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Deletion of the gene for subunit Ill leads to defective
assembly of bacterial cytochrome oxidase
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COIH is one of the major subunits in the mitochondrial
and a bacterial cytochrome c oxidase, cytochrome aa3.
It does not contain any of the enzyme's redox-active metal
centres and can be removed from the enzyme without
major changes in its established functions. We have
deleted the COmI gene from Paracoccus denitificans. The
mutant still expresses spectroscopically detectable enzyme
almost as the wild-type, but its cytochrome c oxidase
activity is much lower. From 50 to 80% of cytochrome
a is reduced and its absorption maximum is 2-3 nm blue-
shifted. The EPR signal of ferric cytochrome a is
heterogeneous indicating the presence of multiple
cytochrome a species. Proteolysis of the membrane-bound
oxidase shows new cleavage sites both in COI and COII.
DEAE-chromatography of solubilized enzyme yields
fractions that contain a COI + COIH complex and in
addition haem-binding, free COI as well as free COII.
The mutant phenotype can be complemented by intro-
ducing the COIH gene back to cells in a plasmid vector.
We conclude that cytochrome oxidase assembles ineffi-
ciently in the absence ofCOm and that this subunit may
facilitate a late step in the assembly. The different oxidase
species in the mutant represent either accumulating
intennediates of the assembly pathway or dissociation
products of a labile COI + COIl complex and its
conformational variants.
Key words: cytochrome aa3/gene deletion/membrane protein
assemblylParacoccus denitrificanslsubunit HI

Introduction
Assembly of membrane protein complexes that are composed
of several different subunits, sometimes in odd stoichio-
metries, probably requires specific nucleation and a unique
pathway. In the bacterial photosynthetic reaction centre,
subunit H, an amphipathic protein which is one of its four
subunits, may act as such a nucleating centre (Chory et al.,
1984), and an organizing role has been postulated (Friedl
et al., 1981; Walker et al., 1982) to a similarly amphipathic
subunit b during biosynthesis of the Escherichia coli FIFO
ATP-synthase.
Cytochrome c oxidase (EC 1.9.3.1) is a multisubunit

membrane protein essential for eukaryotic aerobic life. In
mitochondria it has three major subunits (COI, COII and
COUI), the genes for which are invariably found in mtDNA.

Several other subunits (up to 10) are encoded by nuclear
genes (Kadenbach et al., 1987). The bacterial enzyme
appears to be composed of subunits homologous to COI,
COIl and COmI. There may be, however, additional proteins
that have a function in its structure or biosynthesis (Raitio
et al., 1987; Saraste et al., 1989). Paracoccus denitrificans,
a 'free-living mitochondrion', has an aerobic respiratory
chain that is related to the mitochondrial one, and its
cytochrome c oxidase closely resembles the mitochondrial
enzyme (Ludwig, 1987).
Cytochrome c oxidase catalyses reduction of molecular

oxygen to water. Four electrons needed for this reaction are
donated by cytochrome c on the outer surface of the
membrane. The electrons are transferred via two metal
centres, CUA and cytochrome a, to the Fe-Cu bimetallic
centre formed by cytochrome a3 and CUB. This active site
may reside approximately in the middle of the membrane
dielectric (Holm et al., 1987; Wikstrom, 1988). Four protons
consumed in the reduction of oxygen to water are taken from
the inside and, coupled to this reaction, four additional
protons are 'pumped' across the membrane from the inside
to its outside (Wikstrom, 1988,1989). Both processes
contribute to the generation of proton electrochemical
gradient across the membrane.
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Fig. 1. Branched electron transfer chain of Paracoccus denitrificans.
Diagram shows the terminal part of electron transfer chain in oxygen-
respiring paracocci. Cytochromes bo and co are two alternative
oxidases. The reaction sites of the inhibitors myxothiazol (MX) and
cyanide as well as of the electron donors ubiquinol (Q) plus
dithiothreitol (DTT) and ascorbate (Asc) plus cytochrome c are shown
(see the section 'Cytochrome c oxidase activity' in Results).
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Fig. 2. Construction of the plasmid for gene replacement. (A) The
map of the coxi locus is shown in (a); the COIII gene is dark-shaded.
Two new restriction sites, XbaI and KpnI, were constructed upstream
of the ORFI and COII gene, respectively, inserting linkers into NdeI
(Nd) and NcoI (Nc) sites. The 5' flanking region in gene replacement
was this XbaI-KpnI fragment (d). The 3' flanking region was
obtained from an ExoII deletion clone earlier used for sequencing
[(b); Raitio et al., 1987]. The KmR-marker was isolated as a SmaI
fragment from pUC4-KIXX. Constructions were carried out in E.coli
JMIO using pUC vectors. Restriction sites; B, BamHI [B* is an
inactivated BamHI site in pMS5; (c)]; E, EcoRI; H, HindIII; K, KpnI;
Nc, NcoI; Nd, NdeI; P, PstI; S, Sall; Sm, SmnaI; X, XbaI. (f) shows
the KpnI-BamHI fragment that was used in the complementation of
TN-57. (B) Plasmid pTN5 used in homologous recombination. The
insert of pTN4 [(e) in A] was inserted into the SalI site and a Sm-
resistance marker (see Materials and methods) into the EcoRI site of
pSUP202 (Simon et al., 1983).

