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Figure S1. The rate of weight gain in C57BL/6J mice fed a HFD was not altered by the
formulation

The weight of the mice was measured approximately every 2 days for the entire
duration of the study (21 days). Mice were fed a HFD which was either supplemented with
the vehicle control (circle) or a 1x human equivalent physiological dose of the formulation
(triangle). The prediction of the average rate of weight gain, as calculated by a generalized
linear mixed model with a Gamma error distribution and identity link function, is displayed
from 13 mice (control n=6; formulation n=7). The raw data from each mouse are also
presented to provide a visual representation of the spread within the data. The initial
statistical model showed that there was no significant effect for the formulation treatment or
the interaction between time and treatment type. Therefore, they were removed from the
final statistical model during model refinement.



£z
ki
E

5 o a s
£ B - 2
& frt = =
E am E 0004 E z
= it Tom T 0.690
= FO £ E
! i - ]
B - E
E = =" = 0mE
111 E - e
a E nom E 5
£ g =
S o il o a 00
i Valecla Camtral  Farmulalien Wahicls Bartial  Famulalion Wehicla Contral  Formulation Wahicls Conbiod  Formulation
Troatmasi Tadatmanl
AE}
0008
=
E 00084
2 e ;
E 004
E a0
0000 E o
Wishichs Contral  Formaulation Vehicle Comred  Formulation Wahicls Contial  Farmulation
Treatment Treatment Treatment

Figure S2. The formulation increases the weight of renal fat pad in C57BL/6J mice fed
a HFD

The subcutaneous (A), inguinal (B), gonadal (C), renal (D), interscapular brown (E),
thoracic perivascular adipose tissue (PVAT) (F) and total (G) fats from C57BL/6J mice were
weighed after 21 days of a HFD and treatment with either a vehicle control or a 1x human
equivalent physiological dose of the formulation, and normalized to the total body weight of
individual mice. The data are mean + SEM from 13 mice (control n=6; formulation n=7).
Statistical analysis was performed using an unpaired Student’s t-test (equal variance) on
either untransformed data (C, D, E and F) or log-transformed data (A, B and G) where *
p<0.05.
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Figure S3. The formulation induces ROS production in human macrophages

ROS production was assessed in phorbol-12-myristate-13-acetate differentiated
THP-1 macrophages that were either treated with vehicle (vehicle control) or tert-Butyl
hydroperoxide (TBHP; 50 uM) or TBHP (50 uM) in the presence of the formulation containing
phytosterols (+PS) or TBHP (50 uM) in the presence of the formulation lacking phytosterols
(-PS) for 3 h. ROS production was measured in a fluorescence microplate reader, with
excitation at 485 nm and emission detected at 535 nm. The value obtained with the vehicle
control was arbitrary assigned as 1. The data are mean £+ SEM from three independent
experiments. Statistical analysis was performed using a One-way ANOVA with Tukey’s post-
hoc analysis where * p<0.05 and *** p<0.001.
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Fig. S4. Key ingredients in the formulation can modify ROS production in human
monocytes and macrophages.

ROS production was assessed in THP-1 monocytes (A) and THP-1 macrophages (B)
that were either treated with vehicle (vehicle control) or TBHP; 50 uM) or TBHP (50 pM) in
the presence 30 ug/ml EPA, 19.7 ug/ml DHA, 1.5 pug/ml catechin, 10 pg/ml stigmasterol,
13.9 ug/ml campesterol or 27.2 ug/ml B-sitosterol. ROS production was measured in a
fluorescence microplate reader, with excitation at 485 nm and emission detected at 535 nm.
The value obtained with the vehicle control was arbitrary assigned as 1. The data are mean
+ SEM from three independent experiments. Statistical analysis was performed on the log-
transformed data using a One-way ANOVA with Dunnett post-hoc analysis where * p<0.05,
** p<0.01 and *** p<0.001.



Table S1: Details of reagents used for flow cytometry

Reagent Fluorochrome | Supplier Clone Catalogue
where number
applicable

CD117 (c-Kit) | APC BioLegend 2B8 105811

Ly-6A/E (Sca-1) | PE BioLegend D7 108107

CD48 FITC BioLegend HM48-1 103403

CD150 PE/Cy7 BioLegend TC15-12F12.2 | 115913

Ly-6A/E (Sca-1) | APC/Cy7 BioLegend D7 108125

CD34 FITC BD Biosciences | RAM34 560238

CD16/32 PE/Cy7 BioLegend 93 101317

CD127 (IL-7Ra) | PE BioLegend SB/199 121111

Ly-6G/Ly-6C PE/Cy7 BioLegend RB6-8C5 108415

(Gr-1)

CD11b (Mac-1) | PE BioLegend M1/70 101207

CD45R/B220 APC BioLegend RA3-6B2 103212

CD3 FITC BioLegend 17A2 100203

TER-119 APC/Cy7 BioLegend TER-119 116223

Biotin CD3 BioLegend 17A2 100244

Biotin CD4 BioLegend GK1.5 100404

Biotin CD8a BioLegend 53-6.7 100703

Biotin Ly-6G/Ly- BioLegend RB6-8C5 108404

6C (Gr-1)

Biotin CD11b BioLegend M1/70 101204

Biotin BioLegend RA3-6B2 103204

CD45R/B220

Biotin TER-119 BioLegend TER-119 116204

TruStain fcX™ BioLegend 93 101319

(CD16/32)




