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Abstract. We have previously described mutant 
S. cerevisiae that are defective in peroxisome biogene- 
sis (peb mutants) (Zhang, J. W., Y. Han, and P. B. 
Lazarow. 1993. J. Cell Biol. 123:1133-1147.). In some 
mutants, peroxisomes are undetectable. Other mutants 
contain normal-looking peroxisomes but fail to pack- 
age subsets of peroxisomal proteins into the organelle 
(Zhang, J. W., C. Luckey, and P. B. Lazarow. 1993. 
Mol. Biol. Cell. 4:1351-1359.). In pebl (pasT) cells, 
for example, the peroxisomes contain proteins that are 
targeted by COOH-terminal tripeptides and contain 
acyl-CoA oxidase (which is probably targeted by inter- 
nal oligopeptides), but fail to import thiolase (which is 
targeted by an NH2-terminal 16-amino acid sequence). 
These and other data suggest that there are three 
branches in the pathway for the import of proteins into 
peroxisomes, each of which contains a receptor for 

one type of peroxisomal topogenic information. Here, 
we report the cloning and characterization of the PEB1 
gene, that encodes a 42,320-Da hydrophilic protein 
with no predicted transmembrane segment. The pro- 
tein contains six WD repeats, a motif which has been 
found in 27 proteins involved in diverse cellular func- 
tions. The PEB1 gene product was tagged with the 
hemagglutinin epitope and found to rescue thiolase 
import in the pebl null mutant. The epitope-tagged 
protein was shown to be inside of peroxisomes by im- 
munofluorescence, digitonin permeabilization, equilib- 
rium density centrifugation, immunoelectron micros- 
copy, and proteinase K protection studies. The PEB1 
gene product does not cleave the thiolase-targeting se- 
quence. It may function to draw thiolase into peroxi- 
somes. 

T rtE peroxisome is an almost ubiquitous organelle in 
eukaryotic cells. It serves varied functions in different 
species and cell types. There are two functions, 

namely H20:-based respiration and fatty acid oxidation, 
which are shared by peroxisomes from nearly all species. In 
mammalian cells, peroxisomes also participate in plasmalo- 
gen synthesis, cholesterol synthesis, and bile acid synthesis 
(for reviews see references 31, 35, 65). In human beings, the 
normal function of peroxisomes is required for the survival 
of the individual. Human patients born with Zellweger syn- 
drome, which results from defective peroxisome biogenesis, 
die within a couple of months (35). 

It is currently believed that peroxisomes grow by the im- 
port of newly synthesized proteins from the cytosol and that 
new peroxisomes are formed by fission of preexisting or- 
ganelles (5, 34, 59). Three types of topogenic sequence have 
been characterized for the import of peroxisomal matrix pro- 

Address all correspondence to Jing Wei Zhang, Department of Cell Biology 
and Anatomy, Box 1007, Mount Sinai School of Medicine, One Gustave 
Levy Place, New York, NY 10029-6574. Tel.: (212)241-1749. Fax: (212) 
860-1174. 

teins. A noncleavable, carboxy-terminal SKL tripeptide (and 
its variants) functions to target proteins including catalase 
into peroxisomes in many diverse species (18, 28). The rat 
peroxisomal enzyme thiolase uses an amino-terminal cleav- 
able oligopeptide for its targeting (43, 60). A similar NH2- 
terminal peptide is used by thiolase in Saccharomyces cere- 
visiae but is not cleaved (10, 16). Recent evidence indicates 
that thiolase can enter peroxisomes as a dimer (15). The acyl- 
CoA oxidase from Candida tropicalis has two redundant in- 
ternal topogenic oligopeptides (26, 57). Internal targeting in- 
formation is also present in S. cerevisiae catalase A (30) and 
possibly in human alanine glyoxylate aminotransferase (46). 

The fact that more than one type of topogenic sequence is 
used by peroxisomal proteins leads to the speculation that 
there may be three receptors, one for each type of topogenic 
feature. Studies on human genetic diseases and peroxisome 
biogenesis mutants in yeast have supplied evidence consis- 
tent with this hypothesis (45). Fibroblasts from one com- 
plementation group of Zellweger patients are unable to im- 
port proteins with SKL-type sequences into peroxisomes but 
thiolase is packaged inside the organelle (41). On the other 
hand, peroxisomes in fibroblasts from patients with the rhi- 
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zomelic type of chondrodysplasia punctata have normal pack- 
aging of catalase, acyl-CoA oxidase and multifunctional pro- 
tein but the packaging of thiolase is defective (21). ZeUweger 
patients from many complementation groups assemble per- 
oxisomal membranes but do not package any of the perox- 
isomal matrix proteins, indicating that some gene products 
are required for the import of all peroxisomal matrix pro- 
teins, regardless of the type of topogenic information (35, 
41, 73). 

We have isolated and characterized peroxisome biogenesis 
(peb) mutants from S. cerevisiae, among which two have 
normal-looking peroxisomes but are selectively defective in 
the import of one subset or another of peroxisomal proteins 
(79, 80). Pebl-I does not package thiolase, but the import of 
catalase and acyl-CoA oxidase is normal; peb5-I does not 
package catalase, but the thiolase and acyl-CoA oxidase are 
in peroxisomes. Based on these results and other data re- 
ported below, we proposed that there are three pathways, 
or three branches of a pathway, involved in the import of 
peroxisomal proteins (80). Other groups have reported the 
isolation of similar yeast peroxisome assembly (pas) mutants 
(32, 40, 67). PasT, from S. cerevisiae, is selectively defective 
in thiolase packaging and we learned after the initial submis- 
sion of this manuscript that pasT(37) is defective in the same 
gene as pebl. S. cerevisiae paslO and P. pastoris pas8 are 
selectively defective in packaging luciferase and other pro- 
teins targeted by -SKL. The defective gene product in the 
latter mutant is capable of binding peptides that end in SKL, 
suggesting that it may be an -SKL receptor. 

In the present study, we have investigated the gene that is 
defective in the pebl-1 mutant. The defect causes thiolase, 
that is normally localized within peroxisomes, to be mis- 
localized to the cytosol. This is observed experimentally as 
a change from punctate fluorescence with anti-thiolase to 
diffuse, bright fluorescence throughout the cells (79). It is 
also observed by the selective permeabilization of sphero- 
plasts with progressively increasing concentrations of digito- 
nin: whereas thiolase emerges from wild-type yeast together 
with the other peroxisomal enzymes at digitonin concentra- 
tions of 300-600 #g/ml, thiolase is released frompebl-1 with 
the cytosolic enzymes at much lower digitonin concentra- 
tions (80). The pebl-1 phenotype resembles wild type in that 
normal-looking peroxisomes are present, which contain cat- 
alase and acyl-CoA oxidase and probably most other perox- 
isomal.enzymes, as assessed by electron microscopy, im- 
munogold labeling, cytochemistry, cell fractionation, and 
digitonin permeabilization. 

Thiolase carries out an essential catalytic function in the 
E-oxidation of fatty acids (the thiolytic cleavage of acetyl- 
CoA from/~-keto-acyl-CoA). ~-oxidation occurs solely in 
peroxisomes in S. cerevisiae (70). The mislocalization of 
thiolase to the cytosol in pebl-1 prevents this mutant from 
~/-oxidizing fatty acids. This is seen experimentally as an in- 
ability to grow on plates containing oleic acid as the carbon 
source. 

Because pebl-1 is selectively defective in importing thio- 
lase into peroxisomes, we suspected that the PEB1 gene might 
encode a thiolase receptor, perhaps located on the cytosolic 
surface of peroxisomes, or perhaps soluble in the cytosol. 
Here we report the cloning and characterization of the PEB1 
gene. We found that PEBI encodes a 42,320-Da hydropbilic 
protein that is a member of the WD repeat family. Unexpect- 

edly, this protein is located within the peroxisome. The pos- 
sible role of the protein encoded by the PEB1 gene (Peblp) ~ 
in peroxisome biogenesis is discussed. 

Materials and Methods 

Yeast Strains, Plasmids, and Culture Conditions 

Yeast strains used in this study are listed in Table I. These strains contain 
active catalase A (the peroxisomal isozyme) but defective catalase T (the 
cytosolic isozyme) (cnl-I). The plasmids are listed in Table 1I. To test the 
ability of cells to utilize oleic acid, plates containing 0.05% yeast extract, 
0.67 % yeast nitrogen base without amino acids, 0.1% oleic acid, and 0.25 % 
Tween 40 (YNO) were used (11). For most experiments, yeast were precul- 
tured twice in rich glucose medium (YPD) and then grown for 18 h in a 
rich medium containing glycerol and oleic acid (YPGO) as described (80). 
Glycerol supports the carbon requirement of the yeast, regardless of 
whether the peroxisomes are functional, and oleic acid causes poroxisome 
induction. Plasmid-containing strains were precultured twice in minimal 
medium plus glucose and arginine to prevent plasmid loss. YPD, minimal 
media, and synthetic complete medium were prepared as described (54). 

Isolation of  PEB1 Gene 

The mutant pebl-1 was transformed with a Ycp50-based genomic library 
constructed by Rose et ai. (47) that contains a Ug43 marker. About 1 x 
109 cells were spread on synthetic complete plates lacking uracil. The 
Ura+ transforrnants were screened for the ability to grow on YNO: '~8-10 
transform_ants were pooled and resusponded in 100 #1 of sterile water in a 
well of 96-weU plates. These were then transferred to YNO plates using a 
multi-prong inoculator (frogging technique). Plasmid DNA from a transfor- 
mant that grew on YNO was isolated according to Hoffmann and Winston 
(23) and transformed into E. coil by electroporation (7). Plasmid DNA was 
prepared from three independent bacterial transformants; restriction map- 
ping indicated that each contained the same tO-kb insert. 

DNA Sequencing 

Plasmid pR2 (Table II), which contains a 3-kb fragment that complements 
the pebl mutation, was subjected to progressive shortening with exonucle- 
ase HI (22). The nested subclones were sequenced by the dideoxy (Sanger) 
sequencing method (51) using T3 primer. The few gaps in this strand and 
the opposite strand were sequenced using synthesized oligonuclcotides as 
primers. 

