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Abstract
Interventions such as dietary restriction (DR) have been reported to ameliorate age-related
proteasome inhibition in some tissues, suggesting that there may be plasticity in the proteasome
proteolytic pathway which contributes to the preservation of proteasome function. Currently it is not
known what effects aging and DR have on proteasome plasticity and proteasome biogenesis in the
liver and brain, nor have previous studies identified the links between changes in proteasome
plasticity, biogenesis, and activity in the aging brain and liver. In the present study we demonstrate
that the brain and liver exhibit age-dependent decreases in 26S and 20S proteasome activity.
Additionally, our studies demonstrate that the brain and liver undergo selective changes in
proteasome plasticity, and increases in proteasome biogenesis in response to aging and DR, with the
liver exhibit more robust plasticity as compared to the brain. Lastly, studies demonstrated that aging
and DR alter the interaction of Hsp90 with the 20S proteasome complex in the brain and liver. These
studies affirm the dynamic nature of the proteasome complexes in both the liver and brain following
aging and DR, and indicate that the relationship between proteasome plasticity/biogenesis and
proteasome activity in tissues is extremely complex.

Keywords
Hepatocyte; Neuron; Oxidative stress; Ubiquitin Proteasome Pathway

1. Introduction
Protein degradation is essential for life and not surprisingly compromises in intracellular
proteolysis are believed to mediate deleterious effects on cellular homeostasis (Sullivan et al.,
2004; Cecarini et al., 2007; Van Tijn et al., 2008; Petropoulos et al., 2006). Compromises in
the proteasome proteolytic pathway are known to occur during the aging of many tissues
(Widmer et al., 2006; Carrad et al., 2003; Kapphahn et al., 2007) and numerous lines of
evidence suggest that proteasome-mediated protein degradation may potentially contribute to
the progression of both aging and age-related disease (Keller et al., 2000b; 2006; Breusing and
Gurne, 2008; de Vrij et al., 2004). Additionally, studies have demonstrated that dietary
restriction (DR) is capable of ameliorating age-related declines in proteasome-mediated protein
degradation in some tissues, although it is clear that DR does not preserve proteasome function
in all tissues and experimental conditions (Aksensova et al., 1998; Goto et al., 2007; Radak et
al., 2002; Li et al., 2008; Zhang et al., 2007).
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Proteasome-mediated protein degradation is achieved by the activity of the 26S and 20S
proteasome complexes, which are large protein complexes of ∼2500 kDa and ∼700 kDa,
respectively (Peters et al., 1994; Coux et al., 1996; Dahlmann et al., 1995; Hilt and wolf,
1996). The 20S proteasome is the core unit of the proteasome degradation system, and is
responsible for all proteolytic activity of the proteasome. The 19S/PA700 regulator and the
11S/PA28 complexes can bind to the 20S proteasome to form a 26S proteasome complex,
which mediates the degradation of proteins tagged with ubiquitin in an ATP dependent pathway
(Ciechanover et al., 2000; Pickart., 2001), where as oxidized proteins and ornithine
decarboxylase appear to be degraded in an ATP independent pathway by the 20S proteasome
(Grune et al., 1996; 2003; Shrigarpure et al., 2003).

Proteasome biogenesis in eukaryotes is a multi step process, which requires several chaperones
and accessory proteins including the chaperone UMP1 in yeast (m/hUMP1, POMP1,
proteoassemblin) (Ramos et al., 1998; Witt et al., 2004) and the Proteasome Assembling
Chaperones 1-4 (PAC1-4) (Le Tallec et al., 2007; Hirano et al., 2005; 2006). Despite the
tremendous progresses which have been made in regards to our understanding of the molecular
and cellular basis of proteasome biogenesis, it currently is unclear how proteasome biogenesis
may be altered in tissues such as the brain and liver during aging and DR. However, recent
studies have suggested that age-related changes in proteasome function in the heart and spleen
may be due in part to modulation of proteasome biogenesis (Li et al., 2008; Zhang et al.,
2007).

The majority of work thus far on the regulation of proteasome activity in vivo has focused on
the role of post-translational modifications, in particular oxidative damage (Amici et al.,
2003; Friguet and Szweda, 1997; Stadtman 1992) as modulators of proteasome function.
However, recent studies have demonstrated that interactions between Hsp90 and the
proteasome may be another mechanism by which proteasome function is regulated in response
to aging and DR. For example, addition of Hsp90 to 20S proteasomes was found to protect the
trypsin-like activity of the proteasome from oxidative inactivation by metal catalyzed oxidation
and 4-hydroxy-2-nonenal treatment (Conconi et al., 1996; 1998).

