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Figure S1. Syn (Z) and anti (E) conformers of the GP-derivative exemplified for 24S-HC. Also shown are
3D minimised energy structures (Chem 3D Pro). MS? fragmentation results in loss of the pyridine (Py)
group with the formation of the [M-Py]* fragment ion.

Figure S2. LC-MS separation of GP-derivatised monohydroxycholesterols (HC). (A) Mass spectrometric
peaks at m/z 546.48 corresponding to the [M]* ion of [?H7]24S-HC (upper panel); the [M+1]* ion of
[2He]26-HC (lower panel); and unresolved [M]* ion of [?H7]24R-HC and the [M+1]* ion of [2He]26-HC
(central panel). The structure of the [M+1]* ion of [*He]26-HC is arbitrarily drawn with a 3C at C-21. (B)
Upper panel, TIC 534.4->455.4-> for monohydroxycholestenones in plasma. Lower panel TICs
541.5->462.4 for [?H;]-labelled monohydroxycholesterols.

Figure S3. MS? fragmentation of GP-derivatised monhydroxycholesterols in plasma. MS? ([M]*=>[M-
Py]*=>) spectra of (A) 24S-HC; (B) 24R-HC; (C) [2H7]24S-HC; (D) [2H7]24R-HC; (E)25-HC; (F) [?Hs]25-HC;
(G) (25R)26-HC; (H) [2Hs](25R)26-HC; (1) [2H7]22R-HC; (J) 22S-HC; (K) [2H7]22S-HC. The formation of key
fragment ions is illustrated in Figure S4A-D.

Figure S4. Key fragmentation routes in the MS" spectra of GP-derivatised oxysterols. Mechanisms of
side-chain cleavage are indicated by purple arrows. (A) 24R/S-HC and [*Hs]24R/S-HC; (B) 25-HC and
[2Hs])25-HC; (C) (25R)26-HC and [2Hs](25R)26-HC; (D) 22R/S-HC and [2H7]22R/S-HC; (E) 7-HC and [2H]7-
HC; (F) 6B-HC and [*H7]6B-HC; (G) 7-OC and [*H]7-0C; (H) 12a-HC; (1) 7a,25-diHC and [*He]7a,25-diHC;
(J) 7a,(25R/S)26-diHC and [*He]70,(25R/S)26-diHC; (K) 7a,12a-diHC; (L) 3B,7-diHCA(25R/S) and
[2H3)3B,7-diHCA(25R/S); (M) 25-Ds and [2Hs]25-Ds; (N) 3BH-A%-BA and 3B,7-diH-A%-BA; (O) 3B-HCA; (P)
3B,7a,24-triHCA; (Q) 3B,70,25-triHCA; (R) 3B,7a,120-triHCA; (S) 3B,25-diHCA; (T) 3B,27-diHCA; (U)
3B,22,25-triHC-240; (V) 3B,22-diHC-240.

Figure S5. MS® fragmentation of GP-derivatised monohydroxycholesterols  and
monohydroxycholestenones in plasma. MS? ([M]*=>[M-Py]*=>) spectra of (A) 7B-HC; (B) [®H;]7B-HC;
(C) 7a-HC; (D) [2H7]70-HC; (E) 6B-HC (5a,6B-diHC-18), generated from the acid catalysed dehydration
of 5a,6B-diHC; (F) [2H]6B-HC ([*H7]50,6B-18) generated from the acid catalysed dehydration of
[2H7]50,6B-diHC; (G) 7-OC; (H) [*H7]7-0C; (1) 7a-HCO; (J) [*H7]7a-HCO; (K) 12a-HC (no authentic
standard). The formation of key fragment ions is illustrated in Figure S4E-H.

Figure S6. LC-MS separation of GP-derivatised dihydroxycholesterols, dihydroxycholestenones
(diHCO), dihydroxycholestenoic (diHCA) and hydroxyoxocholestenoic (H,0-CA) acids. (A) RIC for the
[M]* ions of (upper panel) 7a,25-diHC + 7a,25-diHCO and 7a,(25R/S)26-diHC + 7a,(25R/S)26-diHCO
(555.4317 + 5 ppm) found in plasma and (lower panel) [2Hs]7a,25-diHC and [*He]7a,(25R/S)26-diHC
(561.4694 + 5 ppm) over a 37 min gradient. (B) RIC of the [M]" ions of dihydroxycholestenones
(550.4003 £ 5 ppm) found in plasma. Upper panel 37 min gradient, lower panel 17 min gradient. (C)
RIC for the [M]" ions of (upper panel) 7aH,30-CA(25R/S) (564.3796 + 5 ppm) found in plasma and
(lower panel) [2Hs]7aH,30-CA(25R/S) (567.3984 + 5 ppm) over a 37 min gradient. (D) RIC for the [M]*
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ions of (upper panel) 7aH,30-CA(25R/S) + 3B,7a-diHCA(25R/S) (569.4110 + 5 ppm) found in plasma
and (lower panel) [Hs]7aH,30-CA(25R/S) (572.4298 + 5 ppm) over a 37 min gradient. Coloured dashed
lines indicate the coincidence of oxysterols between chromatograms.

Figure S7. MS® fragmentation of GP-derivatised dihydroxycholesterols (diHC) and
dihydroxycholestenones (diHCO) in plasma. MS? ([M]*=>[M-Py]*=>) spectra of (A) 7a,25-diHC + 7, 25-
diHCO; (B) [?Hs]7a,25-diHC; (C) 7a,(25S5)26-diHC + 7a,(25S)26-diHCO; (D) [?Hs]70a,(255)26-diHC; (E)
70,(25R)26-diHC + 7aH,(25R)26-diHCO; (F) [Hs]7a,(25R)26-diHC; (G) 7a,25-diHCO; (H) 7a,(25R)26-
diHCO; (1) 7a,12a-diHC. The formation of key fragment ions is illustrated in Figure S41 — S4K.

Figure S8. MS® fragmentation of GP-derivatised dihydroxycholestenoic (diHCA) and
hydroxyoxocholestenoic (H,0-CA) acids in plasma. MS* ([M]*=>[M-Py]*=>) spectra of (A) 3B,7B-
diHCA(25R); (B) 3B,7a-diHCA(25S) + 7aH,30-CA(25S); (C) [2Hs]3B,7a-diHCA(25S); (D) 3B,7a-
diHCA(25R) + 7aH,30-CA(25R); (E) [2H3]3B,7a-diHCA(25R); (F) 7aH,30-CA(25S); (G) 7aH,30-CA(25R);
(H) [?Hs]7aH,30-CA(25R). The formation of key fragment ions is illustrated in Figure S4L.

Figure S9. LC-MS(MS3) of cholesterol and other lipophilic sterols in plasma. (A) RIC for the [M]* ions of
cholesterol (upper panel, 523.4419 + 5 ppm), [?H7]cholesterol (central panel, 530.4858 + 5 ppm) and
isomers of cholestadien-3B-ol (lower panel 521.4262 + 5 ppm). MS? ([M]*=>[M-Py]*->) spectra of (B)
cholesterol, (C) [H7]cholesterol, (D) desmosterol (24-DHC) and (E) 8(9)-dehydrocholesterol (8-DHC).
The formation of key fragment ions is illustrated in (F — H).

Figure S10. LC-MS separation of GP-derivatised 25-hydroxyvitanin Dz and sterol-acids in plasma. (A)
RIC for the [M]* ions of 25-Ds (537.4211 + 5 ppm, upper panel) and [?Hs]25-Ds (543.4588 + 5 ppm,
lower panel); (B) 3BH-A-BA (511.3691 + 5 ppm); (C) 3B,7B-diH-A-BA and 3a,7a-diH-A-BA + 7aH,30-
A*-BA (527.3640 + 5 ppm, upper panel); 7aH,30-A*BA (522.3326 + 5 ppm, lower panel,); (D) 3B-HCA
+ 30-CA (553.4161 £ 5 ppm, upper panel,); 30-CA (548.3847 + 5 ppm, lower panel); (E - H) 3B,7a,24-
triHCA + 70a,24-diH,30-CA, 3pB,7a,25-triHCA + 7a,25-diH,30-CA and 3B,7a,12a-triHCA + 7a,12a-
diH,30-CA (585.4059 + 5 ppm, upper panels); (E) Lower panel, 7a,24-diH,30-CA, 7a,25-diH,30-CA and
70,12a-diH,30-CA (580.3739 = 5 ppm); (F — H) Lower panels show MRM chromatograms targeting (F)
3B,70,24-triHCA + 7a,24-diH,30-CA; (G) 3B,70,25-triHCA + 7a,25-diH,30-CA; (H) 3B,7a,12a-triHCA
and 7a,12a-diH,30-CA. Authentic standards are not available for 3B,7a,12a-triHCA and 7a,12a-
diH,30-CA. Coloured dashed lines indicate the coincidence of oxysterols between chromatograms.
MS? spectra are presented in Figures S11 & S12.

Figure S11. MS?fragmentation of GP-derivatised 25-hydroxyvitamin Dz and sterol acids in plasma. MS?
([M]*=>[M-Py-H,0]*->) spectra of (A) 25-Ds; and (B) [2He]25-Ds. MS? ([M]*=>[M-Py]*->) spectra of (C)
3BH-A%-BA; (D) 3B,7B-diH-A%-BA; (E) 3B,7a-diH-AS-BA + 7aH,30-A%BA; (F) 7aH,30-A%BA; (G) 3B-HCA
+ 30-CA; (H) 30-CA. The formation of key fragment ions is illustrated in Figure S4M-O.

