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SBP2 deficiency in adipose tissue macrophages drives
insulin resistance in obesity AE/ZHZEWELHA T 1) SBP2 Hh=
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OMICs Approaches—Assisted Identification of
Macrophages—Derived MIP-1y as the Therapeutic Target of
Botanical Products TNTL in Diabetic Retinopathy FZH 2% 77724
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1. Aimof study: to screen isolated and synthetic compounds
from TNTL which can up—regulate SBP2 expression in macrophages
and/or can re—skew Ml macrophages potentially M2 phenotype.
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2+ Methods: BMDM was primarily isolated from C57/BL/J mice
and cultured into Ml-like macrophages (ATM-1ike phenotype).
Chemical derivatives of TJ (FT000-FT040) was given to the
M1-1like macrophages for 24 hours at the doses of 10u M. Cells
were then collected and RNA extracted to proceed for gPCR
analysis on related gene expression.
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3+ Findings: In the previous stage, the FT009 and 030 were

found to have significant increase in SBP2 expression (Fig. 1) ,



while FT013, 015, 016, 018, 019, 025, 033 were found to have
the potential effect of skewing MI-1like macrophages into
M2-1ike phenotype (Fig.?2).
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Fig. 1 Expression of SBP2 in BMDMs
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Fig. 2 Expression of MRC1 and ILlbeta in BMDMs

Here, we continue to validate the above—mentioned compounds
on their effects in SBP2 elevation and macrophage phenotypic
re—skewing. As shown in Fig.3, the FT009 and FT030 compounds
that were previously mentioned to have induced expression of
SBP2, did not shown significant changes in the repeated
experiment. However, another compound FT013 and FTO016 had
significant fold change. The inconsistency in the experiments
suggested the non—-stable effect of the compounds, or a
false—positive effect.
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For the M1 to M2 re—skewing, the compounds that were shown
effective were repeatedly tested. None of them were observed
consistent result in the first experiment in gPCR of IL1lbeta
and MRC1 gene. The M1/M2 ratio was calculated using the result
from the flow cytometry, where Ml population was marked as
F4/80+ CD86+, and M2 population was marked as F4/80+ CD206+.
As shown in fig.5, the M1/M2 was reduced very dramatically in
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Fig.3 Expression of SBP2 in BMDMs of selected compounds
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Fig.4 Expression oflL1beta and MRC1in BMDMS for selected compounds

To further validate the result in the last part, different

dosage of FT015 compound was added to the BMDMs. The flow



cytometry showed significant M1/M2 ratio improvement in 1
M, 24 M and 5y M, while the 10y M and 20 M group showed
slightly decrease but not significant changes. This 1is
inconsistent with the flow result performed last time, with 10
M M as the only dosage for FT015. The samples were undergone
gene expression analysis, and the ILlbeta and MRC1 gene

expression pattern suggested the successful induction of

re-skewing Ml to M2 by FT015 at 10 M and 20d M.
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Fig. 6 Flow cytometry result of FT015 on macrophage phenotype



Expression of MRC1 and IL1beta by FTO015
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4. Conclusion: We find that FT015 may be the potential
compound to change macrophage phenotype from M1 to M2, which
are potentially contributing to the anti—diabetic effect.
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