Understanding how aging and DR alter the expression, composition, biogenesis, and activity
of the proteasome complexes is important to understanding the basis of aging and DR effects
on tissues. In the current study, we demonstrate that both the brain and liver undergo changes
in proteasome activity, plasticity, and biogenesis. Our findings indicate that the liver undergoes
more robust age-related changes in multiple aspects of proteasome plasticity, as compared to
the brain, with the 26S proteasome more affected by aging and DR than the 20S proteasome.
Cumulatively our studies indicate that the effects of aging and DR on proteasome plasticity,
proteasome biogenesis, and proteasome activity appear to be extremely complex.

2. Materials and Methods
2.1. Materials

The proteasome substrate Suc-Leu-Leu-Val-Tyr-AMC (for measurement of chymotrypsin-
like activity) was purchased from Bachem Inc., (Torrance, CA, USA). The antibodies used in
this study were antibodies against 20S proteasome core subunits, Rbt (EMD Chemicals,
Gibbstown, NJ, USA), Alpha 7 or C8 (clone MCP72) subunit 20S proteasome- mouse mAb,
19S regulator ATPase subunit Rpt3 (S6b,TBP7) -mouse mAb, Subunit β5 for 20S proteasome-
Rbt (BIOMOL International, Plymouth meeting, PA, USA), Anti-Hsp90 mouse antibody
(Assay Designs, Ann Arbor, MI, USA), 11S regulator subunit PA28 alpha rabbit polyclonal
antibody (BIOMOL international Plymouth meeting, PA, USA), and DSCR2 (PAC1) mouse
monoclonal antibody (ABNOVA, Walnut, PA, USA). All the HRP conjugated secondary
antibodies were purchased from Vector Laboratories, USA. MG132 was purchased from EMD
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Chemicals (Gibbstown, NJ, USA). The Superose-6 HR 10/300 (Cat# 17517201) gel filtration
column was purchased from GE Life Sciences (Piscataway, NJ, USA). The BCA (Cat# 23223)
and micro-BCA (Cat#23235) reagents were purchased from Thermo Scientific, Inc. (IL, USA).
All electrophoresis and immunoblot reagents were purchased from Bio-Rad Laboratories
(Hercules, CA, USA). All other items and chemicals including protein A-agarose beads were
purchased from Sigma-Aldrich, Corp. (St. Louis, MO, USA).

2.2. Animal tissues
Male Helicobacter-free F344/Brown Norway (F344 × BN F1) rats were obtained from the NIA
Dietary Restriction (DR) colony. The rats in this study consisted of 6 three month-old ad
libitum (AL), 6 twenty five month-old AL, and 6 twenty five month-old DR rodents. All
animals were handled and euthanatized in accordance with IACUC approved protocols at the
Pennington Biomedical Research Center.

2.3. Preparation of liver homogenates and separation of 20S and 26S proteasomes by gel
filtration chromatography

The separation of proteasomes from liver lysates using Superose 6 Gel filtration column was
done as described previously (Brooks et al., 2000) with some minor modifications. Liver tissues
were homogenized in buffer containing 20 mM Tris-HCl pH-7.4, 5 mM ATP, 10% Glycerol
and 100 mM NaCl. Lysates were centrifuged at 19,000 × g for 20 minutes. All the steps were
performed either on ice or below 10°C. One hundred microliters of the resulting solution (∼2
mg) was loaded on to Superpose 6 HR 10/300 Gel filtration column (GE Life sciences)
equilibrated with the buffer containing 100mM NaCl, 20mM Tris-HCl pH-7.4, 5mM ATP and
10% Glycerol which are the buffer conditions for separating the different proteasome
complexes (Brooks et al., 2000) and eluted with same buffer. All the lysates belonging to
different age groups were run under similar conditions with equal amounts (2mg) of protein.
The 500 μl fractions were collected at a flow rate of 0.3mL/min. The fractions were numbered
as per their elution from the column. The peak fractions corresponding to 26S and 20S
proteasomes were determined by specific activity assays and characterized by Western blotting
analysis using antibodies against 20S proteasome subunits (alpha 7 and beta 5), 19S complex
(S6b subunit) and also to alpha subunits of 11S complex (PA28) as described in previous studies
(Brooks et al., 2000; Bose et al., 2001).