Figure $12. MS3fragmentation of GP-derivatised of trihydroxycholestenoic (triHCA) and dihydroxy-3-
oxocholestenoic acids (diH,30-CA) in plasma. MS? ([M]*=>[M-Py]*=>) spectra of (A) 3B,70,24-triHCA +
70,24-diH,30-CA; (B) 3B,7a,25-triHCA + 7a,25-diH,30-CA; (C) 3B,7a,12a-triHCA + 7a,12a-diH,30-CA
(no authentic standard). The formation of key fragment ions is illustrated in Figure S4P-R.

Figure S13. MS? fragmentation of GP-derivatised oxysterols in plasma. MS? spectra of the postulated
structures (A) 3B,25-diHCA or 3B,25,x-trihydroxycholest-5-en-y-one (no authentic standards available);
(B) 3B,27-diHCA or 3pB,27,x-trihydroxycholest-5-en-y-one (no authentic standards available); (C) 33,x-
diHCA or 3B,x,y-trihydroxycholest-5-en-z-one (no authentic standards available); (D) 3B,22,25-
trihydroxycholest-5-en-24-one or 3B,x-diHCA (no authentic standard); (E) 3B,22-dihydroxycholest-5-
en-24-one or 3f,20-dihydroxycholest-5-en-22-one (no authentic standard); (F) 7a,x-diH,30-CA (no



authentic standard). The more likely structures are given in italics. The formation of key fragment
ions is illustrated in Figure S4S-V.

Figure S14. MS3 fragmentation of GP-derivatised of trihydroxycholestenoic (triHCA) and dihydroxy-3-
oxocholestenoic acids (diH,30-CA) in CSF. MS? ([M]*=>[M-Py]*=>) spectra of (A) 3B,7a,24-triHCA +
70,24-diH,30-CA; (B) 3B,7a,25-triHCA + 7a,25-diH,30-CA; (C) 3B,7a,12a-triHCA + 7a,120-diH,30-CA
(no authentic standard) and (D) 3B,7a,x-triHCA + 7a,x-diH,30-CA. The formation of key fragment
ions is illustrated in Figure S4P-R.

Table S1. Systematic and common names of sterols including oxysterols and sterol-acids identified
or partially identified in the current study. Supplier of reference standards are indicated when
available.

Table S2. Figures of merits when varying amount of OxysterolSPLASH at a plasma volume of 100 pL.

Table S3. Figures of merit revealed by standards additions to (A) 100 pL of plasma using 50 pL
of OxysterolSPLASH and (B) 100 pL CSF using 20 pL of OxysterolSPLASH.

Table S4. Diagnostic fragment ions and simple rules for structure determination of GP-
derivatised sterols.
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Flowchart 2. Different protocols for single-phase liquid extraction.
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Flowchart 3

Record high resolution accurate mass spectra via LC-MS

Generate RICs for potential oxysterols, cholestenoic and
cholenoic acids

Record MS?3 spectra on candidate sterols

Postulate structures from retention time data, accurate mass
measurement and MS3 spectra

Identify structures where possible against reference
standards or library thereof

Where standards not available postulate structures to reveal
a “presumptive” identification

Perform absolute quantification, where possible, on
identified structures against exact isotope labelled surrogates

If absolute quantification not possible perform semi-
guantification against isotope labelled structural analogue

In the absence of authentic standard perform approximate
guantification against isotope labelled structural analogue

Flowchart showing sterol identification and
qguantification routine
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Figure S4B
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Figure S4C
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Figure S4E
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Figure S4F
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Figure S4G
,,, “n,
ms?
—_—
HO SN HO ©
x @ NH Chemical Formula: Co7Hq*
| N/\[f Exact Mass: 365.3203
— o
Chemical Formula: C34Hs5oN30,* Chemical Formula: CogH47N20,"
Exact Mass: 534.4054 Exact Mass: 455.3632 .
SN
|
NH
Chemical Formula: CoHyqNy*
Exact Mass: 357.3264
’,, D _CD
. CI:/ 3
CD;
SN
|
NH
Chemical Formula: Cy4H34,D7Ny*
Exact Mass: 364.3704
‘s, 8/CD3 ‘u, ‘u,, B/CD3
|
CD3 CD3
Ms?
EEEEE——
HO ~ N HO NN
|
X @ NH NH Chemical Formula: Co7H34D7*
| N/\[( Exact Mass: 372.3642
= o o]

Chemical Formula: Ca4Hs5D7N305" Chemical Formula: CygH40D7N,0,"

Exact Mass: 541.4493 Exact Mass: 462.4071



S4H

Figure S4H
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Figure S41
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w,
/”/,,
INES “"OH P >
| o 2 'T‘ N=
HN\[ﬁN/C\\CD HN I
i : * HN
o ol _¢to 4 ChemEm' f‘;m“'_a"‘:;g;“;g' 202 Chemical Formula: CaoHggN,0*
g xact Mass: 453 5 Exact Mass: 435.3370
Chemical Formula: Cq4H47DsN303* Chemical Formula: CagHq7N203"
Exact Mass: 555.4317 Exact Mass: 471.3581 ‘,
ms3 ms3 —_—— >
“10H
Chemical Formula: CogHy7N205*
Exact Mass: 443.3632 Chemical Formula: CogHssN,0*
Exact Mass: 425.3526
/,,/u
N~
|
HN
o) *by-12 - .
Chemical Formula: CgHq4N,0O* Chemical Formula: CgH14N20," NG
Exact Mass: 151.0866 Exact Mass: 179.0815
Chemical Formula: CpgHy3N,* Chemical Formula: CpgHgoN*

Exact Mass: 407.3421 Exact Mass: 392.3312



S4L

Figure S4L

~c”
D

Chemical Formula: C34Hs5D5N304* Chemical Formula: CogHzsN204*
Exact Mass: 569.4110 Exact Mass: 485.3374

mMs? M\
N ‘@
|
HN *cp-H,0+2H
o

Chemical Formula: C14H19N,O*
Exact Mass: 231.1492

HN

o ‘b2 o) .

Chemical Formula: CgH411N,0,

Chemical Formula: CgHy{N,0O* Exact Mass: 179.0815
Exact Mass: 151.0866

Chemical Formula: C4H4,DgN30,4*
Exact Mass: 572.4298

Chemical Formula: CogHyoD3N,04"
Exact Mass: 488.3562

ms3

o
Chemical Formula: CogHy3N,03"

Exact Mass: 467.3268

7,

o
Chemical Formula: CogHy3N,05"

Exact Mass: 439.3319

Chemical Formula: CpgHzqD3N,05"
Exact Mass: 442.3507

Chemical Formula: CpgH4oD3N,05"
Exact Mass: 470.3456

18

Chemical Formula: CogHyqN,O*
Exact Mass: 421.3213

2,

OH

Chemical Formula: CogHyoNOy*
Exact Mass: 424.3210

Chemical Formula: CpgH3gD3NO,*
Exact Mass: 427.3398

18

Chemical Formula: CogH3gD3N,O*
Exact Mass: 424.3402



S4M

Figure S4M
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MS3: 534>455->
9.69 min (17 min gradient)

7a-HCO

151.0

179.1

175.1} 188.2 203.1 217.1

Chemical Formula: C34H5,N305*
Exact Mass: 534.4054

231.1

247.2 268.0 3254

T:9.69 AV:1 NL:9.01E3
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S5J

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 02:23:26
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_Frl1A=GPd5_F T:9.65 AV: 1 NL: 6.05E3
F: ITMS + ¢ ESI Full ms3 541.45@cid30.00 462.41@cid35.00 [125.00-55
444.4

H
o
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©
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CD;

-

MS3: 541>462->
9.65 min (17 min gradient)
[°H;]7a-HCO
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~
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~
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a

Chemical Formula: C34H45D7N30,"
Exact Mass: 541.4493
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S5K

EY_191014 100uL-NIST-QC_100uL-OxySpla...

