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Figure S1. Impact of the ALOX5 specific inhibitor zileuton on 5-HETE formation of bone 
marrow cells from endogenous arachidonic acid. Pooled bone marrow cells of WT-mice 
were used. For each assay 2x107cells were reconstituted in 0.5 ml PBS. To the zileuton 
sample 10 µM of the inhibitor (0.5 µL of a 10 mM stock solution in DMSO) was added. To 
the no zileuton sample 0.5 µL of DMSO was supplied and this sample was used as solvent 
control. The cell suspensions were pre-incubated in the presence and absence of zileuton 
for 5 min. Then 5 μM calcium ionophore A23187 was added and the cells suspensions 
were further incubated for 5 min. Total lipids were extracted with ethyl acetate, the sol-
vent was evaporated, the remaining lipids were reconstituted in 50 µL methanol and this 
solution was analyzed for LTB4 by LC-MS/MS. Chromatographic separation of lipid ex-
tracts was carried out using a Zorbax Eclipse Plus C18 RP-column (Agilent) and for 
MS/MS detection the QTRAP instrument (Sciex) was operated in negative electrospray 
ionization mode. Shown are SRM traces of the lipid extracts for LTB4 (m/z 335.2  195.1) 
A) Cell incubation in the absence of zileuton, B) cell incubation in the presence of 10 µM 
zileuton. 

  



Metabolites 2021, 11, 698 3 of 5 
 

 

Figure S2. Impact of the ALOX5 specific inhibitor zileuton on 15-HETE formation of bone 
marrow cells from endogenous arachidonic acid. Pooled bone marrow cells of WT-mice 
and Alox5-KI mice were used. For each assay 2x107cells were reconstituted in 0.5 ml PBS. 
To the zileuton sample 10 µM of the inhibitor (0.5 µL of a 10 mM stock solution in DMSO) 
was added. To the no zileuton samples 0.5 µL of DMSO was supplied and these samples 
were used as solvent control. The cell suspensions were pre-incubated in the presence and 
absence of zileuton for 5 min. Then 5 μM calcium ionophore A23187 was added and the 
suspensions were further incubated for 5 min. Total lipids were extracted with ethyl 
acetate, the solvent was evaporated, the remaining lipids were reconstituted in 50 µL 
methanol and this solution was analyzed for 15-HETE by LC-MS/MS. Chromatographic 
separation of lipid extracts was carried out using a Zorbax Eclipse Plus C18 RP-column 
(Agilent) and for MS/MS detection the QTRAP instrument (Sciex) was operated in 
negative electrospray ionisation mode. Shown are SRM traces of cell extracts for 15-HETE 
(m/z 319.2  219.2). 
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Figure S3. Comparison of different lymphocyte populations in the peripheral blood of 
Alox5-KI mice and corresponding wildtype controls mice at the end (day 22) of the 
experimental protocol of the EAE model (Figure 4). Alox5-KI mice and corresponding 
wildtype controls (n=8 in each group) were taken through the experimental protocol (see 
Materials and Methods). Blood was removed from three animals of each experimental 
group and the different types of lymphocyte were quantified. Experimental raw data are 
shown as box-plots and were statistically evaluated with the two-sided t-test using the 
SPSS software package. A) Total number of lymphocyte, B) Total numbers of T cells, C) 
Total numbers of natural killer cells (NK), D) Total number of CD4+ T cells. 
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Figure S4. Disease activity index of male and female mice at the end (day 9) of the DSS-induced 
experimental colitis. Alox5-KI mice (5 males, 5 females) and outbred wildtype controls (5 males, 5 
females) were taken through the experimental protocol (see Materials and Methods) and the disease 
activity index ws determined. This value characterizes the severity of the inflammatory alterations 
[1]. 
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