2.4. Protein estimation
Protein concentration of the crude lysates or FPLC separated fractions of liver and brain was
estimated using either BCA or micro BCA reagent (Thermo Scientific) as described by the
manufacturer.

2.5. Assays for proteasome activity
Assays for Chymotrypsin like activity of proteasomes were performed using fluorogenic
Succinyl-Leu-Leu-Val-Tyr-AMC as a substrate. All assays were carried out in 250 μl of
activity assay buffer in a 96 well black assay plate with clear bottom as described previously
by our laboratory (Dasuri et al., 2009). In each well we added 50 μl of each Superose -6 fraction,
and 40 μM of substrate. The 26S proteasome activity assay was carried out in the presence of
2mM ATP where as 20S proteasome activity was carried out in the presence of 0.02%SDS
which activates 20S proteasomes and partially inhibits the 26S proteasome activity as described
previously (Brooks et al., 2000). The reaction mixture was incubated for 3 hours at 37°C and
the fluorescence of the released AMC product was measured in Perkins-Elmer plate reader at
an emission wavelength of 355 nm and an excitation wavelength of 460 nm. The background
fluorescence values obtained by incubating the fractions with MG132 were subtracted from
activity values and the difference in activity was considered as the actual activity of the
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proteasome. Relative proteasome activities were represented as μM AMC formed/hour per mg
of protein.

2.6. Immunoprecipitation with Hsp90
Equal amounts of Brain and Liver lysates in PBS buffer containing 0.2%Triton X-100 and
Proteasome inhibitor cocktail were incubated overnight with 20S proteasome antibodies
against the core subunits. The precipitated protein-antibody complexes were pulled down using
Protein A-agarose beads and then the beads were washed for 4X times with PBS buffer
containing 0.2%Triton X-100. Complexes were separated by SDS-PAGE and then
immunoblotted with anti-HSP90 antibodies. Control experiment was done, where the lysates
were incubated with beads alone without antibody, to establish the background signal for the
immunoprecipitation procedure.

2.7. Western blotting
The protein samples were boiled in Laemmlli sample buffer and loaded on to BioRad Precast
Criterion gels and immunoblotted with specified antibodies as described previously by our
laboratory (Dasuri et al., 2009). All blots presented in individual figures were developed
simultaneously on the same film to ensure equal exposure.

3. Results
3.1. Analysis of Proteasome Activity

In order to conduct analysis of proteasome complexes from liver lysates, we have used Fast
Protein Liquid Chromatography (FPLC), using Superose-6 HR 10/300 gel filtration column
as described previously (Brooks et al., 2000). Analysis of brain and liver proteasome complexes
revealed that aging induces robust declines in both 20S and 26S proteasome activities in both
tissues (Figure 1). Dietary restriction (DR) was observed to not have significant effects on age-
related proteasome inhibition in the liver, but did promote the amelioration of age-related
inhibition of the 26S proteasome in the brain (Figure 1). No significant effect of DR on 20S
proteasome activity was observed in either tissue (Figure 1). It should be noted that the activity
and levels of proteasome complexes is much lower in the brain compared to liver (Figure 1),
consistent with previous studies (Dasuri et al., 2009).

3.2. Brain and liver differ in composition of proteasome subunits following aging and DR
In our next set of experimentation we sought to determine whether the composition of core
proteasome subunits is altered in response to aging and DR, and to elucidate whether the liver
and brain differ in regards to potential changes in proteasome composition. In this and all
Western blot analysis the blots depicted in each figure were all developed simultaneously on
the same film to ensure the same duration of film exposure. In our analysis we observed that
in the brain the levels of the alpha-7/C8 proteasome subunit are decreased in the 26S
proteasome of the aged brain, which is reversed by DR (Figure 2). In contrast in the liver there
was an age-related increase in alpha-7/C8 proteasome subunits within the 26S proteasome
complex (Figure 2), which was also partially reversed by DR. The levels of the 19S/S6b
proteasome subunit were increased in the 26S proteasome complex in both the brain and liver
of aged rodents (Figure 3), which was reversed by DR in both tissues. The levels of beta-5
proteasome subunit were observed to be relatively unchanged in all experimental conditions
in the brain (Figure 4), while the liver exhibited a significant decline in beta-5 expression in
the 20S proteasome complex with age (Figure 4), that was reversible by DR (Figure 4). Taken
together, these data are consistent with the 20S and 26S proteasome complexes undergoing
changes in composition, and potentially even changes in the level of proteasome complexes,
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in response to aging and DR, with the liver showing a greater degree of plasticity as compared
to the brain.