1. Abbreviations used in this paper: HA, hemagglutinin; ORF, open reading 
frame; pas, peroxisome assembly;peb, peroxisome biogenesis; Peblp, pro- 
tein encoded by the PEB/gene; UTR, untranslated region; YPD, rich glu- 
cose medium; YPCK), rich medium containing glycerol and oleic acid; 
YNO, plates containing yeast extract, yeast nitrogen base without amino 
acids, oleic acid, and Tween 40. 

Table L Yeast Strains Used in This Study 

Name Genotype Sources 

JW68-3A MATch, ura3-l, trpl-1, arg4, Reference 79 
(wild type) cttl-1 

pebl-I  MATa, pebl-1, ura3-1, trpl-1, Reference 79 
ctt1-1 (m6-Dl) 

peb l - l -Rl  MATa, pebl-1, ura3-1, trpl-1, This study 
cttl-1 [pR1] 

JW75* MATct, ura3-1, trpl-1, arg4, This study 
ctt l- l , peb l : : TRP1 

JW86* MATc¢, ura3-1, trpl-1, arg4, This study 
cnl-1, pebl::TRP1 
[YipPEB 1 -HA3] 

JW88* MATct, ura3-1, trpl-1, arg4, This study 
cnl-1, pebl::TRP1 
[pBXNPEB 1-HA3] 

* Isogenic with YW68-3A. 
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Table II. Plasmids Used in This Study 

Name Characteristics Source 

pRl 

pR2 
pRSPEB 1 

pRSPEBI-HA3 

YipPEB1-HA3 

pBXNPEB1-HA3 

pJWl7 

pRB58 

pRSThiolase 

pRSThiolase Al-16 

pRS314 
pRS306 
pRS316 
pAB23BXN 

10-kb fragment complementing the pebl-1 mutant. Came from the genomic 
library (reference 47). URA3. Yep50 based. 

3-kb fragment complementing pebl-1. Cloned in pRS314 (see below) 
P E B 1 0 R F  including 53-bp upstream untranslated sequence cloned in pRS314. 

T3 promoter. 
P E B 1 0 R F  including 53-bp upstream untranslated sequence tagged with three 

copies of the HA epitope cloned in pRS306. T3 promoter. 
Triple-tagged PEB1 including 1110-bp upstream untranslated sequence cloned in 

pRS306. 
Triple-tagged P E B 1 0 R F  including 53-bp upstream untranslated sequence cloned 

in pAB23BXN. GAPDH promoter. 2~. 
pebl::TRP1. The Bgl2 fragment of the PEB1 gene was replaced with the TRP1 

gene. Based on pR2. See Fig. 2 D. 
A 12-kb genomic fragment containing POT1 (thiolase gene) and SUC2, cloned 

in Yep24. 
The thiolase ORF (subcloned from pRB58) containing 87-bp upstream untrans- 

lated sequence, cloned in pRS316. T3 promoter. 
The thiolase ORF with deletion of sequence encoding the first 16 amino acid 

residues, cloned in pRS316. T3 promoter. 
TRP1. CEN4. 
URA3. Yip. 
URA3, CEN4. 
URA3. GAPDH promoter. 2# 

This study 

This study 
This study 

This study 

This study 
This study 

This study 

Reference 6 
This study 

This study 

Reference 55 
Reference 55 
Reference 55 
Reference 52 

In Vitro Transcription and Translation 

The reagents and protocols for the in vitro expression of proteins were 
from Promega Corp. (Madison, WI). Plasmids pRSPEB1, pRSPEB1-HA3, 
PRSThiolase, and PRSThiolaseA 1-16 were transcribed with T3 RNA poly- 
merase after linearization. RNA was extracted with phenol/chloroform, 
ethanol-precipitated, and translated in vitro with reticulocyte lysate and 
[35S]trans-label (New England Nuclear, Boston, MA). SDS-PAGE and 
fluorograpby were as described (20). Molecular mass standards were a mix- 
ture of "rainbow" markers and [t4C]methylated markers (CFA7561; Amer- 
sham Corp., Arlington Heights, IL); in the instances where the colored pro- 
tein migrates slower than the radioactive standard, the position of the latter 
was used. 

Epitope Tagging 

The nine-amino acid epitope of influenza virus hemagglutinin (HA) (YPY- 
DVPDYA), which can be recognized by the monoclonal antibody 12CA5 
(75), was used for tagging. It is referred to hereafter as the HA epitope. 
Three tandem copies of the HA epitope, separated by one or two spacer 
amino acids, were added to the COOH terminus of the PEB1 gene product 
by two consecutive PCR reactions (29). 

In the first PCR reaction, one HA epitope was added to the extreme 
COOH terminus of the wild-type PEB1 gene with the following primer: 
5' GTG TCA AGC GTA GTC ~ GAC GTC GTA TC~ GTA ACC TAA 
GCC GTT CCA TAC AAA TA 3'; underlined bases are complementary to 
the plus strand of the PEB1 gene with the stop codon in bold type. The sec- 
ond primer consisted of nucleotides 79-86 of PEBL The PCR product was 
cloned and sequenced. 

In a second PCR reaction, two additional copies of the HA epitope, sepa- 
rated by one or two spacer amino acids (64) were added to the end of the 
PEBI gene. The intended oligonucleotide sequence was 5q'CA ' I rA  GGC 
G(T)A ATC AGG AAC GTC ATA CGG GTA GGA TCC TC,-C ATA GTC 
CGG TAC ATC ATA GGG ATA G-CC AGC GTA GTC TGG GAC GTC 
GTA 3', with the sequence encoding the HA epitope being underlined. The 
third base in many codons was changed in the second and third epitopes 
to avoid inappropriate self-annealing. The same internal primer that was 
used in the first PCR reaction was also used in this reaction. 

The PCR product was cloned and digested with Bgl2. The downstream 
portion of it was used to replace the corresponding part of the wild-type 
copy of the PEB1 gene (see Fig. 2 C), generating the triple-tagged version. 
Sequence analysis revealed that the PEB1 gene fragment synthesized by 
PCR was 100% correct, but that the llth nucleotide, T, in the second primer 
(in parentheses above), was omitted during commercial synthesis of the oli- 

gonucleotide. This error produced a frame shift that resulted in an incom- 
plete third epitope, consisting of seven instead of nine amino acids, followed 
by two erroneous and four extra amino acids and a new stop codon (from 
the polylinker). The final sequence of the COOH terminus of the triple- 
tagged Peblp was GLGYPYDVPDYAGYPYDVPDYAGSYPYDVPDSPN- 
ESI, with the epitope sequence being underlined. 

Cell Fractionation 

Yeast cells grown in YPGO were converted to spheroplasts as described pre- 
viously (80). Homogenization of spheroplasts, differential centrifugation, 
and equilibrium density centrifugation of a crude organelle fraction in a lin- 
ear Nycodenz gradient were carried out according to Lazarow et al. (36). 

Proteinase K Treatment of  Organelles 

A crude organelle fraction was subjected to gentle proteolysis as described 
by Hohfeld et al. (24) with minor modifications. The 25,000-g pellet frac- 
tion from YPGO-grown JW88 was resuspended in 1.2 M sorbitol, 5 mM 
MES, pH 6.0, and divided into aliquots. The organelles (0.5 mg/ml final 
concentration) were incubated in a 50-t~1 vol with proteinase K coupled to 
agarose beads (P 9290; Sigma Chem. Co., St. Louis, MO) (25 mg/ml) in 
the absence and presence of 0.1% Triton X-100 at room temperature with 
gentle rotation. The digestion was stopped at different time points by the 
addition of 1 t~l of 100 mM PMSF in ethanol. 

Immunoelectron Microscopy 

The electron microscopic immunolocalization with gold particles was ac- 
cording to Wright and Rine (76), using 12CA5 at a dilution of 1:250, and 
protein A conjugated to 20 nm gold at 1:50. Double-immunolabeling was 
according to Varndell and Polak (69), with 12CA5 at a dilution of 1:00, rab- 
bit anti-thiolase at a dilution of 1:100 and 10-324 at 1:200. 10-324 is a rabbit 
antiserum raised against total peroxisomes of Candida tropicalis (56), that 
cross-reacts with S. cerevisiae peroxisomal proteins (61). Secondary anti- 
bodies (EY Laboratories, San Mnteo, CA) were goat anti-mouse IgG (Fc 
fragment specific) conjugated to 20 nm gold, and goat anti-rabbit IgG (Fc 
fragment specific) conjugated to 5 nm gold, used at dilutions of 1:50 and 
1:100, respectively. Control experiments demonstrated that the secondary 
antibodies did not cross-react inappropriately with the primary antibodies. 

Other Methods 

The progressive permeabilization of yeast membranes with digitonin (80), 

Zhang and Lazarow The PEBI Gene and Peroxisomal Thiolase Import 67 



immunofluorescence (79), the catalase assay (2), and the fumarase assay 
(3) were according to described methods. Immunoblotting was carried out 
with the enhanced chemiluminescence method (Amersham Corp.) as de- 
scribed previously (80) (Figs. 8, 10, 11) or with l125I]Protein A (5 × 105 
cpm/ml, Fig. 13). Immunoblot data were quantitated with a Personal Den- 
sitometer (Molecular Dynamics, Sunnyvale, CA) (80). The DNA recombi- 
nation techniques were generally from Sambrook et al. (49). The yeast 
genetics were according to Sherman (54). 

Materials 
Nycodenz was purchased from Accurate Chemical and Scientific Cor- 
poration (Westbury, NY). Digitonin (lot no. 113H0889) was from Sigma 
(D1407). The monoclonal antibody 12CA5 that recognizes the HA epitope 
was kindly provided by Dr. Michael Shia (Boston University School of 
Medicine). Rabbit anti-thiolase and rabbit anti-phosphoglycerate kinase 
were generous gifts from Dr. Wolf Kunau (University of Bochum, Bochum, 
Germany) and Dr. Jeremy Thorner (University of California at Berkeley), 
respectively. The oligonucleotides were synthesized by the Mount Sinai 
DNA Core Facility. Other reagents were from Promega (Madison, WI), 
Sigma or New England Biolabs (Beverly, MA). 

