SUPPLEMENTARY DATA

Supplementary Table 1: List of genes up and down regulated in adipose tissue of mice after sCD14
treatment.
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Supplementary Figure 1. A. Effect of high fat diet (HFD) on oral glucose tolerance test in mice after
one month (triangles) or 3 months (crosses) versus mice fed a normal chow (NC, squares). Glucose
tolerance impairs over time during HFD. B. Effect of one month HFD on glucose tolerance test in mice
grafted with BM from WT mice (triangles) vs. mice which were not grafted (not irradiated, squares).
The irradiation and grafting procedure has impaired the diabetogenic effect of the HFD. C. Effect ofa 3
month HFD on oral glucose tolerance in mice which were grafted with BM from WT donor (triangles)
or not grafted (not irradiated, squares). As for figure B, the impact of HFD on glucose tolerance is
reduced. D. Impact of a one month HFD (squares) vs. NC (diamonds) on oral glucose tolerance. The
data shows that the diabetogenic impact is lower in the grafted mice than in the non grafted mice (Figure
A). It requires a longer period of time. The interpretation is that the irradiation has hampered the role of
some cells in the development of glucose intolerance.
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Supplementary Figure 2. A. Circulating sCD14 levels in the different models studied. B. Glucose
intolerance following and oral glucose glucose challenge is significantly impaired (2 way ANOVA,
Bonferoni Post hoc test, p<0.05) in wildtype mice grafted with bone marrow from the WT donor and fed
a HFD when compared to the same group of mice but fed a NC. Conversely, in WT mice grafted with
CD14 KO BM donor glucose intolerance was not observed. Similarly, CD14 receiver mice never
became glucose intolerant in response to HFD. This suggests that both the hematopoietic cells and the
cells from the body require CD14 to become glucose intolerant in response to a HFD. C. Fasting
triglycerides and free fatty acids in the different models (* p<0.05).
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Supplementary Figure 3. Confirmation by real-time PCR of the effect of CD14 treatment on gene
expression in epididimal adipose tissue from control and CD14 treated ob/ob mice. Gene expression of
defense response (A) lipid related (B) and proinflammatory (C) proteins in control (C, white bars) and
CD14 treated ob/ob mice (CD14, black bars) are shown. Results are expressed as mean + SEM relative
to the control value set as 1.0 (n=6). Statistical analyses comparing gene expression in control vs. CD14
treated ob/ob mice were performed by paired t test. Saa3, p=0.017; LBP, p=0.023; Cd74, p=0.018;
Apocl, p=0.027; Apoc2, p=0.0046; IL-1-alpha, p=0.01; IL-1-beta, p=0.05.

RNA from epididimal adipose tissue was extracted using a kit (RNeasy; Qiagen, Valencia, CA, USA).
RNA (2 pg) was reverse-transcribed to cDNA using Superscriptll enzyme (Invitrogen, USA). Real-time
PCR was used to measure specific mRNAs (ABI-PRISM 7700 Sequence Detector; Perkin-Elmer
Applied Biosystems, Foster City, CA, USA). All reactions were performed in 384-well optical plates
(MicroAmp; Applied Biosystems, Foster City, CA, USA). Amplification mixes (10 ul) contained the
diluted cDNA sample, 2X TagMan Universal PCR Mastermix (Applied Biosystems) or Sybr green PCR
Mastermix (Applied Biosystems), forward and reverse primers, and probe for the specific mRNAs.
Glyceraldehyde 3-phosphate dehydrogenase (GAPDH) was used as endogenous control. Thermal
cycling conditions included 10 min at 203,00°F before the onset of the PCR cycles, which consisted of
40 cycles at 95°C for 15 s and 65°C for 1 min. The oligonucleotide sequences for the primer pairs used
for GAPDH was 5’-catggccttccgtgttccta -3’ and 5°-gcggcacgtcagatcca -3°. The primers and probes for
Saa3, Cd74, Cd24a, LBP, Apocl, Apoc2, IL-1 alpha, IL-1 beta, IL-6 and TNF-alpha were supplied as a
kit (TagMan Reagents MmO00441203 ml, MmO00658576 ml, Mm00782538 sH, LBP,
MmO00431816_ml, Mm00431816 _m1l, Mm00439620 m1 and Mm01336189 ml, Applied Biosystems)
and wused according to the manufacturer's instructions. The primers for IL-6 were: 5°-
GCCCACCAAGAACGATAGTCA-3> and 5-CAAGAAGGCAACTGGATGGAA-3’; and for
TNFalpha: 5’-CACAAGATGCTGGGACAGTGA-3* and 5’-TCCTTGATGGTGGTGCATGA-3".
mRNA expression was calculated using the AC method.
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Supplementary Figures 4 and 5. Expression profiles of genes listed in Supplementary Table 1 were
analyzed using The Ingenuity Pathway Analysis (IPA) methodology to compose a set of interactive
networks, taking into consideration canonical pathways and the relevant biological interactions. Focus
genes were defined as those with an absolute mean fold-change of at least 1.5. A number of canonical
pathways came up as playing an important role, especially those related with Glycolysis and
Gluconeogenesis and IL-4 signaling. Next, two significant biological networks were identified by IPA.
Further analysis of the highest scored network (score 24, 14 focus genes) identified inflammatory
response (p<0.028), Genetic Disorder (p<0.048) and Inflammatory Disease (p<0.0375) as the most
significant biological functions linked to these networks.

A
AP Py AESEE MO
"L.i"‘_' | J
\ 2P BRPIN
W\ . &
I > he 4+
A e -
» K '
| i ¢
L o1
AL L0 T i S
» v
| 4 |
L&-DRE1
—pakT
H_A-DGE!- - ~¥ a
SRR BCGRLG ‘4 LGALSEE
L T0% - .
) < W
o] W0
s
w4
i 1
1LA-DEA P v " e
REK AR B GRIE Ay -
] » -4
D24
v
> . " 4
LADQE L 4 "
Fas { EF o
A
ATPIE
v
S
NEY .« g ¢
TFTN

©2011 American Diabetes Association. Published online at http://diabetes.diabetesjournals.org/lookup/suppl/doi:10.2337/db10-1210/-/DC1



SUPPLEMENTARY DATA

Hataork 2 smctcamplawith-MOUSE-Ds - 201005021051 PM- stctSampleithMOUSEIDs - stictSampleAt-WOUSEIDs - 201010507
PM
COL5AT
A
Laminin
! 1
| Al
7\
m_ulﬂu,. HEXE i .___. \
'_ ~ hv _ [Ty [ — HGAY
.f. " . | _\‘ ' L :
Voo s ﬁ
N O A
3 v\ _
MIDEE — o\ N . _
N =i WGER1 \ ‘_;, .
\ 1 ' F.;I._.u..n.m | T.n._.m_,.q 3146)
\ / \...__ _’ Y - g

/ L Re |
Pl
’ g ___ .....
. , \
. L
Histoneh3
AP
) / ./,.
v
\,
e " RDH] \
TPNG. » \ ,
. \
\ ENCG
,___ _,.
| 4 ém

© 2000 2010 npsnuty Systand, Ind 8I0EHS (assns d

©2011 American Diabetes Association. Published online at http://diabetes.diabetesjournals.org/lookup/suppl/doi: 10.2337/db10-1210/-/DC1