3.3. The brain and liver exhibit differences in regards to the age and DR induced changes in
11S/PA28 proteasome regulator and proteasome assembly chaperone, PAC1

In the next set of experimentation we sought to examine the effects of aging and DR on the
levels of 11S/PA28 caps of the proteasome complexes, as well as the levels of proteasome
biogenesis. In these studies we observed that the levels of 11S/PA28 were significantly
increased by aging and DR in the liver (Figure 5), while the brain exhibited little difference in
any of the experimental paradigms. We next conducted analysis of PAC1, an essential regulator
of proteasome biogenesis (Hirano et al., 2005;2006;Le Tallec et al., 2007), in fractions
containing complexes of proteasome precursors. These studies revealed that in the aging brain
and liver there was a significant increase in proteasome biogenesis (Figure 6), which remained
elevated in DR rodents. The levels of biogenesis appeared to be dramatically more robust in
the liver as compared to the brain (Figure 6).

3.4. The brain and liver exhibit age-related increases in Hsp90-proteasome interactions
In the last set of experimentation we sought to elucidate whether we could detect Hsp90-
proteasome interactions in both the brain and liver, and to elucidate whether aging and DR
alter the level of such interactions. In the first step of this analysis we observed that in the brain
there was no significant alteration in the level of Hsp90 within the crude lysate (Figure 7),
while in the liver there was a significant decline in Hsp90 levels in the crude lysate that was
significantly ameliorated by DR (Figure 7). In the analysis of Hsp90 proteasome interactions
we observed that following immunoprecipitation with an antibody that recognizes multiple
core subunits of the 20S complex (Gong et al., 2007), there was an enhanced level of Hsp90
immunoreactivity within the 20S proteasome immunoprecipitate of aged liver and aged brain
fractions (Figure 7). Increased levels of Hsp90 interactions with the proteasome complex were
sustained in the brain and liver of DR rodents (Figure 7), although there appeared to be a slight
reduction in the levels of such interactions as compared to age-matched ad libitum animals.

4. Discussion
Age-related declines in 20S and 26S proteasome activity occurred in both the brain and liver
consistent with other studies that have demonstrated decreased levels of proteasome activity
in these same tissues (Shibatini et al., 1996 a, b; Conconi et al., 1996; Keller et al., 2000 a,
b). However in contrast to previous studies (Shibatini et al., 1996a, b; Conconi et al., 1996),
in the current study we did not see significant effects of DR on the activity of the 26S
proteasome in the liver. A significant effect of DR on 26S proteasome activity was observed
in the brain consistent with previous studies (Keller et al., 2000 a, b). In neither the brain or
liver did we see significant effects of DR on the 20S proteasome complex. While the basis for
the differences between our studies and previous publications remains unclear, it is possible it
is based on the fact many previous studies relied solely on analysis of proteasome activity in
crude lysates as compared to purified proteasome complexes utilized in the present study. It is
also important to note that previous publications using DR tissue have reported a lack of DR-
induced preservation of proteasome function similar to our present findings (Shibatini et al.,
1996 a, b; Conconi et al., 1996). Regardless, our studies are the first to study the levels of
proteasome activity, proteasome plasticity, and proteasome biogenesis in either the liver or
brain. Additionally, these are the first studies to simultaneously examine each of these aspects
in the context of both DR and aging. Together, these data provide several important findings
in regards to understanding how aging and DR differentially impact the proteasome complexes
present in the liver and brain.
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The brain was observed to have lower levels of proteasome activity as compared to the liver,
consistent with our previous study (Dasuri et al., 2009), and to exhibit lower levels of
proteasome plasticity. For example, age- and DR-related changes in alpha7/C8 19S/S6B,
beta-5, and proteasome biogenesis were all more robust in the liver as compared to the brain.
While the basis for these observations are not clearly known, one can reasonably speculate that
higher mitotic capacity of the liver may be responsible for the observed findings. Alternatively,
even though the brain and liver are highly metabolic tissues, it may be that the influence of
aging and DR on the liver is more robust in terms of the effects of metabolic-proteasome
interactions. Regardless, our studies strongly support the concept of the liver being able to
exhibit significantly greater levels of proteasome plasticity as compared to the brain. Equally
clear, our studies indicate that the 26S proteasome activity is preserved in the brain in response
to DR, but not preserved in the liver in response to DR. Taken together, these data indicate that
the level of proteasome activity may not be dictated by changes in proteasome plasticity or
proteasome biogenesis per se. These studies suggest that the ability to suppress age-related
changes in proteasome function may be mediated by events such as decreases in the oxidative
modification to the proteasome complex (Louie et al., 2002; Viteri et al., 2004) as has been
reported previously. The ability of DR to preferentially affect 26S as compared to the 20S
proteasome complex is also in line with previous studies which suggested that the 26S is more
vulnerable to oxidant-induced inactivation (Reinheckel et al., 1998; 2000). Currently it is not
clear what the function of altered proteasome plasticity and proteasome biogenesis in response
to aging and DR may serve. It may be possible for example that changes in composition arise
as the result of proteasome subunits altering their expression in response to stressors. For
example, it has been reported that cells tries to increase the levels of 11S during some oxidative
stress conditions (Beedholm et al, 2004). Similarly, studies from our laboratory have
demonstrated that oxidative stressors increase the expression of inducible proteasome subunits
in neural cells (Ding et al., 2003). Regardless, our studies strongly caution against interpreting
studies demonstrating proteasome plasticity and proteasome biogenesis, as being indicative of
conditions where proteasome activity is preserved.

