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The mRNA and protein expression in Saccharomyces cerevisiae
cultured in rich or minimal media was analyzed by oligonucleotide
arrays and quantitative multidimensional protein identification
technology. The overall correlation between mRNA and protein
expression was weakly positive with a Spearman rank correlation
coefficient of 0.45 for 678 loci. To place the data sets in a proper
biological context, a clustering approach based on protein path-
ways and protein complexes was implemented. Protein expression
levels were transcriptionally controlled for not only single loci but
for entire protein pathways (e.g., Met, Arg, and Leu biosynthetic
pathways). In contrast, the protein expression of loci in several
protein complexes (e.g., SPT, COPI, and ribosome) was posttran-
scriptionally controlled. The coupling of the methods described
provided insight into the biology of S. cerevisiae and a clustering
strategy by which future studies should be based.

Ithough quantitative and global analysis of mRNA expres-

sion has provided comprehensive access to the transcrip-
tome of a cell (1), posttranscriptional regulatory mechanisms (2)
can result in discordant mRNA and protein abundances (3, 4) or
mRNA and protein expression changes resulting from a stimulus
(5, 6). To date, the largest study analyzing the correlation
between protein and mRNA expression was of 245 loci from
which a weakly positive correlation between mRNA and protein
expression ratios was determined (6). In each analysis described
so far, the correlation of mRNA and protein abundance or
expression of a limited number of highly abundant proteins has
been discussed. Current quantitative proteomic analyses have
not gathered comprehensive enough data sets to detail patterns
in the correlation of mRNA and protein expression and develop
strategies by which to organize the correlated expression data
sets.

Metabolic labeling by growth of cells in media with either N
or N as the sole nitrogen source has been demonstrated as a
potential method for quantitative proteomics in Saccharomyces
cerevisiae (7, 8). In the current paper we compared the mRNA
and protein expression changes of the S. cerevisiae strain S288C
when cultured on either rich media (yeast extract/peptone/
dextrose, YEPD) or minimal media with either N or N
ammonium sulfate as the sole nitrogen source by using oligo-
nucleotide array analysis (9) and quantitative (8) multidimen-
sional protein identification technology (MudPIT) (10-12). The
control of amino acid biosynthesis in §. cerevisiae has been
reviewed (13), transcriptional analyses of 3-aminotriazole-
induced amino acid starvation by cDNA array analysis (14), and
oligonucleotide array analysis of culturing in rich or minimal
media (9) have been carried out. Despite the previous analyses
of amino acid biosynthesis, the coupled mRNA and protein
expression analyses by oligonucleotide arrays and quantitative
proteomics described herein provided novel insight into the
biology of S. cerevisiae. To determine the effect of culturing S.
cerevisiae on rich or minimal media, we clustered the mRNA and
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protein expression data set based on biochemically characterized
protein pathways and complexes described in the literature and
accessed via the Yeast Proteome Database (15) and MIPS (16)
because a comparative assessment of the two global protein
complexes analysis in S. cerevisiae postulated that >50% of the
data sets are spurious (17).

Materials and Methods

Materials. Ammonium-"N sulfate (99 atom %) and ammonium-
14N sulfate (99.99 atom %) were products of Aldrich (Milwau-
kee, WI). Difco bacto peptone, dextrose, yeast extract, and yeast
nitrogen base without amino acids or ammonium sulfate were
products of Becton Dickinson Microbiology Systems (Sparks,
MD). Glacial acetic acid and HPLC-grade acetonitrile (ACN)
and HPLC-grade methanol was purchased from Fischer Scien-
tific. Heptafluorobutyric acid (HFBA) was obtained from
Pierce. All other chemical reagents were obtained from Sigma.