10/15/19 02:23:26

100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E

F: ITMS + ¢ ESI Full ms3 539.44@cid30.00 455.36@cid35.00 [125.00-550.(

100

B R NN W WD AN O OO O N N ©® O © ©
o (¢, o (¢ o 3] o o o ol o al o (6] o a o al
N I I N N N e N T AN A N R R RN A

(6]

MS3: 539>455->
8.48 min (17 min gradient)

12a-HC

131.2

163.1

1511

Chemical Formula: Ca4H47D5N305*
Exact Mass: 539.4368

255.2

1771 284.3

213.2
276.0

8.48 AV:1 NL: 5.96E1

409.3
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S6A

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLAS

10/15/19 02:44:12
1g Chol-D7(certified)

RT: 0.00
100

7a,(2

7a,(25S)26-diHCO

-37.01

S)26-HC +

,25-diHC +

,25-diHC(f

6.15

H
NL: 3.39E4

m/z= 555.4289-555.4345 F: FTMS +
p ESI Full ms [400.00-610.00] MS
EY_191014_100uL-NIST-QC_100uL-
OxySplash_rep20of5_FrlA=GPd5_Frl1
B=GPd0_s2_03

RIC: 555.4317

1+ 70,(25R)26-diHC +
7a,(25R)26-diHCO

70,25-diHC + w08 s i,
70,25'd|HCO o Dﬁl?l\c//éD o} Dc\g//cD
B

Chemical Formula: C34H47D5N305"
Exact Mass: 555.4317

-diHCO

32.22
32.78 34,36

Chemical Formula: C34H,47D5N305*
Exact Mass: 555.4317

12.31

|
1087 I NL: 6.79E3
] L m/z= 561.4666-561.4722 F: FTMS +
90 o p ESI Full ms [400.00-610.00] MS
E I EY_191014_100uL-NIST-QC_100uL-
e | OxySplash_rep20f5_FrlA=GPd5_Frl
3 [ B=GPd0_s2_03
e 5.91 I
E I RIC: 561.4694
607 I
3 | |
50 I
3 I
40 | 32.03
305 571 891 | | Chemical Formula: Ca4H41D11N303* Chemical Formula: CagHsqD11N4O5*
] 6.02 l11bs Exact Mass: 561.4694 Exact Mass: 561.4694
= 5.65 O
20
= 3.62 12.19 26.55
107 4.39 | /\ 12.25 lTO 2539
0 I ” T \A T T T T T T ] T T T T T T T
0 5 10 15 20 25 30 35

Time (min)



S6B

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPL,

RT: 0.00 - 37.01
100

90
80

7a,(256S)26-diHCO

,25-diHCC3

6.15

101 <701, (25R)26-diHCO
70,25-diHCO
7a,(25R)26-diHCO

10/15/19 02:44:12
20ug Chol-D7(certified)

NL: 2.77E4

" m/z= 550.3975-550.4031 F: FTMS +
p ESI Full ms [400.00-610.00] MS
EY_191014_100uL-NIST-QC_100uL-
OxySplash_rep20f5_FrlA=GPd5_Frl
B=GPd0_s2_03

RIC: 550.4003

/,

¢} 7
12.40 Chemical Formula: C34H5,N305*
v 1219 Chemical Formula: Ca4Hs,N;05*  Exact Mass: 550.4003
v 1907 912 Exact Mass: 550.4003 3154
220 ,9, 30 12.64 20.8 2152 31.98
G f\ | 1391 1677 2067 )\ 777 2436 2081 3072
O M‘*\ Iy f [ B B R B R — I ”\ .\ T [ —
0 5 10 15 20 25 30 35
Time (min)
RT: 0.00 - 17.00

100 5.65 NL: 3.82E4

g m/z= 550.3975-550.4031 F: FTMS +
90 p ESI Full ms [400.00-610.00] MS

e EY_191014_100uL-NIST-QC_100uL-
80 OxySplash_rep20f5_FrlA=GPd5_Frl

3 B=GPd0_s2_04
704
60- RIC: 550.4003
50

E 6.55
40
30 Chemical Formula: CasHspN05" 204 ChemEical mmu@;sscgﬂséglsm
20; Exact Mass: 550.4003 xact Mass: 999-

] 5.98 8.42 9.88
104

E 4.04 A 859 15.23

I}
L0 e L e e B B B B O B B BB B
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S6C

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLAS

RT: 0.00 - 37.01
100

90

80

70

60

50

7aH,80-CA(25S) |

10/15/19 02:44:12
1g Chol-D7(certified)

s «<—7aH,30-CA(25R)

7aH,30-CA(25S)

NL: 2.51E5

o m/z= 564.3768-564.3824 F: FTMS +
p ESI Full ms [400.00-610.00] MS
EY_191014_100uL-NIST-QC_100uL-
OxySplash_rep20of5_FrlA=GPd5_Frl
B=GPd0_s2_03

RIC: 564.3796

¢ 10.41 Chemical Formula: C34HsoN30,4"
6.38 Exact Mass: 564.3796
| 9.39 |1
0 214 450 IV, A 12.88 14.80 17.09 20.07 21.66 2421 27.48 29.18 3059  33.47
100 6.52) I I NL: 1.23E5
= 6.93 | | m/z= 567.3956-567.4012 F: FTMS +
90 I p ESI Full ms [400.00-610.00] MS
= L o EY_191014_100uL-NIST-QC_100uL-
801 L OxySplash_rep20f5_Fr1A=GPd5_Frl
= | OH B=GPd0_s2_03
= I |
70— CDs .
: u RIC: 567.3984
60 o
= Iy
3 L N7 “1oH
] | {
404 | HN ®
| N7
- L T
30— 9.24 11032 © %
20; Chemical Formula: C54H,7D3N3504*
a Exact Mass: 567.3984
104 9.02
41.79 245 4.39 16.16
3 15.84 16.83 19,87 31.05
0 \ MA\M\A’L\N i [ — = el L e e T [ B B T
0 5 10 20 25 30 35
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SeD

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLAS

10/15/19 02:44:12
1g Chol-D7(certified)

w0y *%-3B,70-diIHCA(25R) + 7aH,30-CA(25R)
3B,7q-diHCA(25S)
+ 7ail,30-CA(25S)

3B, 702tiHCA(25S)
+ 7aH30-CA(25S)
) v

0

30 214 6.38

20

Chemical Formula: C34Hy5DsN30,*

10 Exact Mass: 569.4110

13.61 16.19 18.22 28.87

NL: 3.58E5

m/z= 569.4082-569.4138 F: FTMS +
p ESI Full ms [400.00-610.00] MS
EY_191014_100uL-NIST-QC_100uL-
OxySplash_rep20of5_FrlA=GPd5_Frl1
B=GPd0_s2_03

RIC: 569.4110
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Chemical Formula: Ca4H4oDgN304*
9.02 Exact Mass: 572.4298

iy
o

1.79 242

NL: 1.28E5

m/z=572.4269-572.4327 F: FTMS +
p ESI Full ms [400.00-610.00] MS
EY_191014_100uL-NIST-QC_100uL-
OxySplash_rep20of5_FrlA=GPd5_Frl
B=GPd0_s2_03

RIC: 572.4298

3.09 8.85
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o
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S7TA

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

10/15/19 03:26:25

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 555.43@cid30.00 471.36@cid35.00 [125.00-560.(
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(6]

MS3: 5552471->

5.03 min (17 min gradient)

70,25-diHC + 7a,25-diHCO

151.0 163.1

191.9 199.3 223.2 231.2 251.3 260.2

280.3 296.2

5.03 AV:1 NL: 2.77E3
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N7~
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D

Chemical Formula: C34H47D5N305"
Exact Mass: 555.4317

81.4
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S7B

EY_191014 100uL-NIST-QC_100uL-OxySpla...

10/15/19 03:26:25

100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 561.47@cid30.00 477.40@cid35.00 [130.00-570.(

100

MS3: 5612477

© ©
o o

(o]
(&)1

[2H ] 7a,25-diHC

o O N N
o o0 o o o

[¢)]
a1

B R NN W W D NG
o (¢, o (¢ o 3] o o o
N I I N N N e N T AN A N R R RN A

(6]

137.0 15‘1-1 1652 184.2

232.3 2453 2603

4.97 min (17 min gradient)

271.3

297.3
1

497 AV:1 NL: 1.29E3

“OH

N~
| D
@®
HNj(\rTll/C\\(I:D
o DC\8¢CD

Chemical Formula: C34H44D14N303"
Exact Mass: 561.4694

398.4
313.3 323.2 3684 3873 |
L
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S7C

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

10/15/19 03:26:25

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 555.43@cid30.00 471.36@cid35.00 [125.00-560.(
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(6]

MS3: 5552471->

5.43 min (17 min gradient)
70,(255)26-diHC + 7a,(25S)26-diHCO

1511

231.3

255.2

277.2

303.5

543 AV:1 NL: 5.27E2

OH

NS “OH

D
@

HNm/\'le,c\\?D

0 DC CD
B

Chemical Formula: C34H,47D5N305*
Exact Mass: 555.4317
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S7D

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 03:26:25
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E 5.39 AV: 1 NL: 3.99E2
F: ITMS + ¢ ESI Full ms3 561.47@cid30.00 477.40@cid35.00 [130.00-570.(

100 459.4

MS3: 5612477 %,
5.39 min (17 min gradient) co;
[°Hg] 70,(25S)26-diHC

95
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80
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70

65

Chemical Formula: C34H44D14N303"
Exact Mass: 561.4694 449.4

60
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416.4
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10 2313 2972 '

186.1 3214 4055 |417.2
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ST7E

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 03:26:25
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E 5.64 AV: 1 NL: 3.64E3
F: ITMS + ¢ ESI Full ms3 555.43@cid30.00 471.36@cid35.00 [125.00-560.(

100 453.4

MS3: 555>471->
5.64 min (17 min gradient)
70,(25R)26-diHC + 7a,(25R)26-diHCO

N © 0 © O
o o o o O
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Chemical Formula: C34H47D5N305"
Exact Mass: 555.4317
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S7F

EY_191014 100uL-NIST-QC_100uL-OxySpla...

