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Table 1: PPARYy coregulators and ligands

PPARy PPARYy Endogenous Synthetic Ligands
Coactivators Corepressare L inds
CBP/p300 RIP14v Ficosanoids (e.g. Thiazolidinediones
15-deoxy-A-12, 14- | :.g. rosiglitazone,
SRC-1,2,3 NCoR prostaglandin J2) troglitazone,
loglitazone,
PGC-la, B SMRT Fatty acids (e.g. ciglitazone)
lauric acid,
PBP arachidonic acid, [on-steroid 1iti-
linoleic acid, iflammatory drugs
PRIP linolenic acid) NSAIDs) (e.g.
aspirin)
PRIC285 Statins (e.g.
BAF60c Atorvastatip,
osuvastatin,
simvastatin)
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Fig. 2: Domain Structure of P1 Ry

The A/B domain at the N-terminus is resp isible for ligand-ind:  =ndent transcriptional
activity. The C domain contains the DNA binding domain (DBD) that allows PPARY to
recognize and bind the PPAR >ele 1t (PPRE). The D domain is a hinge region
that allows for folc : of n and the E domain contains the ligand binding
domain (LE.). The ligand-bindii domain along with the AF-2 domain is responsible
for ligand-dependent tran: tior  activation and also facilitates heterodimerization
with the retinoid X receptor (RXR).
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igure 3: Model for PP " " ligand binc and activation of transcription

PARYy forms a complex with retinoid X receptor, until bound by ligands  : inactive and interact with
a variety of corepressors containing histone d et se (HDAC) activity. When ligands for cither PPAR
(e.g. troglitazone) or retinoid X receptor (e.g. 9-cic  tinoic acid) are present, heterodimer releases the
corepressors complex and recruits coactivators. :se coactivators may have histone acetyltransferase

(HAT) activity, or recruit -~ ATs to unwind the DNA and allow for efficient trar  “iption of target genes.



























Objective S: Determination of the role of MIER I in Adipogenesis

Since PPAR is a master regulator of lipo_ esis, and if MIERI regulates PPAR, it may
play a vital role in the differentiation process. We examined the mRNA levels ¢ MIERI
by RT-PCR and protein expression usit immunocytochemistry (ICC) over the time
course of adipocyte differentiation. Immun ytochemical analysis of differentiated 3T3-
L1 cells was performed to determine if M <R1 was being expressed specifically in the
cells forming lipid droplets. Furthe ore, confocal microscopy was used to determine if

colocalization of MIER1a and PPARYy occu :d in adipocytes.
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Table 4: PCR program

«:e samples were run on a 100 ml, 1. agarose gel and visualize with ethidium
bromide (EtBr). For f-actin, TNA levi are high so only 20 cycles (as de -ibed in

Table 4) were run. This was done tc 15 1at the PCR rear  »n was in the linear range.
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Figure 5: GST-fused deletion constructs of MIE o and B

This diagram shows the GST-fused MIER 1o and MIER1 deletion constructs that were
used in the GST pulldowns given in Figure 2 and Figure 3. Blue bar represents the
ELM?2 domain, red SANT domain, dark | — C-terminus of _IIERIP, lig green —
C-terminus of MIER Lo
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