Results 

Cloning of PEB1 by Functional Complementation 
The pebl-1 mutant, which is unable to grow on oleic acid 
due to the mislocalization of thiolase from peroxisome to 

cytosol,  was transformed with a yeast genomic l ibrary (47). 
About 3,000 transformants were obtained, of which three 
were able to grow on oleic acid (Fig. 1 A). After subcloning, 
samples of the three transformants were grown in non- 
selective, glucose-containing (YPD) medium overnight to 
allow plasmid loss. In the case of one transformant, pebl-l-R1, 
those cells that lost the plasmid also lost the ability to grow 
on oleate. The other two transformants continued to grow on 
oleate after plasmid loss and were discarded. 

Immunofluorescence analysis of pebl-l-Rl (containing plas- 
mid) with anti-thiolase showed punctate staining (Fig. 1 B) ,  
indicating that this transformant had also regained the ability 
to package thiolase within peroxisomes. Plasmid pR1 was re- 
trieved from this transformant and found to contain a 10-kb 
insert. Plasmid pR1 was transformed back intopebl-1, where 
it restored thiolase packaging and peroxisomal function to 
the mutant, as seen by growth on YNO medium and im- 
munofluorescence with anti-thiolase (data similar to Fig. 1). 
The restriction map of the insert is shown in Fig. 2 A. 

Defined restriction fragments of the insert were subcloned 
into pRS314. These subclones were transformed back into 
pebl-1 and tested for their ability to complement the pebl 
mutation. The smallest fragment with the ability to restore 
the growth of the mutant pebl-1 on a YNO plate was a 3-kb 

Figure 1. Functional complementation of 
the pebl-I mutant. (A) The growth on oleic 
acid (YNO plate) of pebl-1, pebl-1 that had 
regained the ability to grow on YNO af- 
ter transformation with a plasmid from a 
genomic library (pebl-1 [pR1]), and wild 
type (JW68-3A). (B) Immunofluorescence 
with anti-thiolase of cells grown in YPGO 
medium to induce peroxisomes (see Meth- 
ods). Bar, 5 #m. 
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SacI-SmaI fragment. This fragment also had the ability to 
restore the punctate type of fluorescence with anti-thiolase 
to the mutant (Fig. 2 A). 

Sequence  Analys i s  

The 3-kb fragment was sequenced (Fig. 2 B). It contained 
an open reading frame (ORF) of 1275 bp, corresponding to 
a putative protein of 375 amino acids with a molecular mass 
of 42,320 Da (Fig. 3). No intron was identified. The nucleo- 
tide at the - 3  position relative to the first ATG is A, which 
is strongly conserved in yeast genes (63). The C at the +4 
position is less common. In vitro transcription and transla- 
tion of this plasmid produced a labeled protein of ~43 kD 

A 

pR1 

Cla 1 rSacl 
I c,a,l| .a~, s.~ 

I I 

1 kb 

(Fig. 4) consistent with the calculated molecular mass. 
These results confirmed that the first ATG in the ORF of Fig. 
3 is the translation start site. 

The nucleotide sequence from -238  to -214  resembles 
an oleate-response dement or "peroxisome box" (8, 12, 72) 
that may regulate the expression of this gene. A polyadenyla- 
tion site (AATAAA) was seen +270 to 276 bp down stream 
of this ORF (Fig. 3). The nucleotide sequence of the PEB1 
gene was compared with the EMBL/GenBank nucleotide se- 
quence data base (updated July 6, 1994) with the FASTA 
search of the GCG sequence analysis program (version 7). 
No significant sequence similarity to any known gene was 
found. Very recently we learned that PEB1 = PAST (37). 
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Figure 2. Localization of the 
PEB1 gene within the plasmid 
pR1, sequence strategy, and 
gene knockout strategy. (A) 
The ability (+, - )  to comple- 
ment the pebl-1 mutant with 
fragments of the 10-kb ge- 
nomic DNA insert in plasmid 
pR1. Complementation was 
tested by growth on oleate 
plates (YNO Growth) and im- 
munofluorescence with anti- 
thiolase (Punctate IF). These 
two tests gave consistent re- 
sults. (B) The direction and 
extent of sequence determina- 
tions of pR2 are indicated by 
arrows. (C) A detailed restric- 
tion endonuclease map of the 
sequenced region and the iden- 
tiffed ORE (D) Strategy for 
disruption of the PEB/ gene. 
The Bgl2 fragment of the PEB1 
gene, which contains the ma- 
jority of the PEB1 ORE was 
replaced by the TRP1 gene. 
The scale of C and D is the 
same as B. 
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Figure 3. Characterization of the PEB1 gene. Nucleotide and 
predicted amino acid sequence. The potential polyedenylation site 
is underlined. The potential peroxisome box or oleate response ele- 
ment is indicated with dashed lines. The stop cedon is indicated 
with an asterisk. These sequence data are available from EMBL/ 
GenBank/DDBJ under accession number X83704. 

Deletion of the Chromosomal Copy of PEBI: 
Genetic and Phenotypic Analyses 
The majority of the ORF was replaced with the yeast TRP1 
gene (Fig. 2 D) and the construct was used to disrupt the 
genomic copy of the ORF in wild-type strain JW68-3A by 
one-step homologous recombination (48). The successful 
disruption of this gene was confirmed by PCR amplification 

Figure 4. In vitro expression of 
the PEBI gene. pRSPEB1 was 
transcribed with T3 polymerase, 
translated with reticulocyte ly- 
sate, and detected by fluorogra- 
phy (lane 3).  Peblp is indicated 
with an arrow. Molecular mass 
markers are in lane 1. As a con- 
trol, the translation products of an 
unrelated mRNA are shown in 
lane 2. 

of the affected genomic region and restriction nuclease anal- 
ysis of the product demonstrating the loss of the BamHI site 
and the appearance of an EcoR5 site (data not shown). 

Like the original pebl-1 mutant, the knockout strain 
(JW75) could not grow on a YNO plate (Fig. 5 A, center) 
and thiolase was mislocalized to the cytosol (Fig 5 B, 
center). 

The knockout strain was subjected to digitonin permea- 
bilization. The release patterns of the control enzymes, 
phosphoglycerate kinase (cytosolic marker), catalase (per- 
oxisomal marker), and fumarase (mitochondrial marker) 
were almost identical in the PEB1 knockout (Fig. 6 B) and 
in wild-type cells (Fig. 6 A). However, thiolase in the knock- 
out strain emerged together with the cytosolic marker, phos- 
phoglycerate kinase, instead of with catalase as in the wild- 
type cells. These results confirm that the knockout strain, 
like pebl-1, cannot package thiolase into its peroxisomes, al- 
though catalase packaging is normal. Luciferase, which is 
targeted to peroxisomes by a COOH-terminal SKL (18), and 
which is imported into wild-type $. cerevisiae peroxisomes 
(58) was expressed in the PEB1 knockout under the control 
of the POX1 promoter (72) and found in peroxisomes by im- 
munofluorescence (data not shown). 

The PEB1 knockout strain was crossed with the original 
pebl-1 mutant, and the diploid cells thus formed likewise 
failed to package thiolase into peroxisomes. The diploid was 
sporulated and four tetrads were dissected and analyzed. All 
four tetrads showed a 0:4 segregation pattern of thiolase 
packaging as tested by immunofluorescence with anti-thio- 
lase. These data demonstrate that the cloned ORF is the bona 
fide PEB1 gene, and not a suppressor. 

Structural Features of the Protein 

The deduced amino acid sequence of Peblp was compared 
with the SwissPro protein data base by the FASTA program 
of the GCG program. The COOH-terminal two thirds of the 
protein was similar to several yeast proteins, including STE4, 
MSI1, and PWP1. The regions of similarity with these pro- 
teins were confined to WD motifs (also called/~-transducin 
repeats) that all of these genes contain (42, 68). The WD re- 
peat was first identified in the/3 subunit of heterotrimeric G 
protein, which consisted of seven such repeats in tandem 
(13). Proteins with more than two of these repeats have been 
classified into a family: the members have diverse functions 
(see Discussion) (42, 68). The consensus sequence of the 
WD motif is shown in Fig. 7. Peblp contains six WD repeats, 
which occupy most of the protein except for the first 55 
residues (Fig. 7); the extent of mismatch falls well within the 
range observed for other members of this family. 

Hydropathy analysis according to Kyte and Doolittle (33) 
with a window size of 15 to 19 failed to identify any pre- 
dicted transmembrane domain. Peblp contains 38% polar 
residues plus 21% charged amino acids and has an estimated 
pI of 9.0. 

Expression and Function of Epitope-tagged Peblp 
Three copies of the nine-amino acid epitope, YPYDVPDYA, 
of influenza virus hemagglutinin (HA epitope) were added 
to the extreme COOH terminus of the PEB10RF by means 
of PCR amplification. Due to a dropped base in a 90-bp oli- 
gonucleotide, the third epitope was imperfect (see Materials 
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Figure 5. Functional expression of Peblp- 
HA3 in the knockout strain. JW75, the 
pebl null mutant. JW86, the null mutant 
transformed with YipPEB1-HA3, a single 
copy integrating plasmid containing PEB1 
with its normal control elements. JVCg8, 
the null mutant transformed with pBXN- 
PEB1-HA3, a multi-copy plasmid con- 
taining PEB1 under the control of the 
strong, constitutive GAPDH promoter. 
(A) Growth on oleic acid. (B) Thiolase 
immunofluorescence of cells grown in 
YPC~. Arrow indicates a cell that proba- 
bly lost the plasmid during growth in the 
nonselective YPGO medium. Bar, 5/~m. 

and Methods). The triple-tagged PEB10RF (termed PEB1- 
HA3) was expressed in vitro (Fig. 8 A) and a band of ~48 
kD was detected with the epitope-specific monoclonal anti- 
body 12CA5. This is slightly bigger than the predicted mass 
of the tagged Peblp (46.2 kD); the cause for this difference 
is not clear. 

The triple-tagged PEB10RF with its own promoter (1110 
bp of 5' untranslated region [UTR]) was cloned into a single- 
copy integrating Yip plasmid (YipPEB1-HA3, Table II) that 
was transformed into the pebl null mutant after linearization 
of the plasmid in the URA3 gene. The transformant was 
called JW86. Yeast transcription control elements are usually 
located within 500-600 bp of the 5' UTR (19) and this is also 
true for genes encoding peroxisomal proteins (8). Since 
JW86 contains one copy of the triple-tagged PEB1 gene with 
1,110 bp of 5' UTR, its expression is assumed to be at the 
wild-type level. Strain JW86 was grown in liquid medium 
containing glycerol plus oleic acid to induce peroxisomes 
(80). A faint band with a mass of "~48 kD, the same as the 
in vitro translation product, was detected with monoclonal 

antibody 12CA5 in JW86 but not in the untransformed 
knockout (JW75) (Fig. 8 B). 