Growth of S. cerevisiae After preparing overnight cultures in
identical pH-controlled medias, S. cerevisiae strain S288C was
grown to mid log phase (ODgpo = 0.6) in YEPD (10 g of Bacto
yeast extract, 20 g of Bacto peptone, and 20 g of dextrose per
liter), "N or N minimal media (1.7 g of yeast nitrogen base
without amino acids and ammonium sulfate, 20 g of dextrose,
and 5 g of either ammonium sulfate per liter) at 30°C followed
by centrifugation at 1,000 X g. The pellets were washed three
times with 1X PBS (1.4 mM NaCl/0.27 mM KCI/1 mM
Na,HPO,4/0.18 mM KH,POy, pH 7.4). After washing, samples
were prepared as described below for oligonucleotide array
analysis or MudPIT. S. cerevisiae was cultured in each type of
media three independent times, and each set of three cultures
was independently analyzed by oligonucleotide array analysis
(Affymetrix, Santa Clara, CA) (9) and quantitative MudPIT (8)
as described below.

Oligonucleotide Array Analysis of mRNA Expression. Total yeast
RNA was isolated by hot phenol extraction, and all array
hybridizations were carried out at 45°C for 16 h in duplicate as
described (9). Microarray analysis was performed according to
the manufacturer’s instructions and as described (9). Briefly, 5
pg total RNA was converted to cDNA and used as a template
to generate biotinylated cRNA. After fragmentation, cRNA was
hybridized to an Affymetrix S98 Yeast arrays as described in the
standard protocol outlined in the GeneChip Expression Analysis
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Technical Manual (Affymetrix). After sample hybridization,
arrays were washed and scanned at a resolution of 3 uM by using
a commercially available confocal laser scanner (Affymetrix).
Scanned image files were visually inspected for artifacts and
analyzed with GENECHIP 3.1 (Affymetrix). The data were nor-
malized by setting the mean hybridization signal for each sample
equal to 200. Initial data processing was accomplished with
Affymetrix GENECHIP software.

Preparation of Samples for Quantitative Proteomic Analysis. The
soluble portion of the proteome of S. cerevisiae was prepared by
sodium carbonate extraction as described (8). The protein
content of the supernatant from each of the three cell lysates was
determined by the microBCA protein assay (Pierce). Two sam-
ples were then generated for subsequent analysis. First, the
control sample contained equal protein amounts from the
supernatant of the lysis of cells grown in N or N minimal
media. Second, the experimental sample contained equal pro-
tein amounts from the supernatant of the lysis of cells grown in
15N minimal media or YPD media. After mixing, each of the
samples was brought to 8 M urea and the pH was adjusted to pH
8.5. From this point forward, each sample was prepared for
MudPIT analysis as described (8).

Multidimensional Protein Identification Technology Analysis of Quan-
titative Complex Peptide Mixtures. A Finnigan DECA ion trap
mass spectrometer (Finnigan MAT, San Jose, CA) was inter-
faced with a quaternary HP 1100 series HPLC pump (Agilent
Technologies, Palo Alto, CA) and a fritless capillary fused silica
microcolumn (100 pwm i.d. X 365 um o.d.) packed with reverse
phase (5-um Zorbax Eclipse XDB-C;s, Agilent Technologies)
and strong cation exchange (5 wm Partisphere, Whatman,
Clifton, NJ) packing materials as described (11, 18). A fully
automated 13-cycle chromatographic run was carried out on
each sample by using the four buffer solutions used for the
chromatography consisting of 5% ACN/0.012% HFBA/0.5%
acetic acid, 80% ACN/0.012% HFBA/0.5% acetic acid, 250 mM
ammonium acetate/5% ACN/0.012% HFBA/0.5% acetic acid,
and 500 mM ammonium acetate/5% ACN/0.012% HFBA/
0.5% acetic acid (8).