It is currently thought that COI carries both haem A groups
and CUB (Holm et al., 1987; Muller et al., 1988). It
contains the bimetallic active site for oxygen reduction. The
fourth metal, CUA, may be located in COII, which is also
involved in cytochrome c binding. COIH can be removed
from the purified enzyme without major alterations in the
spectroscopic or catalytic properties (Penttila, 1983; Puttner
et al., 1985; Finel and Wikstrom, 1986). Thus it certainly
does not contain any of the redox centres. In fact, the
bacterial cytochrome oxidase was originally purified without
COIII (Ludwig and Schatz, 1980), and this subunit was

found only after its gene had first been discovered (Raitio
et al., 1987; Haltia et al., 1988).
The role of CORI in the oxidase has been widely discussed

(Brunori et al., 1987; Prochaska and Fink, 1987; Finel,
1989). It has been implied to participate in proton transloca-
tion. Dicyclohexylcarbodiimide (DCCD) modifies a
membrane-buried, conserved glutamic acid residue in CORI
causing a specific loss in proton translocation activity (Casey
et al., 1980), and removal of COIII has been reported to
abolish this activity as well (Penttila, 1983). However,
H + -translocation was subsequently demonstrated in
liposomes reconstituted with the mitochondrial or bacterial
oxidases lacking COIH (Solioz et al., 1982; Puttner et al.,
1985; Finel and Wikstrom, 1986). A subunit homologous
to COII is also a component of the E. coli cytochrome o
(an alternative terminal oxidase in bacteria; see Anraku and
Gennis, 1987; Saraste et al., 1989).
Although the aerobic respiratory chain of P.denitrificans

closely resembles the mitochondrial one, this organism also
displays clear bacterial characteristics (Figure 1). Up to five
different tenninal oxidase have been reported (Ludwig, 1987;
Bosma, 1989). Oxygen tension and carbon source are
thought to regulate their amounts in the cytoplasmic
membrane (Poole, 1988). In the context of this paper, the
possibility of having alternative oxidases has two corollaries.
On one hand it allows a radical manipulation of one of these,
because the organism survives by employing another. On
the other, the presence of several oxidases with partially
overlapping spectral and enzymological properties
complicates the analysis of mutants.
We decided to investigate the function of COIII in

cytochrome aa3 by deleting its gene from the chromosome
P.denitrificans. As we shall show, the absence ofCOIl leads
to interesting defects in the assembly of cytochrome oxidase.
The mutant can be complemented in trans when the COIII
gene is introduced back into it in a plasmid vector.

