ ESId Full ms2 548.38@cid35.00 [140.00-560.00]
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Fig. S4ah CX.Y-x,y-diol-z-one z-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40

CTX_UFR2_FR1_2 #1202 RT: 9.77 AV:1 NL: 2.59E2
F: ITMS + ¢ ESId Full ms3 548.38@cid35.00 469.37@cid35.00 [115.00-480.00]

100, MS?: 548->469->

398.4

90

(0]
?

441.5

~
o

o2}
o

N
o

Relative Abundance
a1
o

w
o

427.5

N
o

426.4
2133 30975 | 424.6

10~ 17
1 295.8 325.4 382.5
137.3 187.4 215.3 o534 2754 3583 \H ‘

451.4

0—- m“H“““m‘i“‘m““““l 4y \HH ‘u‘ L H‘H“H‘HH““”“““‘“HHH‘H“H““H“““m“HH“‘H“ | bl
150 200 250 300 350 400 450
m/z



Fig. S4ai

CX.Y-x,y-diol-z-one z-GP

CTX_UFR2_FR1_2

CTX_UFR2_FR1_2 #1242 RT: 10.06 AV:1 NL: 5.20E2
F: ITMS + c ESId Full ms2 548.38@cid35.00 [140.00-1110.00]
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Fig. S4a CX.Y-x,y-diol-z-one z-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40

CTX_UFR2_FR1_2 #1243 RT: 10.07 AV:1 NL: 5.82E1
F: ITMS + ¢ ESId Full ms3 548.38@cid35.00 469.37@cid35.00 [115.00-950.00]

100, MS3: 548->469-> wass T

90

o2} ~ (00]
o o O‘

Relative Abundance
a1
o

40 426.44
30 38251
20 275.37 451.39
176.24 36852 409.24
10 146.23 '
] : 215.65 245.14 310.97 346.48
] 161.21 | 192.38 ' ‘
N i I I A O Y Y
“\“"\““\““\““\““\““\““\““\““\‘“‘\““\““\“‘ “\““\““\““\““\““\““\““\““\““\““\““\““\““\“"\““\““\““““
150 200 250 300 350 400 450

m/z



Fig. S4ak C4-24,25-diol-3-one 3-GP

CTX_UFR2_FR1_2

CTX_UFR2_FR1_2 #540 RT: 4.43 AV:1 NL: 2.50E4
F: ITMS + ¢ ESI d Full ms2 550.40@cid35.00 [140.00-565.00]
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Fig. S4al C4-24,25-diol-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40

CTX_UFR2_FR1_2 #541 RT: 4.44 AV:1 NL: 4.76E3
F: ITMS + ¢ ESI d Full ms3 550.40@cid35.00 471.39@cid35.00 [115.00-485.00]
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Fig. S4am C4-24,27-diol-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40

CTX_UFR2_FR1_2 #589 RT: 4.84 AV:1 NL: 1.08E4
F: ITMS + ¢ ESId Full ms2 550.40@cid35.00 [140.00-565.00]
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Fig. S4an C4-24,27-diol-3-one 3-GP

CTX_UFR2_FR1_2 30/06/2006 18:49:40

CTX_UFR2_FR1_2#590 RT:4.84 AV:1 NL: 1.03E3
F: ITMS + ¢ ESId Full ms3 550.40@cid35.00 471.39@cid35.00 [115.00-485.00]
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Fig. S4ao0

CTX_UFR2_FR1_2

CTX_UFR2_FR1_2 #1112 RT:9.09 AV:1 NL: 2.98E3

F: ITMS + ¢ ESId Full ms2 550.40@cid35.00 [140.00-565.00]
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Fig. Sdap C-x-ol-y,z-dione y-GP / C*X-x,y-diol-z-one z-GP
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Fig. Sdaq C-x,y-diol-z-one z-GP
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Fig. Sdar C-x,y-diol-z-one z-GP
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Fig. S4as aldol
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Fig. S5 Schematic representation of the LC-MS" method. M
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Supplementary Table S1. Unesterified Oxysterol Content of Foetal CNS Regions Cortex (Ctx) and Spinal Cord (Sc) as Determined by LC-MS" using the LCQ