With the resulting data set collected, the SEQUEST algorithm
(19) was used to interpret the tandem mass spectra generated as
described (8). Briefly, the SEQUEST (19) algorithm was run two
separate times on each of the three data sets against the
yeast_orfs.fasta database from the National Center for Biotech-
nology Information. Each sample had to be run twice to
separately detect and identify peptides from the N minimal
media sample and from the N minimal media sample by using
two separate SEQUEST parameters files where the masses of
each amino acid was set to the corresponding growth conditions
and nitrogen content therein. In both the resulting N and *N
data sets, a list of positive peptide identifications was determined
by filtering the SEQUEST results based on the charge state of
the peptide, the ACn value of the SEQUEST result, the tryptic
nature of the peptide, and the Xcorr value of the SEQUEST
result as described (10-12). The relative abundances of peptides
detected and identified in any given MudPIT analysis were
computationally determined as described previously (8).

Results and Discussion

Global mRNA and Protein Expression Analysis. S. cerevisiae was
cultured in each type of media (YEPD, *N minimal media, and
I5N minimal media) three independent times, and each set of
three cultures was independently analyzed by oligonucleotide
arrays (9) and quantitative MudPIT (8) as described below. At
both the level of mRNA and protein, the N minimal vs. N
minimal control comparisons demonstrated that the usage of N
ammonium sulfate did not result in any mRNA (Table 2, which
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Fig. 1.  CAl distribution of identified mRNA and protein products from S.
cerevisiae loci. (A) The 3,776 loci for which the mRNA had an intensity of at
least 50 counts, as detected by Affymetrix oligonucleotide array analysis, are
shown as a function of the CAI of the given loci. The soluble portion of the
protein from each sample was analyzed by means of quantitative multidi-
mensional protein identification technology as ratio mixtures of N or >N
proteins from cells grown in YEPD or minimal media. (B) The CAl distribution
of the 688 loci for which the protein product was reproducibly detected,
identified, and quantified from the YEPD vs. >N minimal media sample, which
was composed of a 1:1 mix of proteins from the soluble extract of cells grown
in each of these media.

is published as supporting information on the PNAS web site,
WWW.pnas.org) or protein expression changes (data not shown).
For example, an ANOVA analysis of the oligonucleotide array
data set demonstrated that there was no statistically significant
2-fold or greater difference in mRNA expression (P < 0.05)
between the YN minimal and >N minimal data sets of loci with
intensities >50 counts (Table 2). Therefore, the use of different
mass labels has negligible effects on mRNA or protein expres-
sion patterns in yeast. The carbonate-extracted proteome of S.
cerevisiae cultured in rich media was compared with that of cells
grown on >N minimal media, and a total of 688 proteins and
1,889 peptides were detected, identified, and quantified in at
least two independent MudPIT analyses from three independent
cultures (Table 3, which is published as supporting information
on the PNAS web site). The full data set of loci for which both
mRNA and protein expression ratios were determined of S.
cerevisiae cultured on rich and minimal media is available in
Table 3.

A key requirement of a quantitative proteomic analysis is the
ability to reproducibly detect, identify, and quantify low-
abundance proteins. The codon adaptation index (CAI) has
been shown to be a positive predictor of mRNA abundance in S.
cerevisiae (20) and is used as a potential predictor of protein
abundance where CAI values <0.2 represent low abundance
proteins. Proteins with CAI values <0.2 are generally difficult to
detect and identify via two-dimensional polyacrylamide gel
electrophoresis (21). The CAI distribution of both the mRNA
and protein expression ratio data sets from the current analysis
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Fig. 2.  Scatter plot representation of the correlation between mRNA and
protein expression ratios. The log, value of the mRNA and protein ratios of
expression in YEPD media vs. >N minimal media for each locus was calculated
and plotted for the 678 loci for which positive oligonucleotide array intensities
and protein expression ratios were determined. A solid line is shown to
represent the perfect positive correlation line. In addition, the open boxes
shown indicate a grouping of each data point from loci in the methionine
biosynthetic pathway from Table 3. The names of additional selected loci are
also shown.

is shown in Fig. 1. The oligonucleotide arrays (Fig. 14) provided
a much larger data set than the quantitative proteomics analysis
(Fig. 1B). However, quantitative MudPIT reproducibly detected,
identified, and quantified the protein expression ratios for 77 loci
(72 of which had CAT values <0.2) whose mRNA intensities in
both minimal media and rich media were <50 and were not
detectable by oligonucleotide arrays (Table 3).