10/15/19 03:26:25

100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E

559 AV:1 NL:4

F: ITMS + ¢ ESI Full ms3 561.47@cid30.00 477.40@cid35.00 [130.00-570.(
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185.0

(6]

149.0 157.2

MS3: 5612>477>
5.59 min (17 min gradient)

-diHC

231.1

209.2 227.1233.4

Chemical Formula: C34H44D14N303"
Exact Mass: 561.4694
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S7G

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep2o0f5_Frl1A=GPd5_FriB=GPd0_s2_04 #1078 RT: 5.06 AV: 1 NL: 2.88E3
F: ITMS + ¢ ESI Full ms3 550.40@cid30.00 471.36@cid35.00 [125.00-56

100 453.3

MS3: 550>471->
5.06 min (17 min gradient)
7a,25-diHCO

(]
(&

(o]
o

[ee]
()]

o]
o

~
(&3]

~
o

2]
a1

Chemical Formula: C34Hs,N305"
Exact Mass: 550.4003

2]
o

[4)]
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= N N w w B iy a1
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S7H

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_Frl1A=GPd5_FriB=GPd0_s2_04 #1202 RT: 5.63 AV: 1 NL: 3.56E3

F: ITMS + ¢ ESI Full ms3 550.40@cid30.00 471.36@cid35.00 [125.00-56

100
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el e b e e e e v v v v B B B B v B Pevnn Prvnn e
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MS3: 550>471->

5.63 min (17 min gradient)

70,(25R)26-diHCO

151.1

144.1

163.1

179.1 1882

209.2

231.1

229.2

243.1 2533 »

65.5 2

Chemical Formula: C34H5,N305*
Exact Mass: 550.4003

82‘2 29‘7.2
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STl

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 03:26:25
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 555.43@cid30.00 471.36@cid35.00 [125.00-560.(

s MS3: 5555471
“2 8.41 min (17 min gradient)
7a,12a-diHC + 7a,12a-diHCO

(o]
(&)1

N W W A DN O OO O N N ®
(¢ o 3] o o o ol o al o (6] o
N N I N N T N AN e R AN

N
(=)

1511
209.4

=
(&)]

=
o

195.2
186.3 252.0

| 1613 175. 225.1 245'3‘ 266.3 H H

(6]

150.1

8.41 AV:1 NL: 2.53E2

Chemical Formula: C34H,7D5N305*
Exact Mass: 555.4317
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S8A

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug
EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 569.41@cid30.00 485.34@cid35.00 [130.00-575.(

100

MS3: 569->485->
3.29 min (17 min gradient)
3B,7B-diHCA(25R)

D O N N O o O ©
o o0 o o o o o u

[¢)]
a1

N N W W Db
o o o aa o O

151.0

=
(&)]

=
o

10/15/19 03:47:11

.29 AV: 1 NL:1.23E3

467.3

0]

M

R\ OH

ITI - OH
Ty
O DC, 2CD

D

457.4

Chemical Formula: C34H45D5N30,4"
Exact Mass: 569.4110

439.5

449.4
421.4

424.4

(6]

Ul
o
N I I N N N e N T AN A N R R RN A

163.1

145 1 195.1

215.1 223.3
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S8B

EY_191014 100uL-NIST-QC_100uL-OxySpla...

100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

10/15/19 03:47:11

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 569.41@cid30.00 485.34@cid35.00 [130.00-575.(

100

B R NN W WD AN O OO O N N ©® O © ©
o (¢, o (¢ o 3] o o o ol o al o (6] o a o al
N I I N N N e N T AN A N R R RN A

(6]

MS3: 569->485->

5.13 min (17 min gradient)

3B,7a-diHCA(25S) + 7aH,30-CA(25S)

151.0

145.2

163.2 1791 188.2

231.2
233.2 9511

225.1

277.4
] Loyl

297.3

323.3 33
L

513 AV:1 NL: 7.92E3

Chemical Formula: Ca4H45D5N304"
Exact Mass: 569.4110

9.2 355.3
L]

385.3
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449.3

439.4

467.3
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S8C

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 03:47:11
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E 5.11 AV: 1 NL: 9.87E3
F: ITMS + ¢ ESI Full ms3 572.43@cid30.00 488.36@cid35.00 [130.00-580.(

100 470.3

MS3: 572->488->
5.11 min (17 min gradient)
[°H;]3B,7a-diHCA(25S)

N © 0 © O
o o o o O

~
o

[o2)
[&]

Chemical Formula: Ca4H4,DgN304*
Exact Mass: 572.4298

(o))
o

[¢)]
a1

460.3

B N (&)
o o o
N I I N N N e N T AN A N R R RN A

w W
o o

4273 4523

NN
[N

424.3

=
(&)]

442.3

=
o

151.0 470.9
2311 381.3 3983 4163

(6]

1611 1791 203.1

L1 L ! \\211'1 ! 25?\'2 2662 2803 306.3 3\2?"3 339.3 35?'4 ‘ \‘\ ‘ I ‘ Ll I 4716
Lol ot by | L L L] Lol Dl ] In L 1l . L Ly 1 L L | . Ly L IAEIN LLaliy 1l L L
L s e e e et et s e s sty e L N B B B ]
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S8D

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 03:47:11
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E 5.36 AV: 1 NL: 3.45E4
F: ITMS + ¢ ESI Full ms3 569.41@cid30.00 485.34@cid35.00 [130.00-575.(

100 467.3

MS3: 569->485->
5.36 min (17 min gradient)
3B,7a-diHCA(25R) + 7aH,30-CA(25R)

N © 0 © O
o o o o O

~
o

O DC, 2CD
D

[o2)
[&]

Chemical Formula: C34H45D5N30,4"
Exact Mass: 569.4110

(o))
o

[¢)]
a1

N
[¢)]

457.3

w W A Ul
o 3] o o
N I I N N N e N T AN A N R R RN A

N
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449.3
421.3

N
(=)

439.3

=
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151.0

=
o

(6]

231.1 378.3 395.3

179.1 406.3
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S8E

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

10/15/19 03:47:11

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 572.43@cid30.00 488.36@cid35.00 [130.00-580.(

100

B R NN W WD AN O OO O N N ©® O © ©
o (¢, o (¢ o 3] o o o ol o al o (6] o a o al
N I I N N N e N T AN A N R R RN A

(6]

MS3: 572->488->

5.30 min (17 min gradient)
[°H;]3B,7a-diHCA(25R)

151.0

179.1
163.2

203.2

230

231.2

“OH

D

N~
|
®
HNT(\N/C\\CD
I |
(0] DC\C//CD
D
Chemical Formula

Exact Mass

253.3 266.3 2803  311.3 3233

530 AV:1 NL: 1.20E4

: C34H42DgN304"
1 572.4298

424.4
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381.4 3984 416.4

452.4
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471.2
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S8F

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 03:47:11
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E 5.12 AV: 1 NL: 4.86E3
F: ITMS + ¢ ESI Full ms3 564.38@cid30.00 485.34@cid35.00 [130.00-575.(

100 467.4

MS3: 564>485->
5.12 min (17 min gradient)
7aH,30-CA(25S)

N © 0 © O
o o o o O

~
o

[o2)
[&]

Chemical Formula: C34H5oN304"
Exact Mass: 564.3796

(o))
o
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a1

N
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N
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o
N I I N N N e N T AN A N R R RN A
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449.3
424.4

=
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=
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| | i L L L L
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T [ |
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S8G

EY_191014 100uL-NIST-QC_100uL-OxySpla...

100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

10/15/19 03:47:11

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 564.38@cid30.00 485.34@cid35.00 [130.00-575.(

100

B R NN W WD AN O OO O N N ©® O © ©
o (¢, o (¢ o 3] o o o ol o al o (6] o a o al
N I I N N N e N T AN A N R R RN A

(6]

MS3: 564->485->

5.35 min (17 min gradient)

7aH,30-CA(25R)

151.1

145.1

231.1
179.1
171.1 188.2

223.1|2332 3512

535 AV:1 NL: 2.29E4

467.3

281.2 2973

Chemical Formula: C34H50N304"
Exact Mass: 564.3796

317.2 3253

457.3

449.3
421.3

424.3
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355.2 377.3 | 393.4
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S8H

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 03:47:11
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug
EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 567.40@cid30.00 488.36@cid35.00 [130.00-580.(

100

MS3: 567->488->
5.30 min (17 min gradient)
[°H;] 7aH,30-CA(25R)

D O N N O o O ©
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BN N W W DA DN oG
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N I I N N N e N T AN A N R R RN A
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o

151.0
231.1

179.1
1442 | 157.1 188.2 226.2 | 238.2 2532  280.2

(6]

530 AV:1 NL: 1.21E4

Chemical Formula: C34H47D3N30,4*
Exact Mass: 567.3984

424.4

442.4

398.3
381.3 416.3

470.4

460.3

452.4

o
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S9A

EY_200610_[190628_NIST-QC_OxySplash_+...