The triple-tagged PEB10RF (with 54-bp 5' UTR) was also 
cloned into a multi-copy episomal plasmid (PAB23BXN) be- 
hind the strong, constitutively expressed GAPDH promoter 
(4, 52); this was transformed into the pebl null mutant, 
generating strain JW88. Expression of the triple-tagged 
PEB1 gene in this strain is expected to be high, and indeed 
an intense band of 48 kD was detected. Two faint bands, one 
above the major band and one below it, also were seen in 
JW88; their significance is unknown. 

The presence of the tagged protein in strains 86 and 88 did 
not affect their growth in either YPD or YPGO medium 
(data not illustrated). Peblp-HA3 restored the ability of the 
knockout strain to grow on oleic acid (Fig. 5 A). At high ex- 
pression levels (JW88) the growth rate was the same as the 
wild type. However, at a normal expression level, the colony 
size was smaller, suggesting that the tags may have interfered 
to some extent with the functioning of Peblp. This inference 
was supported by an immunofluorescence analysis of the in- 
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Figure 6. Release of intracel- 
lular proteins by digitonin titra- 
tion. Aliquots of spheroplasts 
were incubated with different 
concentrations of digitonin for 
20 rain at 4°C and then centri- 
fuged to pellet the cells. The 
supernatants were analyzed 
for the release of proteins. The 
activity of the peroxisomal en- 
zyme, catalase, and the mito- 
chondrial enzyme, fumarase, 
were assayed enzymatically. 
The eytosolic isozyme of cat- 
alase (catalase T) is defective 
in these strains. The cytosolic 
marker, phosphoglycerate ki- 
nase (PGK), as well as thio- 
lase and triple-tagged Peblp 
were analyzed by immunoblot- 
ring. The amount of each en- 
zyme released was normalized 
to the amount found in the su- 
pernatant at 1,000 /~g/ml of 
digitonin. 
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Number of 
mismatches 

Figure 7. Alignment of the six 
WD repeats of Peblp with the 
consensus WD sequence. The 
consensus sequence at the top 
is that given by Neer et al. (42): 
any one of the amino acids in 
a vertical column may occur 
at that position. X denotes any 
amino acid. The curly brackets 
above some symbols indicate 
the range over which that sym- 
bol may be repeated. The ami- 
no acids in Peblp that do not 
match the consensus are under- 

(100-134) FK ~H ERE VFSC N W N LV N RQ NFL aSS W D GSIK I WS P 
(170-204) IS KN RNC VYQA Q F SPH D Q N LVL SCS G N SYAS L FD I 
(215-250) FL VH SGL E~%LT CD F N KY R PY VVA TGG V D NAIR I WD I 
(279-313) PN AH GLA IRKV T W SPH H S N ILM SAS Y D MTCR I WR D 
(338-373) FT ~H SEF VFGA D W SLW G K P G YVA STA W D GNLF V WN G 

lined. Numbers in parentheses 
on the left indicate the first and 
last amino acid residues of 
that repeat. 
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tracellular distribution of thiolase (Fig. 5 B). Thiolase pack- 
aging appeared to be incomplete in JW86: a mixture of punc- 
tate and diffuse fluorescence was observed, indicating that 
some thiolase was packaged into peroxisomes but some was 
left in the cytosol. This conclusion was confirmed by digito- 
nin permeabilization of strains JW86 and 88 (Fig. 6, C and 
D). The wild-type, untagged PEB1 gene with 1,110-bp se- 
quence of 5' upstream untranslated region was also cloned 
in a Yip plasmid and expressed at the normal level; the trans- 
formant showed a wild-type fluorescence pattern with anti- 
thiolase (data not illustrated). Thus epitope-tagged Peblp is 
functional, but it works less efficiently than the untagged 
protein. 

SubceUular Location of  Peblp 

We made use of the fact that the tagged Peblp was functional 
and could be detected with the monoclonal antibody at its 
normal expression level to investigate the subcellular loca- 
tion of this protein. For this analysis, all cells were grown 
in glycerol and oleate medium to induce peroxisomes and 
three techniques were used. 

lmmunofluorescence. Immunofluorescence analysis of 
JW86 with the antibody 12CA5 showed weak, but distinct, 
punctate staining, indicating the organellar (peroxisomal?) 
location of Peblp (Fig. 9). In JW88, in which the triple- 
tagged Peblp was overexpressed, a mixed population of cells 
was seen. Some had stronger (as compared with JW86), dis- 
tinct punctate staining with little cytosolic fluorescence; 
others had both punctate staining and cytosolic fluorescence. 
The PEB1 knockout strain, JW75, was not fluorescent (Fig. 
9), consistent with its lack of an epitope-tagged gene. These 
results suggest that at a normal expression level, Peblp is 
mainly organeUe associated; overexpression of this protein 
results in increased association with organelles as well as 
some cytosol localization. 

Digitonin Permeabilization: The intracellular location(s) 
of Peblp was further investigated by the selective perme- 
abilization of spheroplasts with increasing concentrations of 
digitonin (Fig. 6). In JW86, the release pattern of tagged 
Peblp was essentially the same as that of catalase, strongly 
suggesting that this protein is located mostly or entirely in 
the peroxisomes in this strain. In JW88, the release pattern 
of Peblp upon digitonin clearly shows two plateaus. About 
half of the Peblp is released with the cytosolic proteins and 
the rest emerges with the peroxisomal proteins, thiolase and 

Figure 8. Expression of the triple-tagged Peblp. (A) In vitro expres- 
sion of Peblp-HA3 (arrow). Fluorographic detection. (B) In vivo 
expression of triple-tagged Peblp. Glass bead homogenates of cells 
grown in YPGO were separated by SDS-PAGE and immunoblotted 
with monoclonal antibody 12CA5 against the HA epitope. Chemi- 
luminescence detection. Strain designations as in Fig. 5. 

catalase. These data indicate a dual location of Peblp in 
J~kt88, partly in the cytosol, as indicated by the first plateau, 
and partly in peroxisomes, as indicated by the second pla- 
teau. This is consistent with the immunofluorescence data 
(Fig. 9) that showed both cytosolic and organelle localization 
in some cells. 

Cell Fractionation. As a further test of Peblp's intracellu- 
lar localization, classic cell fractionation was carried out on 
strain JW86, in which Peblp is produced at normal levels. A 
crude organelle fraction (25,000-g pellet), consisting mostly 
of mitochondria and peroxisomes, was prepared by differen- 
tial centrifugation. It contained 32% of the Peblp, 13% of 
the thiolase, and 84% of the catalase activity of the post- 
nuclear supernatant, with the balance found in the 25,000-g 
supernatant (recoveries 80-100%). The reason that less Peblp 

Figure 9. Immunofluorescence detection of 
triple-tagged Peblp with antibody 12CA5. 
Strain designations as in Fig. 5. Bar, 5 #m. 
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Figure I0. Nycodenz density gradient fractionation of JW86. (A) .~  I ~ 
Distribution of catalase activity, cytochrome c oxidase activity and " l -  Triton 
protein in the gradient. The ordinate represents relative concentra- 
tions as calculated according to de Duve (1967). The relative ,~C [ ill ~tD" " " " O  . . . . . . . . . .  
concentration equals the absolute concentration in each fraction 
divided by the concentration that would have been found if the en- 0 II... 1. . . . . . . . .  - -_______. "--- 
zyme was distributed uniformly through the gradient. (B) Distribu- 
tion of triple-tagged Peblp and thiolase in fractions 3-14, detected 
by immunoblotting. 10 #1 of each fraction was separated by SDS- 
PAGE. Chemiluminescence was used for the detection. 

was sedimentable than was found in peroxisomes by digito- 
nin permeabilization will be discussed below. 

The organdie fraction was subjected to equilibrium den- 
sity gradient centrifugation in Nycodenz to purify the perox- 
isomes (Fig. 10). Of the Peblp-HA3 detected in the gradient 
fractions, 70% was found with the peroxisomes in fractions 
12 and 13 (total recovery on the gradient = 130% of the 
load). Small amounts of peroxisomal proteins, including 
catalase, thiolase and Peblp, were found in fractions near the 
top of the gradient, overlapping with the big peak of protein. 
Similar results are observed for thiolase and catalase in the 
fractionation of wild-type cells (not illustrated); this is due 
to  the leakage of these enzymes from peroxisomes during 
pelleting and/or resuspension of the organelle fraction dur- 
ing the initial differential centrifugation. Qualitatively simi- 
lar results on the presence of Peblp in peroxisomes were ob- 
tained by the classic cell fractionation of strain JW88 (78) 
and by the fractionation of a strain in which the thiolase gene 
was knocked out of wild-type JW68-3A and pBXNPEB1- 
HA3 was expressed (Zhang, J. W., unpublished data). 

Intra-peroxisomal Location of  Peblp: 
Proteinase K Treatment 

A proteinase K digestion experiment was carried out to test 
the location of Peblp in relation to the peroxisomal mem- 
brane. The experimental design was based on that of Hohfeld 

0 20 40 60 80 
Time (minutes) 

Figure 11. Accessibility of Peblp to proteinase K. An organelle frac- 
tion from JW88, consisting largely of peroxisomes and mitochon- 
dria, was treated with proteinase K coupled to agarose beads (25 
mg/ml) for the times indicated, in the absence (-)  and presence (+) 
of 0.1% Triton X-100 at room temperature. (,4) Peblp-HA3 and 
thiolase were detected by consecutive immunoblottings with mono- 
clonal antibody 12CA5 and anti-thiolase. The sequence of lanes 
from one exposure has been reordered for clarity. (B) The amounts 
of intact Peblp-HA3 (circles) and intact thiolase (squares) were 
quantitated and normalized to the undigested values. 

et al. (24), who showed that Pas3p, a transmembrane perox- 
isomal protein with a large cytosolic domain, could be to- 
tally digested by proteinase K tethered to agarose beads 
under conditions where thiolase, a matrix protein within 
peroxisomes, was protected from digestion by the organdie 
membrane. We mixed the crude organelle fraction from 
JW88 with tethered proteinase K. Digestion was carried out  
for different lengths of time, in the absence and presence of 
0.1% Triton X-100, after which the amount of Peblp remain- 
ing intact was determined by immunoblotting (Fig. 11). Be- 
cause peroxisomes are fragile, and may lose matrix (content) 
proteins during the preparation of the organelle fraction, we 
controlled for this leakage by simultaneously analyzing the 
digestion of thiolase. In the absence of detergent, ,x,40% of 
thiolase was digested in the first 5 rain, whereas the remain- 
ing 60% of the thiolase was not digested during the next 75 
min (Fig. 11 B, open squares). In the presence of detergent, 
thiolase digestion was rapid and complete (closed squares). 
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These data indicate that •60% of the control matrix protein, 
thiolase, remained within intact peroxisomes for the dura- 
tion of the experiment when detergent was omitted. 