Correlation of mRNA and Protein Expression. The Spearman rank
correlation coefficient (Sr) has been used previously in an
attempt to correlate mRNA abundance to protein abundance (3,
4) and mRNA expression ratios to protein expression ratios (6).
The Sr for the 678 loci with positive oligonucleotide array
intensities was 0.45, a weakly positive correlation between
mRNA and protein expression ratios. A scatter plot comparing
the mRNA and protein expression ratios for all loci character-
ized is shown in Fig. 2. A majority of the data points deviating
from the perfect positive correlation line shown fall on the y axis
indicating that more loci had altered protein expression and
unchanged mRNA expression than loci having altered mRNA
expression and unchanged protein expression. Furthermore,
several loci from the methionine biosynthetic pathway had a near
perfect correlation between mRNA and protein expression (Fig.
2), indicating that correlation of mRNA and protein expression
should be analyzed at not only the loci by loci level but also at
the protein pathway level.

Expression Clustering by Protein Pathways and Complexes. The
major challenge facing large-scale mRNA and protein expres-
sion analysis is how to interpret the correlated data set. Our
strategy for the contextual analysis of integrated mRNA and
protein expression data sets was based on the presence of loci
analyzed by both methods in protein pathways and protein
complexes. The mRNA and protein expression ratios for the
components of amino acid and purine biosynthetic pathways
(Table 3) were in agreement with the previous analysis of mRNA
expression alterations induced by histidine biosynthesis inhibi-
tion (14) and induced by culturing of S. cerevisiae on minimal
media (9). As shown in Fig. 2 with methionine biosynthetic
pathway components, in the current analysis not only did the
mRNA and protein expression changes of single loci correlate,

Washburn et al.
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Fig. 3. Correlation of mRNA and protein expression of amino acid and
nucleotide biosynthetic pathway components. The mRNA and protein expres-
sion ratios of loci from each of the biosynthetic pathways shown were de-
tected, identified, and quantified as described in Materials and Methods
(Table 3). For each pathway that was represented in Table 3 by at least three
loci, the average mRNA and protein expression ratio for the whole pathway
was determined and plotted. The three-letter code for each pathway shown
is of standard nomenclature except for that representing the biosynthetic
pathways of the aromatic amino acids (Aro), the shared isoleucine/valine
pathway (I/L), and the purine (Pur) and pyrimidine (Pyr) nucleotide biosyn-
thetic pathways. The number in parentheses below each three-letter code
represents the number of loci for which both the mRNA and protein expres-
sion was determined for the given pathway. The open boxes represent the
average mRNA expression ratio of a given pathway, and the filled boxes
represent the average protein expression ratio of a given pathway. The error
bars represent one standard deviation of the data. Annotation of each iden-
tified loci was carried out by accessing the Yeast Proteome Database (15) and
MIPS (16).

but the mRNA and protein expression changes of entire path-
ways correlated (Fig. 3). For example, the mRNA and protein
expression ratios of six loci of the methionine and arginine
biosynthetic pathways had ~10-fold inductions at both the level
of mRNA and protein, and the expression ratios correlated not
only for individual loci (Table 3) but also for the entire pathway
(Fig. 3). Indeed, the probability that mRNA and protein up-
regulated in minimal media were unrelated to those with a MIPS
(16) functional classification of amino acid metabolism was 3.74
E — 37 for up-regulated mRNA and 3.32 E —21 for up-regulated
protein (22). The pattern of the mRNA and protein expression
correlating for an entire pathway could be misleading. In the
aromatic and histidine biosynthetic pathways there appeared to
be no pathway expression changes but the protein expression of
individual loci were overexpressed in minimal media (Fig. 3 and
Table 3). In general, the mRNA and protein expression ratios
correlated for individual loci and entire pathways involved in
amino acid and nucleotide biosynthesis demonstrating that the
protein expression levels for the entire pathways and subsets of
pathways were controlled at the level of transcription.