06/10/20 17:30:32

100uL NIST (2018) + 100uL splash + 20ng 22S-HCO-D7 + 20ug Chol-d

NL: 3.83E7

m/z=523.4393-523.4445 F: FTMS + p

ESI Full ms [400.00-610.00] MS

EY_200610_[190628_NIST-

QC_OxySplash_+22S-HCO-d7_+

Chol-

d7_Fr3A=GPd5_Fr3B=GPd0_1in100_s3]
01

NL: 1.94E7

m/z=530.4831-530.4885 F: FTMS + p

ESI Full ms [400.00-610.00] MS

EY_200610_[190628_NIST-

QC_OxySplash_+22S-HCO-d7_+

Chol-

d7_Fr3A=GPd5_Fr3B=GPd0_1in100_s3]
01

NL: 3.43E4

m/z=521.4236-521.4288 F: FTMS + p

ESI Full ms [400.00-610.00] MS

EY_200610_[190628_NIST-

QC_OxySplash_+22S-HCO-d7_+

Chol-

d7_Fr3A=GPd5_Fr3B=GPd0_1in100_s3]
01

RT: 0.00 - 17.02
' 11.00
" RIC: 523.4419 ~C
80{ " .
60 N7
_ Hlll @ 8
4 \[ﬁN/ o))
40+ | |
E o] DC\CD://CD I
20 |
] Chemical Formula: C34H47D5N30* |
o] Exact Mass: 523.4419 | 1149 1236 13.68 14.68 16.24
T
100 / o 10,96
— 0, Pda]
i - | ¢ « [°H-]C
« RIC: 530.4858 Lo, 7
60
405 N - Chemical Formula: Ca4HzqD12N;0*
il HN ® _C. Exact Mass: 530.4858
1 \HA% ~§P
20 o] DC\C//CD
- D
7 1141 1229 13.63 1457 16.18
0
100 10.78
o RIC: 521.4262
60
] _ , . 10.54
| N Chemical Formula: C34H45D5N30 NZ Chemical F la: CosHaDNAG"
40— Hlll @ 8 Exact Mass: 521.4262 | D emical Formuia: CaqFas05N3
7 W(\N/ cp HN @ _C. Exact Mass: 521.4262
B o) D(I:I (l;D jw/\'?ll \(I;D
20+ N~
N 8 11.00° DC\C//CD
i 11.86 D
0 1
TT T T [ T T T T [T T T T [T T T T[T T T T[T T T T [ T T T T [T T T T[T T T T[T T T T [T T T T[T T T T[T T T T [T T T T [ I T T T[T TTT[TTTT]
0 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17

Time (min)



S9B

EY_200610_[190628_NIST-QC_OxySplash_+...

100uL NIST (2018) + 100uL splash + 20ng 22S-HCO-D7 + 20ug Chol-d7

EY_200610_[190628_NIST-QC_OxySplash_+22S-HCO-d7_+Chol-d7_Fr
F: ITMS + ¢ ESI Full ms3 523.44@cid30.00 439.37@cid35.00 [120.00-53

MS3: 523->439>
11.01 min (17 min gradient)
C

N
B R, NN W OW A N OO OO O N N O O © © O
o (¢, o (¢ o 3] o a o ol o al o al o @] o al o
T e I T N e A N T A N A RN AR RN |

(6]
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1011 2051 2312 2452 2553

06/10/20 17:30:32

Chemical Formula: C34H47D5N30*
Exact Mass: 523.4419

285.3

00_s3]_01 #2379 RT: 11.01 AV: 1 NL
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S9oC

EY_200610_[190628_NIST-QC_OxySplash_+...
100uL NIST (2018) + 100uL splash + 20ng 22S-HCO-D7 + 20ug Chol-d7

EY_200610_[190628_NIST-QC_OxySplash_+22S-HCO-d7_+Chol-d7_Fr
F: ITMS + ¢ ESI Full ms3 530.49@cid30.00 446.41@cid35.00 [120.00-53

MS3: 5302>446->
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(6]

137.0
1852 2032 2132

10.97 min (17 min gradient)

06/10/20 17:30:32

299.3

00_s3]_01 #2368 RT: 10.97 AV: 1 NL: 1.37E6

418.4

D_CDs

7

-0

CD,

Chemical Formula: C34H40D1,N30*

Exact Mass: 530.4858

403.4
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S9D

EY_200610_[190628_NIST-QC_OxySplash_+... 06/10/20 17:50:25
100uL NIST (2018) + 100uL splash + 20ng 22S-HCO-D7 + 20ug Chol-d7 (c¢

EY_200610_[190628_NIST-QC_OxySplash_+22S-HCO-d7_+Chol-d7_Fr3A s3] 02 #2232 RT: 10.36 AV: 1 NL: 1.14E3
F: ITMS + ¢ ESI Full ms3 521.43@cid30.00 437.35@cid35.00 [120.00-530.C

100 409.5

MS3: 521>437>
10.36 min (17 min gradient)
24' D H C N Chemical Formula: Ca4H45D5N30*

¢ Exact Mass: 521.4262

95
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85
80
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70 163.0 s
65
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35 151.0
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S9E

EY_200610_[190628_NIST-QC_OxySplash_+...
100uL NIST (2018) + 100uL splash + 20ng 22S-HCO-D7 + 20ug Chol-d7 (c¢

06/10/20 17:50:25

EY_200610_[190628_NIST-QC_OxySplash_+22S-HCO-d7_+Chol-d7_Fr3A
F: ITMS + ¢ ESI Full ms3 521.43@cid30.00 437.35@cid35.00 [120.00-530.C

100

B R NN W WD AN O OO O N N ©® O © ©
o (¢, o (¢ o 3] o o o ol o al o (6] o a o al
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(6]

MS3: 521>437>
10.78 min (17 min gradient)
8-DHC
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163.0

191.1 203.1

229
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.2

A

233.1
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DC.

N\

282.3 2994

|
CD

s3] 02 #2328 RT: 10.76 AV: 1 NL: 2.80E3

325.3

311.3

337.5

Chemical Formula: C34H45D5N50*
Exact Mass: 521.4262
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S9F

Chemical Formula: Co7Hys"
Exact Mass: 367.3359

N Chemical Formula: CpgHy7N,"
Exact Mass: 411.3734

O DC_ ~.CD

&
. b . Chemical Formula: CagH47N,0*
Chemical Formula: C34H47D5N30O Exact Mass: 439.3683

Exact Mass: 523.4419

Chemical Formula: CpgHssN*
Exact Mass: 396.3625

o *by-12

i D_CD.
Chemical Formula: CatyyN,0°  CneMical Formula: CoHiiN,O" - Chemical Formula: CoHiaN0* g s
Exact Mass: 163.0866

Exact Mass: 151.0866 Exact Mass: 177.1022 Dy

Ms? Ms? ms?
N
Exact Mass: 403.4064

Chemical Formula: CpgHzgD7N*

2 $/CD3 8/CD3
|
CD; CD;
ms?
e —
HN @ _C NZ
e ‘
HN
0 DC_ .CD
B o) Chemical Formula: CogH4D7No"
. " Exact Mass: 418.4173
Chemical Formula: C34H40D12N30 Chemical Formula: CgH49D7N;0*
Exact Mass: 530.4858 Exact Mass: 446.4122

D_CD,

o—0!

Ds

Chemical Formula: Cp7H36D7*
Exact Mass: 374.3799



S9G

Chemical Formula: C34H45D5N50*
Exact Mass: 521.4262

|
HN

o *b,-12
Chemical Formula: CgH{4N,O*

Chemical Formula: CgH44N,O*
Exact Mass: 163.0866

Exact Mass: 151.0866

//,/

//,/

Chemical Formula: Cy7H4q"
Exact Mass: 365.3203

AN ‘u,,,

MS3

N~ Chemical Formula: CogHysN5*
Exact Mass: 409.3577

Chemical Formula: CygH45N,0"
Exact Mass: 437.3526

Hl}l : :®
HNY
o]

Chemical Formula: C4gH43N,O*
Exact Mass: 177.1022

Chemical Formula: CygHsuN*
Exact Mass: 394.3468

*b2



S9H

Chemical Formula: C34H45D5N;0*

Exact Mass: 521.4262

o *b,-26

Chemical Formula: C;HgN,O*
Exact Mass: 137.0709

Chemical Formula: Co7Hyq*
Exact Mass: 365.3203

1, /,
. ’)

N~ Chemical Formula: CogHsN,"

Chemical Formula: CpgHssN,0* HN Exact Mass: 409.3577

Exact Mass: 437.3526

//’/

NZ Chemical Formula: CogHssN*
| Exact Mass: 394.3468
HN *cp+2H

0 N~
Chemical Formula: C4H1gN,O* HN
Exact Mass: 231.1492 .
o} e
Chemical Formula: CyqHygN,0*
Exact Mass: 325.2274



S10A

EY_191014_100uL-NIST-QC_with_2017-Pro... 10/16/19 13:46:25
100uL NIST (2018) + 2017-Protocol-iSTDs (- ng 22S-HCO-D7 + 20ug Chol-D7(certified)
RT: 0.00-17.01
100 25'D » 8.21 NL: 7.13E4
i 3 m/z=537.4185-537.4239 F: FTMS + p
= " ESI Full ms [400.00-610.00] MS
90 i R I C - 537 - 42 11 EY_191014_100uL-NIST-
805 QC_with_2017-Protocol-
] iSTDs_rep2of5_FrlA=GPd5_Fr1B=GP
] do_s7_09
70—
3 OH
60—
. D
50 DC/C\\CD
a |1 |
40 DC\(K‘)//CD/
30~ Os‘)
. HN_
20j ~
3 N 715 ¥
103 Chemical Formula: Ca4H45D5N305" AA |
7 Exact Mass: 537.4211 6.78 J\
0~ — | li wRAn NL: 3.41E5
. [8.19 2 .3
100 i | < H 6 25 D3 m/z=543.4561-543.4615 F: FTMS + p
= . ESI Full ms [400.00-610.00] MS
904 RIC: 543.4588 : EY 191014 100uL-NIST-
805 QC_with_2017-Protocol-
] | iSTDs_rep20of5_FrlA=GPd5_Fri1B=GP
3 d0_s7_09
704 :  s7_
607 :
50 I
= I
40— |
30 :
20 I
3 Chemical Formula: C34H39D11N305* 7.83/] 837
10 Exact Mass: 543.4588 6.71 0.35
] 1.04 507 6.02 ]\ ' 1153 11.65 12.15
OIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIVIIIIIIIIIIIIIIIIIIIIIIIIIIIII
0 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17