The behavior of tagged Peblp was similar to that of thio- 
lase. About 40% of Peblp was digested rapidly and ~60% 
was protected from digestion in the absence of detergent 
(open circles). Peblp was fully digested when detergent was 
added (closed circles). It took a little longer to complete the 
digestion of Peblp than to finish thiolase digestion, indicating 
that Peblp is a little less susceptible to this protease than is 
thiolase. The very similar behavior of Peblp and thiolase in 
this experiment suggests that the tagged Peblp in the orga- 
nelle fraction is inside the peroxisomes together with thiolase. 

Intra-peroxisomal Location of  Peblp: 
Immunogold Labeling 

The conclusion that Peblp is inside peroxisomes, protected 
by the peroxisomal membrane from external protease, was 
further tested by immunogold labeling of JW88 with anti- 
body 12CA5. AS shown in Fig. 12 A, the peroxisomes were 
labeled with gold particles, and the particles were mainly lo- 
cated over the matrix. This result indicates that Peblp is 
located in the peroxisomal matrix rather than in the mem- 
brane, and certainly not on the cytosolic face of the mem- 
brane. AS expected, the mitochondria, recognizable by their 
cristae, were not labeled. 

Further confirmation of the colocalization of Peblp with 
thiolase in the peroxisomal matrix was obtained by double- 
labeling immunoelectron microscopy. Peblp (large gold par- 
ticles) and thiolase (small gold particles) are observed to- 
gether in Fig. 12, B and C. Moreover, Peblp was shown to 
be within peroxisomes by double-labeling with rabbit antise- 
rum 10-324, that recognizes several peroxisomal proteins 
(61) (Fig. 12, D and E). 

Test of  Possible Modification of  Thiolase by Peblp 

In view of the fact that Peblp is located inside peroxisomes, 
we considered the possibility that it might somehow modify 
thiolase during or after thiolase's entry into peroxisomes. As 
a first step in testing this, we compared the mobility in SDS- 
PAGE of thiolase before and after entry into peroxisomes 
with the mobility of thiolase from the strain lacking Peblp 
(Fig. 13). Thiolase synthesized in vivo in the PEB1 knockout 
(lanes 1 and 2) had the same mobility as thiolase synthesized 
in vivo in wild-type yeast (lanes 3 and 4). The thiolase syn- 
thesized in vivo comigrated (lane 5) with thiolase expressed 
from the wild-type gene by in vitro transcription and transla- 
tion (lanes 6 and 7). As a control, thiolase was expressed in 
vitro from the second methionine at residue 17; it migrated 
substantially faster (lane 8). Thus there is no indication for 

Figure 12. Immunoelectron microscopic detection of Peblp. JW88 
cells were grown in YPGO. (A) Sections were incubated with 
monoclonal antibody 12CA5, followed by gold-conjugated protein 
A. (B and C) Sections were double-labeled with mouse monoclonal 
12CA5 and rabbit anti-thiolase. Thereafter they were incubated 
with 20 nm gold coupled to goat anti-mouse IgG and with 5 nm 
gold coupled to goat anti-rabbit IgG. (D and E) Sections were 
double-labeled with mouse monoclonal 12CA5 (large gold) and 
rabbit antiserum 10-324 that reacts with several peroxisomal pro- 
teins (small gold). L, lipid droplet; M, mitochondrion; P, peroxi- 
some. Bar, 0.5 ~m. 
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Figure 13. Thiolase synthesis in vivo and in vitro. The full-length 
thiolase gene (lanes 5-7) and the thiolase gene lacking codons for 
the first 16 amino acids (lane 8) were expressed in vitro, labeled 
with [3SS]methionine and [35S]cysteine. The full-length product is 
indicated with an arrow. Some translation product that apparently 
began with the Met at residue 17 was routinely seen as a second 
product of the full-length gene (dot). Unlabeled glass bead 
homogenates of wild-type yeast (JW68-3A, lanes 3-5 and 9) or of 
the PEB1 knockout (JW75, lanes I and 2) were subjected to SDS- 
PAGE and immunoblotted with rabbit anti-thiolase and [~2SI]pro- 
tein A. 35S and ~2~I on the nitrocellulose were detected with a 
Phosphorlmager (Molecular Dynamics). The in vitro products 
were mixed with the yeast extract in lane 5. Control experiments 
demonstrated that the translation product abundance was too low 
to be detected by immunoblotting. 

any proteolytic processing or other covalent modification of 
thiolase by Peblp. 

Discussion 

We have cloned the PEB1 (PAS7) gene by complementing the 
pebl mutant with a yeast genomic library. The authenticity 
of the PEB1 gene was confirmed by gene disruption and 
genetic comparison of the knockout strain with the original 
mutant. This gene is not essential for growth on glucose, nor 
on glycerol, but is required for growth on oleate because it 
is necessary for the import of thiolase into peroxisomes. 

Peblp Is a Member of the WD Repeat Family 

The sequence analysis of Peblp revealed that it contains six 
WD repeats (or/3-transducin repeats), putting this protein 
into a family of at least 27 other proteins with diverse intra- 
cellular locations and functions (42, 68). The conserved core 
of the repeat begins with Gly-His, ends with Trp-Asp (WD) 
and in between contains ,~27 amino acids, many of which 
are hydrophobic and occur at conserved spatial positions. 
The core region is thought to fold into three ~ sheets, sepa- 
rated by turns. In addition to the core, the repeat contains 
a region of variable length, ranging from 6-94 amino acids, 
but commonly ~11 residues, for a total repeat length of 

36-46 residues, generally. Proteins in this family contain 
from four to eight such repeats. The core regions are thought 
to associate with one another as dimers, or perhaps as mul- 
timers, and the exposed surfaces are thought to interact with 
other proteins (42). Proteins from this family are involved 
in remarkably varied cellular pathways, including signal trans- 
duction (/3 subunit of heterotrimeric G proteins, e.g., STFA), 
cell division (CDC4), gene regulation (TUP1), RNA pro- 
cessing (PRP4), and vesicular traffic (SEC13). Some mem- 
bers of this WD family interact with multiple partner pro- 
teins, none of which have structural features in common. A 
role in assembling protein complexes has been proposed (42). 

Some proteins in the WD family have been found to be 
functionally related to members of another family of proteins 
containing tetratricopeptide repeats (TPR) (17). Proteins in 
the TPR family contain repeats of a degenerate 34-amino 
acid motif with conserved residue spacing; the TPR repeats 
are thought to interact with one another in a knob and hole 
configuration (17). Examples of functionally related pairs 
from the WD and TPR families are SSN6 (CYC8)/TUP1 that 
are involved in gene regulation, PRP4/PRP6 that are in- 
volved in RNA processing, and CDC20/CDC16 that are in- 
volved in cell division (for review see reference 17). One 
such pair of proteins, SSN6 (CYC8)/TUP1, has been shown 
to be physically associated with each other (74), and it has 
been suggested that other pairs of proteins from these two 
families might also interact physically (17). In this regard it 
is noteworthy that the recently cloned PAS8 gene product in 
Pichia pastoris (40) and its homologue in S. cerevisiae 
(Pasl0p [66]) contain seven and eight TPR motifs, respec- 
tively. This gene product is required for the import into 
peroxisomes of proteins containing the SKL targeting se- 
quence but is not required for the import of thiolase. Thus, 
this function is complementary with that of Peblp. It would 
be interesting to test the possibility that Pasl0p and Peblp 
might interact with one another. 

Peblp Is an Intra-peroxisomal Protein 

Epitope tagging was used to study the subcellular location 
of Peblp. The triple-tagged PEB1 gene product was found as- 
sociated with peroxisomes by immunofluorescence (Fig. 9), 
digitonin permeabilization (Fig. 6), equilibrium density gra- 
dientt centrifugation (Fig. 10) and immunoelectron micros- 
copy (Fig. 12). The percentage of Peblp in peroxisomes de- 
pended on the expression level. When the tagged PEB1 gene 
was integrated into the genome and expressed under the con- 
trol of its own promoter, Peblp appeared to be exclusively 
associated with peroxisomes according to digitonin permea- 
bilization. This conclusion is based on the remarkable simi- 
larity in the release of Peblp (plus symbols) and of catalase 
(circles) as a function of digitonin concentration (Fig. 6 C). 

In contrast, less than a third of Peblp was found in peroxi- 
somes by classical cell fractionation (Fig. 10). We and others 
have repeatedly observed substantial and variable leakage of 
peroxisomal matrix proteins during homogenization and cell 
fractionation, especially with S. cerevisiae (1, 10, 11, 24, 37, 
39, 61, 62, 66). For example, in fractionation of wild-type 
cells, '~15-49% of thiolase, 15-35% of acyl-CoA oxidase, 
~15% of the multifunctional H-oxidation protein, and 
10-70% of catalase (in some experiments this includes a 
variable and unknown amount of the cytosolic isozyme, 
catalase T) are found in the post-organelle supernatant (10, 
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11, 24, 37, 39, 61, 66), despite the fact that these enzymes 
are thought to be entirely in peroxisomes in vivo. The digito- 
nin method is far more gentle because it avoids mechanical 
disruption of organdie membranes. Thiolase, catalase, and 
acyl-CoA oxidase are all found at least 93% within peroxi- 
somes in wild-type S. cerevisiae by digitonin permeabiliza- 
tion (80). Therefore, we believe that digitonin permeabiliza- 
tion is more reliable than classic call fractionation for the 
quantitative estimation of how much of an enzyme is in 
yeast peroxisomes. In the present experiments, Peblp leaked 
more readily than catalase from damaged peroxisomes. Sim- 
ilar unequal leakage of enzymes occurs with purified rat liver 
peroxisomes (1). Significantly, Peblp, at its normal expres- 
sion level, behaved during digitonin titration, within experi- 
mental error, like catalase. 