The mRNA and protein expression ratio changes for several
protein complexes and regulatory factors are shown in Table 1.
Proteins involved in RNA polymerase II transcription (holoen-
zyme, SPT complex, and histone modification) were overex-
pressed in minimal media (Table 1). The protein expression
changes of the transcriptional repressor Tuplp (23), and the
RNA polymerase II holoenzyme components Anclp and Sin4p
(24, 25) are shown in Fig. 4. Tuplp is a general repressor of RNA
polymerase II transcription (23), which was 8-fold overexpressed
in rich media when compared with minimal media (Fig. 44), and
this protein expression change was not detectable at the level of
mRNA (Table 1). Both Anclp and Sin4p were overexpressed in
15N minimal media as indicated in Fig. 4 B and C, and these
changes were not detectable at the level of mRNA (Table 1). The
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Table 1. Expression ratios of protein complex components

Protein complex name (ref.)

Loci characterized*

mRNA expression®

Protein
expression®

RNA Polymerase Il
Holoenzyme (24, 25, 31)
SPT complex (26)

Histone modifications (32-34)

Repression (23)
SIN3 binding (35)
Cytochrome bc1 (36)
COPI complex (37)
GTPases (38)

GEFs (39, 40)

COPIl complex (27)

GTPase
Vacuolar H(+) ATPase (28)
Proteasome (41)

Chaperonin—T (42, 43)
Ribosome (44)

ANC1, SIN4, SSU72* 0.94 +0.26 0.30 = 0.10
SPT4 0.77 =0.75 0.24 = 0.06
SPT6 1.17 £1.19 0.58 = 0.32
SPT5 1.94 +0.75 1.28 £ 0.35
EAF3, SIN3, CPR1S, Yill112W* 1.10 = 0.21 0.35 = 0.17
TUP1 1.10 £ 0.27 8.39 £ 0.53

sTB2* 0.23 £ 1.8 24.0 = 3.6
COR1, OCR2, 7 0.67 = 0.09 0.42 = 0.14
COP1, SEC27, 28 1.16 £ 0.10 0.42 = 0.10
ARF15 1.14 = 0.17 2.11 = 0.26
ARF2 0.66 = 0.20 1.19 = 0.82
GEA2* 0.79 =0.39 0.33 £0.23
GEA1 0.94 = 0.47 0.72 £ 0.29
SYT1 1.25 = 0.55 0.89 = 0.22
SEC13 1.19 *0.50 0.58 = 0.19
SEC23 1.33 £0.45 0.46 = 0.23
SEC24 1.18 = 0.30 0.97 = 0.52
SART 0.81 =0.40 0.96 = 0.10
VMAT, 45, 6, 13, VPH135 0.93 +=0.10 0.48 = 0.09
VMA24 1.01 =0.10 1.72 £ 0.44
VMA5 0.89 = 0.22 0.99 = 0.15
PRE5, 6, PUP3, RPN1, 8 0.97 =0.12 0.94 = 0.10
PRE6 1.10 = 0.38 1.85 + 1.39
CCT72,5,8 1.45 +0.18 1.65 £ 0.21
40S (N = 28) 1.33 £0.15 1.41 £ 0.27
60S-1 (N = 28) 131 £ 0.15 1.37 = 0.37
60S-2 (N = 8)1 1.39 £0.18 3.06 = 0.94

*Both the mRNA and the protein product of each loci presented in this column were detected, identified, and
quantified by using the methods described in Materials and Methods. Annotation of each identified loci was
carried out by accessing the Yeast Proteome Database (15) and MIPS (16).

The average and standard deviation is determined by using the average mRNA or protein expression ratio (YEPD
vs. >N minimal media) of each locus from multiple data sets as described in Table 3.