Time (min)



S10B

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 05:51:45
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 2

RT: 0.00-17.01
3.34 NL: 1.50E4
« 3[3 H 'AS' BA m/z=511.3665-511.3717 F: FTMS +

100

p ESI Full ms [400.00-610.00] MS
EY_191014_100uL-NIST-QC_100uL-
OxySplash_rep20of5_FrlA=GPd5_Frl1
B=GPd0_s2_11

i RIC: 511.3691

OH

95
90
85
80 ",
75
70

65

w)

5
HN E,Q§CD
O DC, 2CD

D

60
55

50 Chemical Formula: C31H39DsN303*

Exact Mass: 511.3691

v

30 3.78

25

20
8.69

15 1.02 ~8.75

10 13.14

412 494 608

o

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17
Time (min)

o



S10C

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLAS

RT: 0.00 -

100

90

17.00
0.37

1.64

3B, 7RediH-A%-BA

70

60

50

40

30

20

10

2.27

P

|
)
1Y ||| 318

10/15/19 04:07:57
1g Chol-D7(certified)

+«—— 3[3,7a-diH-A>-BA + 7aH,30-A%-BA

?B,7O(-diH-A5-BA + 7aH,30-A%BA

O DC_ ~-CD

\C/

D

Chemical Formula: C31H39D5N30,*

Exact Mass: 527.3640

NL: 4.95E4

m/z= 527.3614-527.3666 F: FTMS +
p ESI Full ms [400.00-610.00] MS
EY_191014_100uL-NIST-QC_100uL-
OxySplash_rep20of5_FrlA=GPd5_Frl1
B=GPd0_s2_06

RIC: 527.3640

90

N WA O O N
o o o o o o o
b e B v v Pever e P

iy
o

o

1

'ézﬁ'— 7aH,30-A%-BA

2.27

|
|
|
|
|
|
{J\‘—W]H ,30-A*-BA

7.85 9.33

Chemical Formula: C34Hz4N304"
Exact Mass: 522.3326
10.27

12.90 4314

15.36 16.44

NL: 2.67E4

m/z= 522.3300-522.3352 F: FTMS +
p ESI Full ms [400.00-610.00] MS
EY_191014_100uL-NIST-QC_100uL-
OxySplash_rep20of5_FrlA=GPd5_Frl
B=GPd0_s2_06

RIC: 522.3326

I I
\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\

0

1 5 6 7

8 9 10
Time (min)

13 14 15 16

17



S10D

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLAS

RT: 0.00 - 17.00
100

OH O

‘,,

©
(=)

o]
o

~
o

N~
PRY:
g
N~ Sxcp
\

o]
o

N
o

Ul
o
e brree e P e e Prver e P P o |

w
o

Chemical Formula: Ca4H45D5N303"
Exact Mass: 553.4161

N
o

iy
o

0.68 231

° vt 3B,x-diHC-yO

10/15/19 04:28:42
1g Chol-D7(certified)

123 «—3B-HCA

R OH

/CD
c”

\
D
Chemical Formula: Ca4H45D5N305"

Exact Mass: 553.4161

NL: 8.56E5

m/z= 553.4133-553.4189 F: FTMS +
p ESI Full ms [400.00-610.00] MS
EY_191014_100uL-NIST-QC_100uL-
OxySplash_rep20of5_FrlA=GPd5_Frl1
B=GPd0_s2_07

RIC: 553.4160

o

100

©
o

[e]
o

~
o

o]
o

N™

|
HN @
\[hN AN
O ! =

Chemical Formula: C34H5oN305"
Exact Mass: 548.3847

N
o

Ul
o
e brre e P e e B Terae P P

w
o

N
o

299 3.30 355 3.60 5.22 6.53
3.25 6.44 ©
ﬂ 3.91 5.05
|

I M /\A!\ AMM

151

iy
o

o

6.91

9.54

9.33

7.37
9.62

9.24 10.66 12.06

g.59 9:09 9.69 12.11

7.9 9.75 12.63 13.94

14.05

NL: 1.39E4

m/z= 548.3820-548.3874 F: FTMS +
p ESI Full ms [400.00-610.00] MS
EY_191014_100uL-NIST-QC_100uL-
OxySplash_rep20of5_FrlA=GPd5_Frl
B=GPd0_s2_07

RIC: 548.3847

1 2 3

o

L1 L

10 11 12 13 14

Time (min)



S10E

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLAS

10/15/19 04:28:42
1g Chol-D7(certified)

RT: 0.00 - 17.00 ] .
7ax-diH30-ca 7 3B 70,120-HCA + 7a,120-diH,30-CA
N

NL: 1.24E4
miz= 585.4030-585.4088 F: FTMS +
p ESI Full ms [400.00-610.00] MS
EY_191014 100uL-NIST-QC_100uL-

razemcay || BIooA:
7a,24-diH,30-C ’ ’

60— 2.05 5.41

50

40

1.19v 2.72

20
1 110
N M
= |

Exact Mass: 585.4059

Chemical Formula: C34H45D5N305"

xySplash_rep2of5_Fr1A=GPd5_Frl
B=GPd0_s2_07

"'RIC: 585.4059

2.02

w

|
I
|
|
|
|
|
|
|
|
|
|
|
| 96
|

2.6

|

|

|

|

|

|

|

|

|

|

|

|
- | 7
] 1.58 M 5577562 737

N
T

Chemical Formula: Ca4H50N305*
Exact Mass: 580.3745

iR
o
AN

NL: 1.08E4

m/z= 580.3716-580.3774 F: FTMS +
p ESI Full ms [400.00-610.00] MS
EY_191014_100uL-NIST-QC_100uL-
OxySplash_rep20of5_FrlA=GPd5_Frl
B=GPd0_s2_07

RIC: 580.3739

0 1 7 8 9 10 11 12 13 14 15
Time (min)



S10F

EY_191014 100uL-NIST-QC_100uL-OxySpla... 10/15/19 04:28:42
100uL NIST (2018) + 100ul OxysterolSPLAS 1g Chol-D7(certified)
RT: 0.00 - 17.00 +0
3.35 NL: 1.24E4

m/z= 585.4030-585.4088 F: FTMS + p ESI

Full ms [400.00-610.00] MS

EY_191014_100uL-NIST-QC_100uL-

OxySplash_rep20f5_FrlA=GPd5_FriB=GPd0
s2_07

3pB,70,24-triHCA +
70,24-diH,30-CA

70-
; RIC: 585.4059
60 : 5.41
50-
= o 11.25
405 O DC._ .CD
30 3.93 D
- 1.19v 2.72 Chemical Formula: Cg4H45DsN305"
20; 5.22 Exact Mass: 585.4059
4 110 7.37
107 ﬂ . 4.27 f\ A
o3 | L
1o 063 188 . ; NL: 1.58E2
3 <—3B,7a,24-tr|HCA + 7(],24-le . 30-CA m/z= 427.0000-427.7000 F: ITMS + ¢ ESI Full
90 0.90 OH O ms3 585.41@cid30.00 501.33@cid35.00
] =L [135.00-590.00] MS
80 ™ TOH  EY_191014_100uL-NIST-QC_100uL-
] OxySplash_rep20f5_FrlA=GPd5_Fri1B=GPd0
e _s2 07
60- MRM: 585->501->427
50° NENT T o
3 1.95 HN ®_Cy
5 \[(\N xcD
40 R
= O DC._ .CD
] C
30— D
- Chemical Formula: C34Hy5D5N305"
20 1 2.21 7.99 Exact Mass: 585.4059
10~ 297 310 541 599 h 968 9.95 1126
= .29 7.32 12.03 1396 14.25
o | /ﬂ‘}\‘ A‘AMI\“‘MNWB"M‘ | ﬂ‘ AAAAAAhMAnﬂ MMhhﬂ S S—
0 2 4 6 8 10 12 14 16

Time (min)