Overexpression of Peblp in strain JW88 resulted in this 
protein being located in the cytosol as well as in peroxi- 
somes. Peblp release by digitonin was biphasic with about 
half emerging from spheroplasts with the cytosolic marker 
and the other half with catalase (Fig. 6 D). The appearance 
of Peblp in the cytosol in JW88 may be the result of satura- 
tion of the peroxisomal import machinery for the overex- 
pressed Peblp. 

The immunofluorescence data are consistent with the 
digitonin data. A non-homogeneous staining pattern was ob- 
served for Peblp in JW88, with some cells demonstrating 
mainly punctate fluorescence and other cells having both 
particles and substantial cytosolic fluorescence (Fig. 9). 
This probably reflects different expression levels of Peblp 
among the cells, due to variance in the copy number of the 
episomal plasmid among the cells (that is inherent to the use 
of this vector). In contrast, cytosolic fluorescence was not 
seen at the normal expression level. 

We expected that Peblp associated with peroxisomes would 
be exposed to the cytosol if it were to serve as a receptor to 
bring newly synthesized thiolase to peroxisomes, as hypoth- 
esized in the Introduction. Surprisingly, the accessibility of 
Peblp to externally added proteinase K was indistinguishable 
from that of thiolase, a protein known to be localized within 
peroxisomes, which served as a control (Fig. 11). These data 
indicated that Peblp was also inside peroxisomes. This was 
unequivocally confirmed by immunogold labeling (Fig. 12 A) 
and by immunogold double-labeling with antibodies against 
other peroxisomal proteins (Fig. 12, B-E). The data do not 
exclude the possibility that some Peblp might be associated 
with the inner aspect of the peroxisomal membrane. 

As the triple-tagging of Peblp did not introduce an SKL- 
type sequence at the COOH terminus of the protein, it is un- 
likely that the peroxisomal location of the tagged Peblp is due 
to the tagging. Therefore, the targeting information in the 
tagged protein must reside elsewhere in the Peblp sequence. 
As shown in Fig. 7, almost the whole Peblp, except for the 
NH2-terminal 55 amino acids, consists of six WD repeats. 
Comparison of the NHz-terminal sequence with that of yeast 
or mammalian peroxisomal thiolase revealed no obvious ho- 
mology. Further experiments are required to determine the 
location of the targeting information in Peblp. 

Our conclusion that Peblp (Pas7p) is an intra-peroxisomal 
protein differs from that of Marzioch et al. (37), who con- 
cluded that this is mainly a cytosolic protein, 5-15% of 
which associates in their model with the external surface of 

the peroxisome. This may be due to the different methods 
employed. Marzioch et al. only studied cells in which Pas7p 
was overexpressed with the CUP1 promoter. Secondly, they 
used classical cell fractionation and not the gentler digitonin 
permeabilization method. Rather similar results were ob- 
tained by the two groups with cell fractionation: they re- 
ported that 5-15 % of the Pas7p in a homogenate sedimented 
with peroxisomes; we observed that 32% of the protein sedi- 
mented with the crude organelle fraction, of which '~70% 
(i.e., 22% total) was subsequently found in peroxisomes by 
density gradient centrifugation. Thirdly, Marzioch et al. at- 
tached the myc epitope tag at the NH2 terminus whereas we 
attached the HA tag to the COOH terminus; conceivably the 
NH2-terminal tag might interfere with import. They did not 
test whether the Peblp (Pas7p) was inside peroxisomes or at- 
tached to the outside surface; the 5-15 % of myc-Pas7p might 
have been inside peroxisomes. So there is no experimental 
disagreement on this point. The finding that Peblp-HA3 is 
in peroxisomes even without thiolase expression whereas 
myc-Pas7p was entirely cytosolic without thiolase expression 
might reflect the difference in tags or perhaps some differ- 
ence in strains. 

Epitope Tagging Affects Peblp Function 
When the triple-tagged Peblp was expressed at normal levels 
under its native promoter, it only partially rescued thiolase 
packaging and growth on oleate (Figs. 5 and 6). The un- 
tagged, wild-type copy of the gene expressed in the same 
vector fully restored the function of the pebl null mutant 
(data not shown). These results indicate that the addition of 
the HA epitope on the COOH terminus of Peblp decreased 
its function. This phenomenon has been seen in other pro- 
teins with epitope tagging (9). The reduced function could 
be fully overcome by increasing the expression level (Figs. 
5 and 6). 

The Function of Peblp in Peroxisome Biogenesis 
Peblp (Pas7p) function is required for the import into peroxi- 
somes of thiolase (which contains an amino-terminal type 2 
targeting sequence) but not for the import of catalase or lu- 
ciferase (see Results) or for the multifunctional/~-oxidation 
protein or several other proteins (37) that contain a type 1 
carboxy-terminal tripeptide targeting sequence. This pheno- 
type suggested that Peblp might be a receptor that would 
cause newly synthesized thiolase to become docked on the 
outside of peroxisomes, ready to be translocated inside. 
Since the data indicate that Peblp is located inside the peroxi- 
somes, this role for Peblp is not feasible. This function may 
be fulfilled by some other protein, yet to be identified. In any 
event, other role(s) for Peblp have to be considered. 

One possibility that we considered is that Peblp might cleave 
the NH~-terminal peroxisomal targeting sequence from thio- 
lase after it enters the peroxisome. Such proteolytic process- 
ing is known to occur for the rat (43, 60) and human (53) 
peroxisomal thiolases. The rat thiolases are cleaved after 36 
amino acids (thiolase A) or after 26 amino acids (thiolase B) 
(60). S. cerevisiae thiolase is likewise targeted to peroxi- 
somes by its first 16 amino acids (that show substantial se- 
quence similarity to the rat presequence) (10, 16), but these 
16 amino acids are reported not to be cleaved after import 
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16 amino acids are reported not to be cleaved after import 
(16). Purified S. cerevisiae thiolase was found to lack its first 
six amino acids; it was considered uncertain whether this 
was due to physiological processing or to a purification arti- 
fact (38). In view of  the possibility of  yeast strain differ- 
ences, we reinvestigated the question, and found no detect- 
able proteolytic processing of thiolase (Fig. 13). Thiolase 
synthesized in vivo in the PEB1 knockout (which remains in 
the cytosol) had the same mobility as peroxisomal thiolase 
made in wild-type cells, so the apparent size of thiolase is 
unaffected by the presence or absence of  Peblp in the cell. 
It remains a theoretical possibility that Peblp might modify 
thiolase covalently in some fashion that does not appreciably 
affect its mobility in SDS-PAGE. Were this the case, loss of 
Peblp function might interfere with thiolase import, in a 
fashion analogous to the mitochondrial protein import defect 
caused by mutations in the mitochondrial processing pro- 
tease (masl, mas2/mif2) (25, 44, 77). 

Another possibility for the function of Peblp is that it 
might work as an intra-organellar receptor for thiolase im- 
port (Fig. 14). Perhaps, thiolase is first recognized by an 
extra-peroxisomal receptor (yet to be identified) and inserted 
through the peroxisome membrane. Peblp within the peroxi- 
somes could then bind the thiolase peptide and, probably 
with the participation of other translocation factors, "pull" 
the thiolase into the peroxisomes. This proposed role of 
Peblp in thiolase import resembles somewhat that of the 
mitochondrial Hsp70 (SSC1 gene product), which binds to 
newly synthesized proteins as they enter mitochondria (27). 
Mitochondrial Hsp70 has a function in mitochondrial pro- 
tein translocation distinct from its unfolding function (14). 

This model is consistent with our finding Peblp in peroxi- 
somes even when no thiolase is expressed (see Results). 

Perhaps Peblp contributes to the folding of  thiolase within 
peroxisomes. Such a role, too, could lead to a defect in thio- 
lase import in pebl mutants. By way of  precedent, the 70-kD 
heat shock protein in the ER, BiP (the product of  the KAR2 
gene), is required for the translocation of secretory proteins 
into the ER in vivo (71). Recent evidence indicates that BiP, 
like mitochondrial Hsp70, functions at two distinct stages in 
the ER translocation cycle (50). Further experiments are re- 
quired to explore the possibility of  a specific binding of Peblp 
with thiolase and to elucidate Peblp's role in thiolase import 
into peroxisomes. 

This research was supported by National Institutes of Health grant 
DK19394. We thank Dr. V. Protopopov for performing the immunoelectron 
microscopy, Dr. B. Wiedmann for in vitro expression of the thiolase gene, 
and X. Cai for technical assistance during the last stage of this project. We 
thank Dr. G. Small for providing luciferase under the control of the POX1 
promoter. We also thank Dr. W. Kunau for anti-thiolase, Dr. J. Thorner for 
anti-phosphoglycerate kinase and Dr. M. Shia for antibody 12CA5. 

Received for publication 11 October 1994 and in revised form 7 December 
1994. 

References 

I. Alexson, S. E., Y. Fujiki, H. Shio, andP. B. l..azarow. 1985. Partial disas- 
sembly of peroxisomes. J. Cell Biol. 101:294-304. 

2. Baudhuin, P., H. Beaufay, Y. Rahman-Li, O. Z. SeUinger, R. Wattiaux, 
P. Jacques, and C. de Duve. 1964. Tissue fractionation studies. 17. Intra- 
cellular distribution of monoamine oxidase, aspartate aminotransferase, 
alanine aminotransferase, D-amino acid oxidase and catalase in rat-liver 
tissue. Biochem. J. 92:179-184. 

Figure 14. Possible role of 
Peblp in thiolase import: 
speculative model. A receptor 
binds the thiolase NH2-termi- 
nal targeting sequence after it 
is translated and inserts it 
through the peroxisomal 
membrane. Peblp inside the 
peroxisome recognizes and 
binds to the thiolase NH2-ter- 
minal sequence. Thiolase is 
then pulled inside, perhaps 
with the participation of addi- 
tional translocation factors. 