lon-trap
Ctx Sc
Identified Structure after | [M]+ of | Rtmin® | ng/g | pngl/g | Inferred Structure | Inferred Compound Comment/
Treatment with GP? prior to Trivial Name Parameters for
Cholesterol Oxidase m/z Treatment with Identification
Cholesterol
Oxidase
C-4,24-diene-3-one 516.4 23.95 NM NM C-5,24-diene-3B-ol | Desmosterol Rt, MS"
C-4-ene-3-one 518.4 25.59 NM NM C-5-ene-3p-ol Cholesterol Rt, MS"
24-Me-C-4-ene-3-one 532.4 26.74 NM NM 24-Me-C-5-ene-3B- | Campesterol Contaminant®, MS"
ol
24-Et-C-4-ene-3-one 546.4 28.15 NM NM 24-Et-C-5-ene-33- | Sitosterol Contaminant®, MS"
ol
C-4-ene-24S,25-epoxide-3- | 532.4 17.80 0.010 | 0.005 | C-5-ene-3pB-ol- 248S,25-Epoxycholesterol | Rt, MS"
one 248S,25-epoxide
C-4-ene-24-0l,25-OMe-3- 564.4 16.73 0.165 | 0.90 | C-5-ene-3p-ol- 248S,25-Epoxycholesterol | Rt, MS"
one®*® 24S,25-epoxide
0.175 | 0.095 | C-5-ene-3p3-ol- 24S,25- Total 24S,25-
248,25-epoxide Epoxycholesterol Epoxycholesterolf
C-4-ene-3,24-dione 532.4 19.10 0.035 | 0.015 | C-5-ene-3B-0l-24- 24-Oxocholesterol Rt, MS"
one
C-4-ene-3,6-dione 532.4 21.89 0.185 | 0.020 | C-4-ene-3,6-dione® | 6-Oxocholestenone’ Autoxidation, Rt, MS"
C-4-ene-24S-ol-3-one 534.4 18.68 0.025 | 0.015 | C-5-ene-3p3,24S- 24S-Hydroxycholesterol Rt, MS"
diol
C-4-ene-7f3-ol-3-one 534.4 21.08 0.025 | 0.030 | C-5-ene-3pB,7B-diol | 7B-Hydroxycholesterol Autoxidation, Rt, MS"
C-4-ene-70-ol-3-one 534.4 21.75 0.025 | 0.025 | C-5-ene-3B,7a-diol 70-Hydroxycholesterol" Rt, MS"
C-4-ene-6B-ol-3-one 534.4 22.60 0.570 | 0.110 | C-4-ene-6pB-ol-3- 6B-hydroxycholest-4-en- | Autoxidation, Rt, MS"

one/C-38,50,63-
triol/C-3p-0l-5,6-
epoxide'

3-one/cholestane-
3B,50,6p-triol/5,6-
epoxycholesterol'




C-4-ene-24,25-diol-3-one 550.4 12.02 0.070 | 0.040 | C-5-ene-33,24,25- | 24,25- Rt, MS"
triol Dihydroxycholesterol
C-4-ene-24,27-diol-3-one 550.4 11.91 0.005 | 0.005 | C-5-ene-3[3,24,27- | 24,27- No reference, MS"
triol Dihydroxycholesterol
Aldol 552.4 22.53 0.030 | 0.020 | Aldol Aldol Ms"

C = cholestane; NM = not measured; Rt = retention time; ND = not detected; No reference = no authentic standard available
@ Data for GP derivatives from replicate analysis
*LC-MS" performed using capillary column-LC interfaced to an LCQ ion-trap mass spectrometer

°Possibly a contaminant

4 Alternatively C-4-ene-25-ol,24-OMe-3-one
¢ Methanolysis product of C-4-ene-24S,25-epoxide-3-one

"'Sum of values for C-4-ene-24S,25-epoxide-3-one and C-4-ene-24-0l,25-OMe-3-one (or C-4-ene-25-0l,24-OMe-3-one)

9 C-4-ene-3,6-dione reacts with GP reagent without oxidation by cholesterol oxidase
.h Formed enzymatically by CYP7A1 and/or by autoxidation
'C-4-ene-6p-ol-3-one can be formed from C-3p,50.,6B-triol and C-3p-ol-5,6-epoxides during the cholesterol oxidase/GP derivatisation reaction
! 3B,5B-dihydroxy-B-norcholestane-63-carboxyaldehyde (aldol) reacts with GP reagent without oxidation by cholesterol oxidase

"MS/MS or MS/MS/MS




Supplementary Table S2. Data dependent settings for analysis on the LTQ-Orbitrap

Parent—ion Neutral | Parent-ion structure Parent molecule before

mass loss oxidation/derivatisation

516.3948 79.04 C**-3-one 3-GP Desmosterol/7-Dehydrocholesterol

518.4105 79.04 C*-3-one 3-GP Cholesterol

520.4261 79.04 | C-3-one 3-GP 3B-Hydroxycholestane

532.3898 79.04 | C*-3x-dione 3-GP/ Oxocholesterol/
C*-3-one-x,y-epoxide 3-GP | Epoxycholesterol

534.4054 79.04 C*-x-ol-3-one 3-GP Hydroxycholesterol

536.4211 79.04 C-x-ol-3-one 3-GP/ Cholestanediol/
C-3-one-5,6-epoxide 3-GP | 5,6-Epoxycholesterol

546.3690 79.04 | CA**-3-one 3-GP 3B-Hydroxycholestadienoic acid

548.3847 79.04 | CA*-3-one 3-GP 3B-Hydroxycholestenoic acid

550.4003 79.04 C*-x,y-diol-3-one 3-GP Dihydroxycholesterol

552.4160 79.04 C-x,y-diol-3-one 3-GP Cholestanetriol
5,6-seco-sterol/aldol 3-GP | 3B-hydroxy-5-0x0-5,6-secocholestan-

6-al

560.3483 79.04 CA**Y-x-o0l-3-one 3-GP Dihydroxycholestatrienoic acid

562.3639 79.04 CA**-x-ol-3-one 3-GP Dihydroxycholestadienoic acid

564.3796 79.04 CA*-x-ol-3-one 3-GP Dihydroxycholestenoic acid

566.3592 79.04 C*-x,y,z-triol-3-one 3-GP Trihydroxycholesterol

568.4109 79.04 C-x,y,z-triol-3-one 3-GP Cholestanetetraol