S10G

EY_191014 100uL-NIST-QC_100uL-OxySpla... 10/15/19 04:28:42
100uL NIST (2018) + 100ul OxysterolSPLAS 1g Chol-D7(certified)
RT: 0.00 - 17.00 +0
100 3.35 A NL: 1.24E4

m/z= 585.4030-585.4088 F: FTMS + p ESI

Full ms [400.00-610.00] MS

EY_191014_100uL-NIST-QC_100uL-

OxySplash_rep20f5_FrlA=GPd5_FriB=GPd0
s2_07

3B,70,25-triHCA +
70,25-diH,30-CA

70—
- RIC: 585.4059
60 :
50—
] ! 11.25
40 O DC._ .CD
30— v || 3093 5
- 1.19 2.72 Chemical Formula: Cg4H45DsN305*
204 Exact Mass: 585.4059
] 5.22
4 110 7.37
107 I 4.27
3 | L
0
8 271 . . NL: 3.66E2
100 <« 36,70(,25-tr| HCA + 7(1,25-d| H ,30-CA m/z= 455.0000-455.7000 F: ITMS + ¢ ESI Full
90 ms3 585.41@cid30.00 501.33@cid35.00
] [135.00-590.00] MS
801 EY_191014_100uL-NIST-QC_100uL-
] OxySpIash rep20f5 FriA=GPd5_Fr1B=GPdO0
e 207
MRM: 585->501->455
507 o,
= 063,,0.67
40 0.72
= 3.35
307 2.47
] 1.17
3 2.04 3.64 Chemi _ .
201 emical Formula: C34H45D5N305
] 4.00 5.41 599 1040 || 1069 Exact Mass: 585.4059
E 6.55 7.34
10 8.36 .
: j ﬁ\ Jk NN I
01— ‘ ‘ MA ‘ | Q/\N‘A ‘MN\M‘MM A b ‘J\A‘ - . — L —
0 2 10 12 14 16

Time (min)



S10H

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 04:28:42
100uL NIST (2018) + 100ul OxysterolSPLAS 1g Chol-D7(certified)
RT: 0.00 - 17.00 . H A 1 2 .
. 3.35 4— B - + - - NL: 1.24E4
1003 3 ’70’ 12 trl C +0 70’ a d IH ’30 CA m/z= 585.4030-585.4088 F: FTMS + p ESI
90 Full ms [400.00-610.00] MS
- N EY_191014_100uL-NIST-QC_100uL-
a0 - o OxySplash_rep20f5_Fr1A=GPd5_Fr1B=GPd0
B _s2_07
705 OH
- - RIC: 585.4059
60 - 5.41
50
40 ITI = 5 “OH 11.25
1 v HN @ _C_
30 393 DN
] 1.19 2.72 O DC, ~CD
202 5.22 B
1 1.10 I . 7.37 .
— ChemicaljFormula: C34H45D5N305
107 I 4.27
] | | f( . i Exact Mass: 585.4059
Te—3B,70,12-triHCA + 7a,120-diH,30-CA  m=izz0
] o B ad =i + /A a-at - m/z= 422.0000-422.7000 F: ITMS + ¢ ESI Full
90 | ! ! ! ! ms3 585.41@cid30.00 501.33@cid35.00
3 o [135.00-590.00] MS
803 | EY_191014_100uL-NIST-QC_100uL-
] | OxySplash_rep20f5_FrlA=GPd5_Fri1B=GPd0
] | s2_07
70— | _Sz_|
] | MRM: 585>501->422
50 I
. I D
541 HN ® _C
N | DN
- 3.98
30~ 5.45 O DC, ~CD
7 5.22 b
20; Chemical Formula: C34Hy5D5N305"
105 3.22 4.10 Exact Mass: 585.4059
© 094 160 3)\18 5.15||/| 5.55 743 868 gq7 1236 13.98
0 it M\ f \'MW\ b T b A\ T T T T M\ T \A T T T T T T b T T A\ T T T T
0 2 4 6 8 10 12 14 16

Time (min)



11A

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 05:10:14
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 537.42@cid30.00 435.34@cid35.00 [115.00-545.(

100 189.1

© ©
o o

[00)
(&)1
(elw)

DC\ﬁQCD//

N N ®
o o o

[o2)
[&]

Chemical Formula: Ca4H45D5N305"
Exact Mass: 537.4211

(o))
o

[¢)]
a1

NN W W D N G
o (¢ o 3] o o o
N I I N N N e N T AN A N R R RN A

=
(&)]

146.1
144.1

=
o

247.4

(6]

2002 2132 000 o572 2805 297.4

8.19 AV:1 NL: 4.20E3

MS3: 5372435
8.19 min (17 min gradient)
25-D,

407.4

392.4

363.3

325.3 3533 390.3

‘ | 4085

143.1 149.2 161.2
Ll MH m\‘wH\ iy L MH‘M Ay H\ | Ly
e e e B e Bt B s B B B S B B R ey I
140 160 180 200 220 240 260 280

o

KR IE A A
T R I T
320 340 360 380 400 420 440

T
460



11B

EY_191014_100uL-NIST-QC_with_2017-Pro... 10/16/19 13:46:25
100uL NIST (2018) + 2017-Protocol-iSTDs (20ng 24RS-HC-d6-cert) + 10ng 17(certified)
EY_191014 100uL-NIST-QC_with_2017-Protocol-iISTDs_rep20f5_Fr1A=GF 50 RT: 819 AV:1 NL: 1.28E4

F: ITMS + ¢ ESI Full ms3 543.46@cid30.00 441.37@cid35.00 [120.00-550.(

100 413.4

©
a

MS3: 5433441 PSS
8.19 min (17 min gradient) cog”
[2H6] 25' D3 Dclzl/c\\clsD

DC.®-CD_~

(o]
o

(o]
(&)1
lw)

[e]
o

189.1

NN
o o

[o2)
[&]

Chemical Formula: C34H39D11N30,*
Exact Mass: 543.4588

(o))
o

190.1

[¢)]
a1

N
[¢)]

N
o

Ul
o
N I I N N N e N T AN A N R R RN A

398.4

NN W W
o 0 o O

397.4

=
(&)]

146.0

161.2 414.1
135.2 || 149.1 | 162.1 396.4

=
o

(6]

I ‘ ‘ ‘ ‘“ | | “ 191.2 225.2 243.3 2632 2813 310.3 323.2 351.4 367.4 382.4 423.3
LU p M mh RN | ENTHENY | ;
T T

ettt b el et L gl it ] [T R MiliF liL i |
i e e e s et e e s s B e B B e e Iy s B B e B S S ) B B By
140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460
m/z

o



11C

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

10/15/19 05:51:45

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 511.37@cid30.00 427.30@cid35.00 [115.00-515.(

100

B R NN W WD AN O OO O N N ©® O © ©
o (¢, o (¢ o 3] o o o ol o al o (6] o a o al
N I I N N N e N T AN A N R R RN A

(6]

MS3: 5112427

3.35 min (17 min gradient)

3BH-A5-BA

151.0

143.1
1350 ‘ |
- H

163.0

171.3

175.0
HH\

225.2
2033 2142

.35 AV: 1 NL: 6.55E2

Chemical Formula: C31H39D5N305*
Exact Mass: 511.3691

253.0 271.2

366.4

355.3

wez Y6 )

381.4

399.3

409.2

o

140

160

1

200

220

240

N
260
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L L A R B B B T
300 320 340 360
m/z

380

400

|
420

[
440

T
460



11D

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

10/15/19 04:07:57

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 527.36@cid30.00 443.29@cid35.00 [120.00-535.(

100

B R NN W WD AN O OO O N N ©® O © ©
o (¢, o (¢ o 3] o o o ol o al o (6] o a o al
N I I N N N e N T AN A N R R RN A

(6]

MS3: 5272443
1.12 min (17 min gradient)
3B,7B-diH-A>-BA

133.1

151.1

163.2

202.0 219.0 2351

.12 AV: 1 NL: 1.08E3

OH

N~
{ D
@
R
0 DC CD
D

Chemical Formula: C31H39DsN304"

25792 2752

Exact Mass: 527.3640

2953 3133 3272 3353

379.2
371.3

353.2
‘ 368.3

425.3

415.2

382.3 397.3
407.3

426.2

o

N
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H‘ 1L
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300 320
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11E

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 04:07:57
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E .62 AV:1 NL: 3.59E3
F: ITMS + ¢ ESI Full ms3 527.36@cid30.00 443.29@cid35.00 [120.00-535.(

100 425.4

MS3: 527>443->
1.62 min (17 min gradient)
3B,7a-diH-A>-BA + 7aH,30-A*-BA

N © 0 © O
o o o o O

~
o

O DC_ -CD

\C/

D

[o2)
[&]

Chemical Formula: C31H39DsN30,4"
Exact Mass: 527.3640

(o))
o

[¢)]
a1

415.3
407.3

N N W W Db
o o o aa o O

382.4
151.1

=
(&)]

=
o

397.3

353.3 379.4
L b

370.5 ‘

(6]

Ul
o
N I I N N N e N T AN A N R R RN A

179.

1332 153.1 | “Pﬁz 217.2 %fz 5122§3 2753 3014 3135 333 L 426.4
L Ly Ll [T T Loal] [ L T I L L | L L L L
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EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 04:07:57
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E .64 AV:1 NL: 2.12E3
F: ITMS + ¢ ESI Full ms3 522.33@cid30.00 443.29@cid35.00 [120.00-535.(

100 425.3

MS3: 5222443
1.64 min (17 min gradient)
7aH,30-A%-BA

N © 0 © O
o o o o O

~
o

[o2)
[&]

Chemical Formula: C3yHg4N304"
Exact Mass: 522.3326

(o))
o

415.4
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a1

407.3
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N I I N N N e N T AN A N R R RN A

w W
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(6]

371.4
179.1 3534 4261
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1 Ll L
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11G

EY_191014 100uL-NIST-QC_100uL-OxySpla... 10/15/19 04:28:42
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug
EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 553.42@cid30.00 469.34@cid35.00 [125.00-560.(

100

MS3: 5532>469->
7.22 min (17 min gradient)
3B-HCA

D O N N O o O ©
o o0 o o o o o u

[¢)]
a1

N
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163.0

N
o

Ul
o
N I I N N N e N T AN A N R R RN A

w W
o o

151.0

NN
g o O

=
o

177.0

(6]

137.1 205.1 233.2 253.2

271.2

299.3 310.2

7.22 AV:1 NL: 3.11E4

Chemical Formula: Ca4H45D5N303"
Exact Mass: 553.4161
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11H

EY_191014 100uL-NIST-QC_100uL-OxySpla...