The Journal of Cell Biology, Volume 129, 1995 78 



3. Bergmeyer, H. U., M. Gra_81, and H.-E. Walter. 1983. Samples, reagents, 
assessment of results. In Methods of enzymatic analysis. Voi. II. H. U. 
Bergmeyer, J. Bergmeyer, and M. Grafll, editors. Verlag Chemic, Wei- 
heim. 211-213. 

4. Bitter, G. A., and K. M. Egan. 1984. Expression of beterologous genes 
in Saccharomyces cerevisiae from vectors utilizing the glyceraldehyde-3- 
phosphate dehydrogenase gene promoter. Gene (Amst.). 32:263-274. 

5. Borst, P. 1989. Peroxisome biogenesis revisited. Biochim. Biophys. Acta. 
1008:1-13. 

6. Carlson, M., and D. Botstein. 1982. Two differentially regulated mRNAs 
with different 5' ends encode secreted and intracellular forms of yeast in- 
vertase. Cell. 28:145-154. 

7. Dower, W. J., J. F. Miller, and C. W. Ragsdale. 1988. High efficiency 
transformation of E. coli by high voltage electroporation. Nucleic Acids 
Res. 16:6127-6145. 

8. Einerhand, A. W. C., I. Van Der Leij, W. T. Kos, B. Distel, and H. F. 
Tabak. 1992. Transcriptional regulation of genes encoding proteins in- 
volved in biogenesis of peroxisomes in Saccharomyces cerevisiae. Cell 
Biochem. Funct. 10:185-191. 

9. Elion, E. A., B. Satterberg, and J. E. Kranz. 1993. FUS3 phosphorylates 
multiple components of the mating signal transduction cascade: evidence 
for STEI2 and FAR1. Mol. Biol. Cell. 4:495-510. 

10. Erdmann, R. 1994. The peroxisomal targeting signal of 3--oxoacyl-CoA 
thiolase from Saccharomyces cerevisiae. Yeast. 10:935-944. 

11. Erdmann, R., M. Veenhuis, D. Mertens, and W.-H. Kunau. 1989. Isola- 
tion of peroxisome-deficient mutants of Saccharomyces cerevisiae. Proc. 
Natl. Acad, Sci. USA. 86:5419-5423. 

12. Filipits, M., M. M. Simon, W. Rapatz, B. Hamilton, and H. Ruis. 1993. 
A Saccharomyces cerevisiae upstream activating sequence mediates in- 
duction of peroxisome proliferation by fatty acids. Gene (Amst.'). 132: 
49-55. 

13. Fong, H. K. W., J. B. Hurley, R. S. Hopkins, R. Miake-Lye, M. S. John- 
son, R. F. Doolittle, and M. I. Simon. 1986. Repetitive segmental struc- 
ture of the transducin /3-subunit: homology with the CDC4 gene and 
identification of related mRNAs. Proc. Natl. Acad, Sci. USA. 83: 
2162-2166. 

14. Gambill, B. D., W. Voos, P. J. Kang, B. Miao, T. Langur, E. A. Craig, 
and N. Pfanner. 1993. A dual role for mitochondrial heat shock protein 
70 in membrane translocation of preproteins. J. Cell Biol. 123:109-117. 

15. Glover, J. R., D. W. Andrews, and R. A. Rachubinski. 1994. Sac- 
charomyces cerevisiae peroxisomal thiolase is imported as a dimer. Proc. 
Natl. Acad. Sci. USA. 91:10541-10545. 

16. Giover, J. R., D. W. Andrews, S. Subramani, and R. A. Rachubinski. 
1994. Mutugenesis of the amino targeting signal of Saccharomyces 
cerevisiae 3-ketoacyl-CoA thiolase reveals conserved amino acids re- 
quired for import into peroxisomes in vivo. J. Biol. Chem. 269: 
7558-7563. 

17. Goebl, M., and M. Yanagida. 1991. The TPR snap helix: a novel protein 
repeat motif from mitosis to transcription. Trends Biochem. Sci. 16: 
173-176. 

18. Gould, S. J., G.-A. Keller, N. Hosken, J. Wilkinson, and S. Subramani. 
1989. A conserved tripeptide sorts proteins to peroxisomes. J. Cell Biol. 
108:1657-1664. 

19. Guarente, L. 1984. Yeast promoters: positive and negative elements. Cell. 
36:799-800. 

20. Harlow, E., and D. Lane. 1988. Antibodies. A laboratory manual. Cold 
Spring Harbor Laboratory, New York. 421 pp. 

21. Heikoop, J. C., C. W. T. van Roermund, W. W. Just, R. Ofman, R. B. H. 
Schutgens, H. S. A. Heymans, R. J. A. Wanders, andJ. M. Tager. 1990. 
Rhizomelic chondrodysplasia punctata. Deficiency of 3-oxoacyl-eoen- 
zyme A thiolase in peroxisomes and impaired processing of the enzyme. 
J. Clin. Invest. 86:126-130. 

22. Henikoff, S. 1984. Unidirectional digestion with exonuclease III creates tar- 
geted breakpoints for DNA sequencing. Gene (Amst.). 28:351-359. 

23. Hoffman, C. S., and F. Winston. 1987. A ten-minutes DNA preparation 
from yeast efficiently release autonomous plasmids for transformation of 
Escherichia coli. Gene (Amst.). 57:267-272. 

24. Hohfeld, J., M. Veenhuis, and W.-H. Kunau. 1991. PAS3, a Saccharo- 
myces cerevisiae gene encoding a peroxisomal integral membrane protein 
essential for peroxisome biogenesis. J. Cell Biol. 114:1167-1178. 

25. Jensen, R. E., and M. P. Yaffe. 1988. Import of proteins into yeast mito- 
chondria: the nuclear MAS2 gene encodes a component of the processing 
protease that is homologous to the MAS l-encoded subunit. EMBO (Fur. 
Mol. BioL Organ.)J. 7:3863-3871. 

26. Kamiryo, T., Y. Sakasegawa, and H. Tan. 1989. Expression and transport 
of Candida tropicalis peroxisomal acyl-CoA oxidase in the yeast Candida 
maltosa. Agric. Biol. Chem. 53:179-186. 

27. Kang, P. J., J. Ostermann, J. Shilling, W. Neupert, E. A. Craig, and N. 
Planner. 1990. Requirement for hsp70 in the mitocbondrial matrix for 
translocation and folding of precursor proteins. Nature (Lond.). 348: 
137-143. 

28. Keller, G.-A., S. Krisans, S. J. Gould, J. M. Sommer, C. C. Wang, W. 
Schliebs, W.-H. Kunau, S. Brody, and S. Subramani. 1991. Evolution- 
ary conservation of a microbody targeting signal that targets proteins to 
peroxisomes, glyoxysomes and glycosomes. J. Cell Biol. 114:893-904. 

29. Kolodziej, P. A., and R. A. Young. 1991. Epitope tagging and protein sur- 
veillance. Methods Enzymol. 194:508-519. 

30. Kragler, F., A. Langeder, J. Raupachova, M. Binder, and A. Hartig. 1993. 
Two independent peroxisomal targeting signals in catalase A of Sac- 
charomyces cerevisiae. J. Cell BioL 120:665-673. 

31. Krisans, S. K. 1992. The role of peroxisomes in cholesterol metabolism. 
Am. J. Respir. Cell Mol. Biol. 7:358-364. 

32. Kunau, W.-H., A. Beyer, T. Franken, K. G6tte, M. Marzioch, J. 
Saidowsky, A. Skaletz-Rorowski, and F. F. Wiebel. 1993, Two com- 
plementary approaches to study peroxisome biogenesis in Saccharomyces 
cerevisiae: Forward and reversed genetics. Biochimie (Paris). 75: 
209-224. 

33. Kyte, J., and R. F. Doolittle. 1982. A simple method for displaying the 
hydropathic character of a protein. J. Mol. Biol. 157:105-132. 

34. Lazarow, P. B., and Y. Fujiki. 1985. Biogenesis of peroxisomes. Annu. 
Rev. Cell Biol. 1:489-530. 

35. Lazarow, P. B., and H. W. Moser. 1994. Disorders ofperoxisome biogen- 
esis. In The Metabolic Basis of Inberited Disease. 7th Ed. C. R. Scriver, 
A. L. Beaudet, W. S. Sly, and A. D. Valle, editors. McGraw-Hill, New 
York. 2287-2324. 

36. Lazarow, P. B., R. Thieringer, G. Cohen, T. Imanaka, and G. M. Small. 
1991. Protein import into peroxisomes in vitro. In Methods in Cell Biol- 
ogy. Vol. 34. A. Tartakoff, editor. Academic Press, San Diego. 304- 
326. 

37. Marzioch, M., R. Erdmann, M. Veenhuis, and W.-H. Kunan. 1994. PAS7 
encodes a novel yeast member of the WD-40 protein family essential for 
import of 3-oxoacyl-CoA thiolase, a PTS2-containing protein, into per- 
oxisomes. EMBO (Eur. Mol. Biol. Organ.) J. 13:4908-4917. 

38. Mathieu, M., J. P. H. Zeelen, R. A. Pauptit, R. Erdmann, W.-H. Kunau, 
and R. K. Wierenga. 1994. The 2.8 A crystal structure of peroxisomal 
3-ketoacyl-CoA thiolase of Saccharomyces cerevisiae: a five-layered 
ct/3tx~ot structure constructed from two core domains of identical topol- 
ogy. Structure. 2(9):797-808. 

39. McCammon, M. T., M. Veenhuis, S. B. Trapp, andJ. M. Goodman. 1990. 
Association of glyoxylate and beta-oxidation enzymes with peroxisomes 
of Saccharomyces cerevisiae. J. Bacteriol. 172:5816-5827. 

40. McCollum, D., E. Monosov, and S. Subramani. 1993. The pas8 mutant 
of Pichia pastoris exhibits the peroxisomal protein import deficiencies of 
Zellweger syndrome cells-the PASS protein binds to the COOH-terminal 
tripoptide peroxisomal targeting signal, and is a member of the TPR pro- 
tein family. J. Cell Biol. 121:761-774. 

41. Motley, A., E. Hettema, B. Distel, and H. Tabak. 1994. Differential pro- 
tein import deficiencies in human peroxisome assembly disorders. J. Cell 
Biol. 125:755-767. 