Results
Construction of mutants lacking the COIII gene
In Paracoccus, the structural genes for cytochrome aa3 are
found in three separate loci (Raitio et al., 1987,1989). Two
of these contain variants of the COI gene; the third, coxl,
encodes COIl, three ORFs and CORI. We used homologous
recombination to replace the COIH gene in coxl with a
kanamycin resistance marker. The strategy of the gene
replacement is shown in Figure 2. A Km marker was
inserted between the flanking regions of COIII gene and a
narrow host-range replicon pSUP202 (Simon et al., 1983)
was employed to harbour this construct, pTN5. A SmR
marker was needed for discrimination of those Paracoccus
clones that had acquired KmR phenotype via a single
crossing-over.
A suitable E.coli strain (S17-1, Table II) was first

transformed and the plasmid further transferred via conjuga-
tion to the P.denitnificans 1222-strain, which has an enhanced
conjugation frequency (Harms, 1988; de Vries et al., 1989).
In this host pTN5 is not able to replicate but, as it contains
sequences homologous to the host cytochrome, it may
integrate into the genome. Mutants created by double
crossing-over should have a KmR, Sms phenotype. Final
screening was performed by Southern blotting. Ten double
crossing-overs were identified among 120 trans-conjugants
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Fig. 3. DCCD-labelling of COIII. Membranes or cytochrome oxidase
reconstituted into liposomes were labelled with radioactive DCCD and
proteins analysed by SDS-PAGE (see Materials and methods). A is a

Coomassie blue-stained gel, B an autoradiogram. Lanes 1 and 4 are

the isolated Paacoccus cytochrome oxidase, lanes 2 and 3 membranes
from the parent strain PD 1222 and COIII-minus mutant TN-57. The
positions of subunits I, II and III are marked. Lane 5: mol. wt
markers.

screened. One of them, TN-57, was selected for further
analysis.

Antibodies raised against the purified three-subunit
Paracoccus cytochrome oxidase (Haltia et al., 1988) do not
recognize COIH. Instead, we have used DCCD-labelling to
detect this protein in membranes (Prochaska et al., 1981;
Haltia et al., 1988). Membranes isolated from TN-57 and
the parent strain (both of which contain spectroscopically
detectable oxidase, see Figure 4) were labelled with
[14C]DCCD, solubilized with dodecyl maltoside and
analysed by SDS -PAGE and autoradiography (Figure 3).
There is no labelled protein migrating as the apparent 23
kd band (III) in the mutant membranes (lane 3), while this
band is clear in the PD 1222 membranes (lane 2) or in the
isolated enzyme (lanes 1 and 4). This verifies the COIII-
minus phenotype of the mutant.

Optical spectra
Figure 4 shows reduced minus oxidized spectra of the
membranes isolated from the mutant and parent strains. In
A the spectra are recorded so that the total amount of
cytochromes is detected: oxidation with ferricyanide (FIC)
and reduction with dithionite. The characteristic a-band of
cytochrome aa3 at -605 nm shows that the mutant still
expresses cytochrome oxidase in amounts comparable to the
parent strain (Figure 4A). The mutant has significantly
increased absorption at 550-560 nm, which can be in part
attributed to enhanced expression of cytochrome o (the b-type
haems of this enzyme absorb around 560 nm; see Poole,
1988).
The redox centres in cytochrome oxidase get spon-

taneously oxidized when air is present. This is the case for
the wild-type enzyme (upper trace in Figure 4B). It contains
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Fig. 4. Optical spectra. In A and B membrane samples were

solubilized with dodecyl maltoside as described in Materials and
methods. 1222 and TN-57 refer to the wild-type and mutant samples.
(A) Reduced minus oxidized difference spectra at 500-650 nm.

Samples were first oxidized by addition of solid FIC for recording of

the baseline, then reduced with dithionite. Protein concentrations were

1.2 and 2.2 mg/ml in PD 1222 and TN-57. (B) FIC-oxidized minus
auto-oxidized spectra. Baselines were recorded using auto-oxidized
samples which were then further oxidized with solid FIC. Samples are

the same as in A. (C) Difference spectra at liquid nitrogen
temperature. (a) is the reduced (dithionite) minus oxidized (FIC)
spectrum of the parent strain membranes; (b), (c) and (d) are spectra
of the mutant cytochrome oxidase. (b) Dithionite-reduced minus
autoxidized. (c) Dithionite-reduced minus FIC-oxidized. (d) Auto-
oxidized minus FIC-oxidized. Protein concentrations of PD 1222 and
TN-57 membranes were 12.4 and 21.8 mg/mil, respectively.

