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Figure 6. HSP90B interacts with HNF4A to regulate protein half-life. A) Bar graph
showing relative levels of HNF4A mRNA in HSP90B** and HSP90B- cells at day 8 of
differentiation (meants.e.m.). B) Western blots of cycloheximide (CHX) chase analyses of
HNF4A protein in day 8 hepatic progenitor cells derived from HSP90B"* and HSP90B~-
iPSCs. Samples were collected at 0, 3, 6, 12, 24, 36, 48, and 60 hrs after incubation of cells
with 100 uM CHX to inhibit protein synthesis. C) Quantification of HNF4A protein levels by
densitometry of western blots performed on CHX-chase samples. The level of HNF4A was
calculated at each time point and expressed relative to the level of HNF4A in untreated cells
(0 hour). D) Western blots to detect HNF4A and HSP90R following immunoprecipitation of
HSPY90B*"* and HSP90B™- day 8 hepatic progenitor cell lysates with an HSP90B antibody.
Wild type iPSC-derived hepatic progenitor cell lysate was used to measure total HNF4A and
HSP90B, and immunoprecipitation of the same lysate using IgG was used as a negative

control.
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Supplemental Figure S8. Activation of AKT and ERK is unaffected by loss of HSP90B during hepatic
progenitor cell formation. A) Immunoblot analyses comparing the level of phosphorylated AKT, total

AKT, phosphorylated ERK, and total ERK in HSP90B+/+ and HSP903—/- cells following their differentiation to
hepatic progenitor cells (day8). B) Immunoblots were quantified by densitometry. Phospho-AKT and
phospho-ERK levels were normalized to total protein.
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Supplemental Table 1 Screen of Small Molecules to Identify Pathways Affecting HNF4A.
A) All Molecules Screened: Complete list of small molecules present in the TOCRIS library
that was used in the intial screen. B) Primary Hits: Small molecules found to impact HNF4A
protein levels. C) Functional Partners: Proteins defined to interact with small molecules that
affect HNF4A levels.

Click here to Download Table S1

Supplemental Table S2. Primers used for PCR amplifications

Click here to Download Table S2

C
o
)

©

£
fu
L
£

o

|

©
-

C

(0]

£
Q

o

Q

>
(2]

L]
+

[

(0]

£

Q
o

()

>

(O]
(@]


http://www.biologists.com/DEV_Movies/DEV146845/TableS1.xlsx
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