42. Neer, E. J., C. J. Schmidt, R. Nambudripad, and T. F. Smith. 1994. The 
ancient regulatory-protein family of WD-repeat proteins. Nature (Lond.). 
371:297-300. 

43. Osumi, T., T. Tsukamoto, S. Hata, S. Yokota, S. Miura, Y. Fujiki, M. 
Hijikata, S. Miyazawa, and T. Hashimoto. 1991. Amino-terminal prese- 
quence of the precursor of peroxisomal 3-ketoacyl-CoA thiolase is a 
cleavable signal peptide for peroxisomal targeting. Biochem. Biophys. 
Res. Commun. 181:947-954. 

44. Pollock, R. A., F.-U. Hartl, M. Y. Cheng, J. Ostermann, A. Horwich, and 
W, Neapert. 1988. The processing peptidase of yeast mitochondria: the 
two co-operating components MPP and PEP are structurally related. 
EMBO (Eur. Mol. Biol. Organ.) J. 7:3493-3500. 

45. Purdue, P. E., and P. B. Lazarow. 1994. Peroxisome biogenesis: multiple 
pathways of protein import. J. Biol. Chem. 269:30065-30068. 

46. Purdue, P. E., Y. Takada, and C. J. Danpure. 1990. Identification of muta- 
tions associated with peroxisome-to-mitochondrion mistargeting of ala- 
nine/glyoxylate aminotransferase in primary hyperoxaluria type 1. J. Cell 
Biol. 111:2341-2351. 

47. Rose, M. D., P. Novick, J. H. Thomas, D. Botstein, and G. R. Fink. 1987. 
A Saccharomyces cerevisiae genomic plasmid bank based on a centro- 
mere-containing shuttle vector. Gene (Amst.). 60:237-243. 

48. Rothstein, R. 1991. Targeting, disruption, replacement, and allele rescue: 
integrative DNA transformation in yeast. Methods Enzymol. 194:281- 
301. 

49. Sambrook, J., E. F. Fritsch, and T. Maniatis. 1989. Molecular cloning: 
a laboratory manual. Cold Spring Harbor Laboratory, Cold Spring Har- 
bor, NY. 

50. Sanders, S. L., K. M. Whitfield, J. P. Vogel, M. D. Rose, and R. W. 
Schekman. 1992. Sec61p and BIP directly facilitate polypeptide translo- 
cation into the ER. Cell. 69:353-365. 

51. Sanger, F., S. Nicklen, and A. R. Coulson. 1977. DNA sequencing with 
chain-terminating inhibitors. Proc. Natl. Acad. Sci. USA. 74:5463-5467. 

52. Schild, D., A. J. Brake, M. C. Kiefer, D. Young, and P. J. Barr. 1990. 
Cloning of three human multifunctional de novo purine biosynthetic 
genes by functional complementation of yeast mutations. Proc. Natl. 
Acad. Sci. USA. 87:2916-2920. 

53. Schram, A. W., A. Strijland, T. Hashimoto, R. J. A. Wanders, R. B. H. 
Schutgens, H. Van den Bosch, and J. M. Tager. 1986. Biosynthesis and 
maturation of peroxisomal E-oxidation enzymes in fibroblasts in relation 
to the Zellweger syndrome and infantile Refsum disease. Proc. Natl. 
Acad. Sci. USA. 83:6156-6158. 

Zhang and Lazarow The PEBI Gene and Peroxisomal Thiolase Import 79 



54. Sherman, F., G. R. Fink, and J. B. Hicks. 1986. Laboratory Course Man- 
ual for Methods in Yeast Genetics. Cold Spring Harbor Laboratory, Cold 
Spring Harbor, NY. 186 pp. 

55. Sikorski, R. S., and P. Hieter. 1989. A system of shuttle vectors and yeast 
host strains designed for efficient manipulation of DNA in Saccharomyces 
cerevisiae. Genetics. 122:19-27. 

56. Small, G. M., T. lmanaka, H. Shio, and P. B. Lazarow. 1987. Efficient 
association of in vitro translation products with purified, stable Candida 
tropicalis peroxisomes. Mol. Cell. Biol. 7:1848-1855. 

57. Small, G. M., L. J. Szabo, and P. B. Lazarow. 1988. AcyI-CoA oxidase 
contains two targeting sequences each of which can mediate protein im- 
port into peroxisomes. EMBO (Eur. Mol. Biol. Organ.) J. 7:1167-1173. 

58. Soil, D. R. 1984. The cell cycle and commitment to alternate cell fates in 
Candida albicans. In The Microbial Cell Cycle. P. Nurse and E. Streib- 
lova, editors. CRC Press, Inc., Boca Raton, FL. 143-162. 

59. Subrarnani, S. 1993. Protein import into peroxisomes and biogenesis of the 
organdie, Annu. Rev. Cell Biol. 9:445-478. 

60. Swinkels, B. W., S. J. Gould, A. G. Bodnar, R. A. Rachubinski, and S. 
Subrumani. 1991. A novel, cleavable peroxisomal targeting signal at the 
amino-terminus of the rat 3-ketoacyI-CoA thiolase. EMBO (Eur. Mol. 
Biol. Organ.) J. 10:3255-3262. 

61. Thieringer, R., H. Shio, Y. Han, G. Cohen, and P. B. Lazarow. 1991. 
Peroxisomes in Saccharomyces cerevisiae: Immunofluorescence analysis 
and import of catalase A into isolated peroxisomes. MoL Cell. Biol. 11 : 
510-522. 

62. Thompson, S. L., and S. K. Krisans. 1990. Rat liver peroxisomes catalyze 
the initial step in cholesterol synthesis. The condensation of acetyl-CoA 
units into acetoacetyl-CoA. J. Biol. Chem. 265:5731-5735. 

63. Tuite, M. F. 1989. Protein synthesis. In The Yeasts. Vol. 3: Metabolism 
and Physiology of Yeasts. A. H.. Rose and J. S. Harrison, editors. Aca- 
demic Press, San Diego, CA. 161-204. 

64. Tyers, M., G. Tokiwa, R. Nash, and B. Futcher. 1992. The Cln3-Cdc28 
kinase complex of S. cerevisiae is regulated by proteolysis and phos- 
phorylation. EMBO (Eur. Mol. Biol. Organ.)J. 11:1773-1784. 

65. Van den Bosch, H., R. B. H. Schutgens, R. J. A. Wanders, and J. M. 
Tager. 1992. Biochemistry of peroxisomes. Annu. Rev. Biochem. 61: 
157-197, 

66. Van Der Leij, I., M. M. Franse, Y. Elgersma, B. Distel, and H. F. Tabak. 
1993. PAS10 is a tetratricopeptide-repeat protein that is essential for the 
import of most matrix proteins into peroxisomes of Saccharomyces 
cerevisiae. Proc. Natl. Acad. Sci. USA. 90:11782-11786. 

67. Van Der Leij, 1., M. Van Den Berg, R. Boot, M. Franse, B. Distel, and 
H. F. Tabak. 1992. Isolation of peroxisome assembly mutants from Sac- 
charomyces cerevisiae with different morphologies using a novel positive 

selection procedure. J. Cell Biol. 119:153-162. 
68. van der Voorn, L., and H. L. Ploegh. 1992, The WD-40 repeat. FEBS 

(Fed. Eur. Biochem. Soc.) Lett. 307:131-134. 
69. Varodell, I. M., and J. M. Polak. 1986. Electron Microscopical Immuno- 

cytochemistry. In Immunocytoehemistry. Modern Methods and Applica- 
tions. J. M. Polak and S. Van Noorden, editors. Wright, Bristol, UK. 
146-166. 

70. Vcenhuis, M., M. Mateblowski, W.-H. Kunan, andW. Harder. 1987. Pro- 
liferation of microbodies in Saccharomyces cerevisiae. Yeast. 3:77-84. 

71. Vogel, J. P., L. M. Misra, and M, D. Rose. 1990. Loss of BIP/GRF78 
function blocks translocation of secretory proteins in yeast. J. Cell Biol. 
110:1885-1895. 

72. Wang, T., Y. Luo, and G. M. Small. 1994. The POX1 gene encoding 
peroxisomal acyl-CoA oxidase in Saccharomyces cerevisiae is under the 
control of multiple regulatory elements. J. Biol. Chem. 269:24480- 
24485. 

73. Wendland, M., and S. Subramani. 1993. Presence of cytoplasmic factors 
functional in peroxisomal protein import implicates organelle-associated 
defects in several human peroxisomal disorders. J. Clin. Invest. 92: 
2462-2468. 

74. Williams, F. E., U. Varanasi, and R. J. Trumbly. 1991. The CYC8 and 
TUP1 proteins involved in glucose repression in Saccharomyces 
cerevisiae are associated in a protein complex. Mol. Cell. Biol. I 1: 
3307-3316. 

75. Wilson, I. A., H. L. Niman, R. A. Houghten, A. R. Cherenson, M. C. 
Connolly, and R. A. Lerner. 1984. The structure of an antigenic deter- 
minant in a protein. Cell. 37:767-778. 

76. Wright, R., and J. Rine. 1989. Transmission electron microscopy and im- 
munocytochemical studies of yeast: analysis of HMG-CoA reductase 
overproduction by electron microscopy. Methods Cell BioL 3 i :473-512. 

77. Yaffe, M. P., and G. Schatz. 1984. Two nuclear mutations that block mito- 
chondrial protein import in yeast. Proc. Natl. Acad. Sci. USA. 81: 
4819-4823. 

78. Zhang, J. W. 1994. Peroxisome biogenesis mutants and gene analysis in 
Saccharomyces cerevisiae. Ph.D. thesis. City University of New York. 
214 pp, 

79. Zhang, J. W., Y. Han, and P. B. Lazarow. 1993. Peroxisome clustering 
mutants and peroxisome biogenesis mutants of Saccharomyces cere- 
visiae. J. Cell Biol. 123:1133-1147. 

80. Zhang, J. W., C. Luckey, and P. B. Lazarow. 1993. Three pcroxisome pro- 
tein packaging pathways suggested by selective permeabilization of yeast 
mutants defective in peroxisome biogenesis, biol. Biol. Cell. 4:1351- 
1359. 

The Journal of Cell Biology, Volume 129, 1995 80 