*The average mRNA intensity value of a given loci as measured by oligonucleotide array analysis was below 50

counts as shown in Table 3.

5The average mRNA intensity value of a given loci as measured by oligonucleotide array analysis was above 2000

counts as shown in Table 3.

TThe mRNA for all eight of the subset of the 60S ribosome had intensities above 2000. The eight loci in this subset
were RPL5, 6B, 8A, 10, 13A/B, 21A/B, 31A/B, and 33A/B.

protein levels of additional loci that are involved in RNA
polymerase II transcription were overexpressed in minimal
media including Eaf3p, Sin3p, Spt4p, Spt6p, Ssu72p, and Stb2p
(Table 1). In the analysis by Wodicka ez al. (9), 140 mRNAs had
at least a 5-fold increase in expression in minimal media, and 36
mRNAs had at least a 5-fold increase in expression in rich media.
In the current study a similar global pattern was seen at the level
of mRNA where the mRNA expression of 80 loci were overex-
pressed by at least 5-fold in minimal media whereas the mRNA
expression of 32 loci were overexpressed by at least 5-fold in rich
media (data not shown). A dramatic decrease in repression and
increase in RNA polymerase II machinery provided a potential
mechanistic explanation for the observations of Wodicka et al.
(9) and those seen in our data where the mRNA of many more
loci were overexpressed in cells cultured in minimal media than
cells cultured in rich media.

The protein expression levels of several loci in protein com-
plexes were not uniformly overexpressed in either media. Of the
three loci in the SPT complex (26), the expression levels of Spt4p
and Spt6p were overexpressed in minimal media, whereas the
Spt5p was unchanged (Table 1). In the COPII complex (27),
Sec24p expression was unchanged, whereas Sec13p and Sec23p
were each overexpressed by 2-fold in minimal media (Table 1).

3110 | www.pnas.org/cgi/doi/10.1073/pnas.0634629100

The protein expression of five loci of the vacuolar H(+) ATPase
complex (28) was increased in minimal media whereas two loci
had unchanged protein expression (Table 1). Lastly, a subset (8
loci) of the 60S ribosomal particle was overexpressed in YEPD,
whereas the protein expression of the 40S ribosomal particle and
the remainder of the 60S ribosomal particle were unchanged in
either media (Table 1). Overall repression of the majority of
ribosomal genes under conditions of amino acid starvation has
been previously seen (14), but this is the first time such an effect
has been seen at the protein level and of a distinct subset of only
one of the ribosomal particles. These results suggest that there
was subcomplex posttranscriptional control of protein expres-
sion levels that may have led to altered protein complex
stoichiometry.

Conclusion

The methods described in this work demonstrated the ability of
quantitative MudPIT to detect, identify, and quantitate the
protein expression of loci whose mRNA was unchanged. How-
ever, the challenge was to determine the biological context of the
changed and unchanged loci. Proteins function in complexes and
pathways, and clustering of an integrated mRNA and proteomic
data set based on this simple fact provided the context to