Previous studies indicate that the biogenesis of the 20S occurs in an ordered set of steps starting
with the formation of alpha rings onto which beta subunits can assemble, which then results
in the formation of precursor complexes involving several proteasome assembly chaperones
(PACs) (Ramos et al., 2008). It was previously found in mammalian cells that low
concentrations of proteasome inhibitor administration resulted in enhanced gene expression of
proteasome subunits leading to increased de novo proteasome biogenesis (Meiners et al.,
2003; Ding et al., 2004). Proteasome inhibition with MG132 in HEK293 resulted in
accumulation of PAC1, PAC-2 in fractions with fully assembled proteasomes, indicating that
PACs remain associated with assembly intermediates until they are degraded upon formation
of mature proteasome (Hirano et al, 2005). Our immnunoblot analysis with FPLC separated
fractions of liver and brain lysates indicates that there is an age-related increase in the level of
PAC-1 protein complexes in fractions containing proteasome assembly intermediates. Western
blot analysis of the fractions containing PAC-1 showed the presence of alpha subunits in those
fractions, but did not show the presence of beta-5 subunits (results not shown). Our immunoblot
analysis also did not show any signal for the presence of PAC-1 protein in fractions containing
20S proteasomes. These studies suggest that proteasome biogenesis in the liver and brain occurs
in conditions where proteasome inhibition is present. These are the first data to demonstrate
increased proteasome biogenesis in liver and brain in response to aging and DR. Based on our
data and previous reports we believe such increases in biogenesis may be generated in an
attempt to overcome the stresses of aging by increasing the capacity of proteasome mediated
protein degradation, even though such increases in biogenesis appear ultimately unable to
increase the amount of proteasome activity.
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Increased levels of Hsp90 were observed in 20S proteasome fractions from 25 month-old AL
and DR liver, as compared to 3-month liver and brain. Previous studies demonstrate that Hsp90
interactions with the proteasome are beneficial to the preservation of proteasome function
(Conconi et al., 1996; 1998). While we are not certain of the cause for this increased recruitment
of Hsp90 to the 20S proteasome during aging, we believe that there are at least two likely
causes for this observation. Firstly, Hsp90 may be recruited to the proteasome as the result of
the increase in oxidative modifications of the 20S proteasome during aging. Alternatively, the
observed changes in proteasome composition with aging may also provide a basis for increased
Hsp90 recruitment to the 20S proteasome during aging. For example, it is possible that Hsp90
association with 20S may be involved in rescuing only the trypsin like activity of 20S
proteasome as reported previously in rat muscle tissue (Selsby et al., 2005), due to Hsp90
preferentially interacting with selected proteasome subunits. It is important to point out that
the level of Hsp90 in the crude lysates is decreased in the aging liver relative to either young
or DR rodents, which was not observed in the brain, and that even with such gross reductions
in Hsp90 the levels of Hsp90 interactions with the 20S proteasome were observed to be
increased with aging.

