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SUPPLEMENTAL MATERIALS 
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Supplemental Figure 1. 24SOH-Chol conjugation by human UGT and SULT enzymes is linear for up to 1H.  

Glucuronidation (A) or sulfonation (B-D) assays were performed for up to 24H with homogenates from HEK293 cells overexpressing 

the human UGT1A4 (A), SULT2A1 (B), SULT1E1 (C) or SULT2B1b (D). 24SOH-Chol-3S and 24SOH-Chol-24G were quantified by 

LC-MS/MS. Data represent the mean ± SD of 2 independent experiments performed in triplicate.  
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Supplemental Figure 2. Human liver homogenates fail to glucuronidate 24SOH-Chol-3S. 

Human liver homogenates (50µg) were incubated in the presence of increasing concentrations (10 to 500µM) of 24S-hydroxycholesterol 

or its sulfated derivative 24SOH-Chol-3S for 1H at 37°C. 24SOH-Chol-24G and 24SOH-Chol-3S,24G were quantified by LC-MS/MS. 

Data represent the mean ± SD of 2 independent experiments performed in triplicate. 
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Supplemental Figure 3. The glucuronidation/sulfonation assay buffer (A) minimally impacts the respective conjugation 

reactions (B-D). 

!"#ABC"D(

)AGGH,

-#A.A,"DCL0BC"D !A#G0BC"D
-#A.A,"DCL0BC"D1
0DL1(A#G0BC"D

!"#ABCD()GC)H,-)-.LM 1 1 1
MOD(P 1)45.LMS 1)45LMS 1)45.LMS

TU9AGU:X#<=(>U9(#?@)5.AOBLC 1 1
T@GAX:X#?@)P,-AOBLC 1 1
C@aG@GX#?@).,-AOBLC 1 1

E(:L@XU#>#?).,.P-AOBLC 1 1
cdE)5LOBLC 1 1
e!!)H,-LM 1 1

O

34
!5
S
TU
9"
#1.
"D
:A
;0
BC"
D

<=
>
"#
?>
CD
?>
;1
=,
"B
HC
D(
@

f(a>a"9?#<:X#9?
da(g:X#9?
f(a>a"9?#<:X#9?
:?<)da(g:X#9?

)

-

h-

5.

5-

P.

P-

h.

i
i

UA1B-CaO4

MeTfE
MeTfE)N)TETd

h-

h.

P-

P.

5-

5.

-

P.. l..5.. h.. -..
PldmCBDU9()4AMS

34
!5
S
TU
9"
#T3
4-
1G"
,>
0B
C"
D1

<=
>
"#
?>
CD
?>
;1
=,
"B
HC
D(
@ i

EA1!BcC3Oa
n

o

h

P.. l..5.. h.. -..
PldmCBDU9()4AMS

34
!5
S
TU
9"
#Td
!1
G"
,>
0B
C"
D1

<=
>
"#
?>
CD
?>
;1
=,
"B
HC
D(
@

i i

TETd
MeTfE)N)TETd



 

5 
 

(A) Composition of the enzymatic assay buffers. 

(B) Conjugation assays were performed using liver homogenates (50µg) and 24S-hydroxycholesterol (100µM) which were incubated 

for 1H at 37°C in the corresponding assay buffer (A). 

(C-D) Glucuronidation (C) and sulfonation (D) assays were performed for 1H at 37°C using either the glucuronidation (C), sulfonation 

(D) or glucuronidation/sulfonation (C&D) buffers, and homogenates (50µg) from HEK293 cells expressing the human UGT1A4 (C) or 

SULT2A1 (D) enzymes in the presence of increasing concentrations (0.5 to 500µM) of 24S-hydroxycholesterol. 

The formation of conjugated forms of 24SOH-Chol was resolved by LC-MS/MS. Data represent the mean ± SD of 2 independent 

experiments performed in triplicate. Statistically significant differences are indicated by asterisks (*:p<0.05). 
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Supplemental Figure 4. Full-length gels version of the gelshift experiment depicted in panel F of the Figure 5. 

 