Washburn et al.
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Fig. 4. Alteration of protein expression of the RNA polymerase Il tran-
scriptional regulatory factors Tup1p, Ancl1p, and Sin4p. (A) Data from one
of the identifications of Tup1p, which was overexpressed in YEPD media by
8.4-fold as compared with minimal media in the combined data set, is
shown. A 200-amu window around the MS elution profile for the *N (M +
2H)2* peptide VCFSPDGKFLATGAEDR from Tup1p is shown at m/z 935.8.
The 5N (M + 2H)2* version of this peptide from cells grown in >SN minimal
media is barely visible at m/z 946.6. In addition, the "*N and '>N peak pair
of an unidentified + 1 peptide is shown at m/z 988.3 and 996.3, respec-
tively. (B) Data from one of the identifications of Anclp, which was
overexpressed in minimal media by 2.7-fold as compared with YEPD media
in the combined data set, is shown. A 200-amu window around the MS
elution profile for the N and >N (M + 2H)2* peptide VIYHLHPTFANPNR
from Ancl1p is shown at m/z 840.2 and 851.6, respectively. In addition, a
portion of the elution profile of the *N and >N peak pair of a peptide from
Rps2pisseen at m/z943.8 and 956.7, respectively. (C) Data from one of the
identifications of Sindp, which was overexpressed in minimal media by
5-fold as compared with YEPD media in the combined data set, is shown.
A 200 amu window around the MS elution profile for the N and >N (M +
2H)2* peptide FKNIIASPLSAGFNYGK from Sin4p is shown at m/z914.0 and
924.3, respectively. In addition, portions of the elution profiles of the N
and >N peak pairs of two unique peptides from Pgk1p are seen at m/z
841.0/851.7 and 884.9/896.0, respectively.
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interpret the biology of the system. At the protein pathway level
we determined that the increase of mRNA and protein expres-
sion in S. cerevisiae cultured in minimal media for several amino
acid (Met, Arg, Glu, and Lys) and the purine biosynthetic
pathways not only correlated on a loci by loci basis but also at the
whole pathway level. In two specific cases, that of the aromatic
amino acid and histidine biosynthetic pathways, whereas the
mRNA and protein expression ratios correlated at the pathway
level and showed no overall change in pathway expression, the
mRNA and protein expression ratios of individual components
in each pathway were overexpressed in minimal media. These
results suggested that there were pathway and subpathway levels
of transcriptional control of protein expression levels.

Clustering of the data set by protein complex yielded novel
insight into the biology of S. cerevisiae cultured in rich and
minimal media by determining the expression change of protein
complexes that have not been previously described (9, 14) and
were not detectable by oligonucleotide array analysis of mRNA
expression. Several protein complexes or subsets of protein
complexes were overexpressed in cells cultured in either media,
and in general the mRNA and protein expression for these
individual loci and whole complexes did not correlate. The
clustering of mRNA and protein expression data by protein
complex suggested that posttranscriptional regulatory mecha-
nisms (2) functions at the level of whole complexes and the
subcomplex level. In the SPT complex (1 of 3 loci), COPII
complex (1 of 3 loci), vacuolar (H)+ ATPase complex (2 of 7
loci), and the ribosome (8 of 36 loci of the 60S subunit), at least
one loci known to be in each complex had unchanged protein
expression, whereas the protein product of other loci were either
overexpressed in minimal or rich media. When the protein
expression of a locus in the complex was overexpressed in either
media the mRNA expression was unchanged, indicating that
posttranscriptional control of protein expression functions at the
protein complex and subcomplex level. There are two possible
explanations for the results seen in these four complexes. One,
the protein stoichiometry in each complex is different in cells
cultured in either media. Two, the protein stoichiometry in each
complex is the same in cells cultured in either media and the
additional protein expression of certain loci from each complex
is being used in a different protein complex. Although it is
possible that only one of these explanations holds true for all four
complexes, it is more likely that both explanations were in effect
although we have no data to support either case.

As proteomic technologies approach the capabilities of cDNA
array and oligonucleotide array analyses, data clustering meth-
odologies will need to be developed and implemented. Although
temporal proteomic analyses will likely require mathematical
clustering algorithms (29), clustering by protein pathways and
complexes will be essential. The results described herein clearly
demonstrate the importance of protein complex clustering be-
cause a locus whose protein expression does not change is as
important as those that do change. Future correlated large-scale
mRNA and protein expression analyses will likely determine
similar complex patterns of transcriptional and posttranscrip-
tional control as long as data clustering is based on the fact that
proteins function in pathways and complexes. As metabolic
labeling has been demonstrated to be a viable quantitative
proteomic method in mammalian tissue culture (30), one could
envision a target discovery project in a variety of systems where
the same analytical and clustering methods are applied to
determine which protein pathways and complexes are altered in
expression to obtain a more complete and complex biological
picture.
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