100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

10/15/19 04:28:42

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 548.38@cid30.00 469.34@cid35.00 [125.00-560.(
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(6]

MS3: 548->469->
7.26 min (17 min gradient)
30-CA

1511

163.2

177.4

186.5

199.2

2111

231.2

253.1

7.26 AV:1 NL: 4.64E2

Chemical Formula: C34H50N303"
Exact Mass: 548.3847
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S12A

EY_191014 100uL-NIST-QC_100uL-OxySpla...
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

10/15/19 04:28:42

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 585.41@cid30.00 501.33@cid35.00 [135.00-590.(
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@ 0
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P b b P e beeer P b levee b v b B b fe o |

(6]

MS3: 585>501->

1.58 min (17 min gradient)
3B,7a,24-triHCA + 7a,24-diH,30-CA

Chemical Formula: C34Hy5D5N305"
Exact Mass: 585.4059
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S12B

EY_191014 100uL-NIST-QC_100uL-OxySpla...

10/15/19 04:28:42

100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E

F: ITMS + ¢ ESI Full ms3 585.41@cid30.00 501.33@cid35.00 [135.00-590.(
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B R NN W WD AN O OO O N N ®©® O © ©
o (¢ o (¢ o 3] o ol o al o al o [¢] o o o al
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(6]

MS3: 585->501->
2.72 min (17 min gradient)
3B,70,25-triHCA + 7a,25-diH,30-CA

|
DC

~-CD

~c&
D

Chemical Formula: C34Hy5D5N305"
Exact Mass: 585.4059
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12C

EY_191014 100uL-NIST-QC_100uL-OxySpla... 10/15/19 04:28:42
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug
EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 585.41@cid30.00 501.33@cid35.00 [135.00-590.(

100

MS3: 585>501->
- 3.37 min (17 min gradient)
*7 3B,70,12a-triHCA + 7a,12a-diH,30-CA

Chemical Formula: C34Hy5D5N305"
Exact Mass: 585.4059
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S13A

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 03:47:11
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E .93 AV: 1 NL: 1.39E4
F: ITMS + ¢ ESI Full ms3 569.41@cid30.00 485.34@cid35.00 [130.00-575.(

100 467.3515

MS3: 569->485->
1.93 min (17 min gradient)
3B,25-diHCA or 3B,25,x-triHC-yO
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Chemical Formula: C4H,5D5N30,4" Chemical Formula: C34H45DsN304"
Exact Mass: 569.4110 Exact Mass: 569.4110
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S13B

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 03:47:11
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E A7 AV: 1 NL: 5.48E2
F: ITMS + ¢ ESI Full ms3 569.41@cid30.00 485.34@cid35.00 [130.00-575.(

100 457.4
s MS3: 569->485>
0 2.47 min (17 min gradient)
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S13C

EY_191014 100uL-NIST-QC_100uL-OxySpla...

100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

10/15/19 03:47:11

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 569.41@cid30.00 485.34@cid35.00 [130.00-575.(

.97 AV:1 NL:1.70E2

100 457.3
= . 467.3
= MS3: 569485
%= 3.97 min (17 min gradient)
85 ; ;
- 3B,x-diHCA or 3B,x,y-triHC-zO
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3 Exact Mass: 569.4110
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S13D

EY_191014_100uL-NIST-QC_100uL-OxySpla... 10/15/19 03:47:11
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E 48 AV: 1 NL: 6.92E3
F: ITMS + ¢ ESI Full ms3 569.41@cid30.00 485.34@cid35.00 [130.00-575.(

100 385.2

MS3: 569->485->
4.48 min (17 min gradient)
3B,x-diHCA or 3B,22,25-triHC-240
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Chemical Formula: Ca4Hy5D5N30,4* Chemical Formula: C34H5D5N30,4*
Exact Mass: 569.4110 Exact Mass: 569.4110
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S13E

EY_191014 100uL-NIST-QC_100uL-OxySpla... 10/15/19 04:28:42
100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E 6.90 AV: 1 NL: 4.69E3
F: ITMS + ¢ ESI Full ms3 553.42@cid30.00 469.34@cid35.00 [125.00-560.(
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MS3: 5532>469->
6.90 min (17 min gradient)
3B,22-diHC-240 or 3B,20-diHC-220
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Chemical Formula: C34Hy5DsN303* Chemical Formula: C34Hy5D5N303*
Exact Mass: 553.4161 Exact Mass: 553.4161
163.0

w
[&]

325.2

NN W
o 0 o

151.1 395.4

=
(&)]

380.4 426.4

=
o

311.3 351.3
‘ 326.3 378.4

(6]

231.2 253.2 283.2 '
‘ ‘ ‘ 397.3 451.4
1l .

1771 203.1 271.4 '
137.1 .
‘\\“\H“\‘H\‘ ”\M“\M\M\“‘\‘ ‘m\‘\u‘ \‘H‘H“\‘ \“\‘H“\ e ‘ e \‘ : “\\\‘ B | RS TN PR 4‘33"6‘ ‘
140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440
m/z

o



S13F

EY_191014 100uL-NIST-QC_100uL-OxySpla...

100uL NIST (2018) + 100ul OxysterolSPLASH + 10ng 22S-HCO-D7 + 20ug

10/15/19 04:28:42

EY_191014 100uL-NIST-QC_100uL-OxySplash_rep20f5_FrlA=GPd5_Fri1E
F: ITMS + ¢ ESI Full ms3 585.41@cid30.00 501.33@cid35.00 [135.00-590.(
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MS3: 585->501->

2.04 min (17 min gradient)
3B,7a,x-triHCA + 7a,x-diH,30-CA

1789 54510 2111

233.2

258.1 2693 g6

3153 332.9 3412 3643 3743

.04 AV:1 NL:5.27E2

Chemical Formula: C34H45D5N305"

Exact Mass: 585.4059
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S14A

EY_191029 100uL-Cambridge-CSF-pool_20... 10/29/19 21:38:19
100uL Cambridge Pooled CSF (2019) + 20ul OxysterolSPLASH + 1ng 22S-I rtified)
EY_191029_ 100uL-Cambridge-CSF-pool_20uL-OxySPLASH_r2_NON-HYD A=GPd5_Fr1B=GPd0O_s2_neat_07 #425 RT: 1.87 AV: 1 NL: 3.01E2

F: ITMS + ¢ ESI Full ms3 585.41@cid30.00 501.33@cid35.00 [135.00-590.(
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MS3: 585->501->
1.87 min (17 min gradient)
3B,7a,24-triHCA + 7a,24-diH,30-CA
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Chemical Formula: C34Hy5D5N305"
Exact Mass: 585.4059
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S14B

EY_191029 100uL-Cambridge-CSF-pool_20... 10/29/19 21:38:19
100uL Cambridge Pooled CSF (2019) + 20ul OxysterolSPLASH + 1ng 22 certified)

EY_191029 100uL-Cambridge-CSF-pool_20uL-OxySPLASH_r2_NON-H r1A=GPd5_Fr1B=GPd0O_s2 neat_07 #700 RT: 3.11 AV: 1 NL: 1.34E3
F: ITMS + ¢ ESI Full ms3 585.41@cid30.00 501.33@cid35.00 [135.00-59
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MS3: 585->501->
3.11 min (17 min gradient)
3B,70,25-triHCA + 7a,25-diH,30-CA
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Chemical Formula: C34Hy5D5N305"
Exact Mass: 585.4059
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S14C

EY_191029 100uL-Cambridge-CSF-pool_20...
100uL Cambridge Pooled CSF (2019) + 20ul OxysterolSPLASH + 1ng 22

10/29/19 21:38:19

EY_191029 100uL-Cambridge-CSF-pool_20uL-OxySPLASH_r2_NON-H
F: ITMS + ¢ ESI Full ms3 585.41@cid30.00 501.33@cid35.00 [135.00-59
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MS3: 585->501->

3.76 min (17 min gradient)

3B,7a,12a-triHCA + 7a,12a-diH,30-CA
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Chemical Formula: C34Hy5D5N305"
Exact Mass: 585.4059
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S14D

EY_191029 100uL-Cambridge-CSF-pool_20... 10/29/19 21:38:19
100uL Cambridge Pooled CSF (2019) + 20ul OxysterolSPLASH + 1ng 22 certified)

EY_191029 100uL-Cambridge-CSF-pool_20uL-OxySPLASH_r2_NON-H r1A=GPd5_Fr1B=GPd0O_s2 neat_07 #540 RT: 2.39 AV: 1 NL: 3.45E3
F: ITMS + ¢ ESI Full ms3 585.41@cid30.00 501.33@cid35.00 [135.00-59
483.4

H
o
T

©
[&]

MS3: 585->501->
2.39 min (17 min gradient)
3B,7a,x-triHCA + 7a,x-d+ci)H,30-CA
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Chemical Formula: Ca4H45D5N305"
Exact Mass: 585.4059
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