An increasingly studied area of aging research is focused on the topic of hormesis, whereby
low levels of stress can stimulate cells to increase the levels of protective proteins and processes
(Ali and Rattan, 2006; Rattan, 2006), which can subsequently protect cells from the toxicity
associated with exposure to multiple stressors. Some studies have suggested that the
proteasome may play an important role in hormesis by contributing to maintenance of protein
turnover during periods of stress (Ali and Rattan, 2006). In previous studies from our laboratory
we demonstrated that neural cells respond to low level oxidant exposure by increasing the
expression of inducible proteasome subunits (Ding et al., 2003). Our present data indicate that
as part of normal aging the liver and brain exhibit altered levels of individual proteasome
subunits in the 26S and 20S complexes, and exhibit increased proteasome biogenesis. The
current study suggest that such alterations may not rescue or preserve proteasome function,
and highlight the complexity in understanding the relationship between proteasome expression/
biogenesis and proteasome activity in tissues.
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Figure1. Aging decreases proteasome activity in brain and liver
Rat liver (A) and brain (B) lysates were fractionated on Superose- 6 HR 10/300 gel filtration
chromatography column and 500 μl fractions were collected as described in methods section.
Fractions were then assayed for proteasome activity using Succinyl-Leu-leu-Val-Tyr-7-
amido-4-methylcoumarin as substrate under conditions optimized for 26S proteasomes
(+ATP) and for 20S proteasomes (+0.02% SDS). The peak fractions showing 26S and 20S
proteasome activity are indicated in the figure. 3 M: 3 month AL; 25 M: 25 month AL; DR,
25 month dietary restricted. Results represent the mean of three sets of experiments done under
similar conditions.
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Figure 2. Expression of Alpha-7/C8 proteasome subunits of proteasome are altered by aging and
dietary restriction
A 30 μl aliquot of each of the chromatography column fraction obtained after gel filtration of
liver and brain lysates on Superose-6 HR10/300 column, were separated by SDS-PAGE and
immunoblotted using 20S proteasome antibodies specific to α7 subunit. 3 M: 3 month AL; 25
M: 25 month AL; DR, 25 month dietary restricted. Results represent two sets of experiments
done under similar conditions.
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Figure 3. Expression of S6b proteasome subunits of 19S proteasome regulator are altered by aging
and dietary restriction
A 30 μl aliquot of each of the chromatography column fraction obtained after gel filtration of
liver and brain lysates on Superose-6 HR10/300 column were separated by SDS-PAGE and
immunoblotted using 19S proteasome antibodies specific to S6b subunit. 3 M: 3 month AL;
25 M: 25 month AL; DR, 25 month dietary restricted. Results represent two sets of experiments
done under similar conditions.
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Figure 4. Expression of Beta 5 proteasome subunits of proteasome are altered by aging and dietary
restriction
A 30 μl aliquot of each of the chromatography column fraction obtained after gel filtration of
liver and brain lysates on Superose-6 HR10/300 column, were separated by SDS-PAGE and
immunoblotted using 20S proteasome antibodies specific to Beta5 subunit. 3 M: 3 month AL;
25 M: 25 month AL; DR, 25 month dietary restricted. Results represent two sets of experiments
done under similar conditions.
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Figure 5. 11S/PA28 proteasome regulator levels are altered by aging and dietary restriction
A 30 μl aliquot of each of the chromatography column fraction obtained after gel filtration of
liver and brain lysates on Superose-6 HR10/300 column, were separated by SDS-PAGE and
immunoblotted using 11S proteasome regulator antibodies against α- subunits. 3 M: 3 month
AL; 25 M: 25 month AL; DR, 25 month dietary restricted. Results represent two sets of
experiments done under similar conditions.
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Figure 6. Increased expression of the proteasome biogenesis protein PAC1 with aging and caloric
restriction
A 30 μl aliquot of each of the chromatography column fraction, separated on Superose-6 HR
10/300 column from each age group of the liver and brain lysates, were separated by SDS-
PAGE and immunoblotted with proteasome assembly chaperone (PAC1) antibodies. 3 M: 3
month AL; 25 M: 25 month AL; DR, 25 month dietary restricted. Results represent two sets
of experiments done under similar conditions.
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Figure 7. The association of Hsp90 with proteasome complexes is altered by aging and dietary
restriction
The levels of Hsp 90 in the crude lysates (A) of liver and brain were analyzed by
immunoblotting with antibodies against Anti-Hsp90. Levels of Hsp 90 associated with 20S
proteasomes in liver and brain lysates (B) were analyzed by immunoprecipitation with 20S
proteasome antibodies against core subunits and immunoblotting with antibodies against
Hsp90. Ctrl: control experiment where the lysates were incubated with beads alone without
antibody for the background. 3 M: 3 month AL; 25 M: 25 month AL; DR, 25 month dietary
restricted.
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