only a small amount of reduced cytochrome aa3, revealed
by a trough at 605 nm in the FIC-oxidized versus auto-
oxidized spectra. In contrast, a major part of the mutant
enzyme is reduced in the isolated membranes (lower trace).
Two facts suggest that it is cytochrome a and not

cytochrome a3 which stays reduced in the membranes:
(i) cytochrome a accounts for 80% of the absorption at
605 nm; and (ii) carbon monoxide does not bind to the
autoreduced mutant enzyme (data not shown); it is known
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Fig. 5. EPR spectra. (A) g = 3 region in the EPR spectra of
membrane vesicles from four bacterial stains and of the purified two-
subunit Paracoccus cytochrome oxidase. g2.97 and g2.84 are two
reference points discussed in the text. Paracoccus mutants TN-57 [(a),
COHII-minus] and NS-3 [(b), cytochrome aa3-minus] should be
compared to the parent strain (c) and to the purified enzyme (e).
Membranes from Ecoli RG145 (d) are included for assignment of the
cytochrome o-derived signal at g2.97. Instrumental conditions:
modulation amplitude 3.1 mT, microwave power 0.5 mW, microwave
frequency 9.44 GHz, time constant 0.164 s, temperature 6°K [except
for (d) 8°K]. (a)-(d) are sums of four scans; a single scan from 0.2
to 0.25 T took 336 s. (e) is a sum of two scans. (d) was plotted on an
eight times and (e) sixteen times less sensitive absorption derivative
scale than (a)-(c). Cytochrome aa3 (AM) and protein (mg/ml)
concentrations were 10 yM in (a), 56 mg/ml in (b), 12 /AM in (c), 48
mg/ml in (d) and 130 ,uM in (e). The insert (upper left corner) shows
spectrum (a) after the contribution of cytochrome o at g2.97 has been
subtracted. The difference spectrum was smoothed using a filtering
method described in Biermann and Ziegler (1986); filter width was
4.8 mT and the resolution enhancement parameter ca 6.0. (B) g = 2
region of the EPR spectra of the mutant (a) and parent strain (b)
membranes. Instrumental conditions: modulation ampitude 1.0 mT,
microwave power 10.0 mW, time constant 0.0410 s, temperature 31
K. Spectra are sums of four scans from 0.28 to 0.38 T; each scan
took 168 s. The arrow at (b) points to the most prominent manganese
line; g2.00 is marked for reference. Cytochrome oxidase
concentrations were 11 /iM (a) and 8.4 AM (b).

to bind only to the ferrous cytochrome a3 (see Wikstrom
et al., 1981). CO-difference spectra measured after complete
reduction suggests that the cytochrome a3 site has been
formed both in the autoreduced and auto-oxidized mutant
enzyme. Thus the presence of reduced cytochrome a may
indicate that the internal electron transfer is blocked or
defective in the mutant.
Low-temperature spectroscopy of the reduced a-band in

the mutant membranes is summarized in Figure 4C. Both
the autoreduced and auto-oxidized enzyme species have
slightly shifted peak positions. The a-maximum of the
former is more blue-shifted than that of the latter.
The a-band arises from an electronic transition of the

porphyrin macrocycle inner ring which is influenced by the
molecular orbitals of the central iron (Brill, 1977; Adar,
1978). Cytochrome a is bis-imidazole coordinated, and the
molecular orbitals around the iron reflect both the distance
and orientation of the histidine ligands (Peisach, 1978;
Palmer, 1985). A change in these parameters is probably
the reason for the observed shift. Also a weakening of the
hydrogen bond that the formyl group substituent of haem
A makes with the apoprotein could cause the higher transi-
tion energy of the ca-band (Babcock and Callahan, 1983;
Babcock, 1988).

EPR spectra
EPR is a sensitive method to probe the environment around
a paramagnetic haem iron such as the bis-imidazole
coordinated Fe3+ of cytochrome a. Figure 5A shows the
g = 3 region in the EPR spectra of membrane particles from
various strains of bacteria. The low spin signal at g2.84 is
the gz of cytochrome a (Erecinska et al., 1979; Albracht
et al., 1980), whereas the g2.97 signal is likely to belong
to the hexacoordinated haem in cytochrome o. The latter
assignment is based on the spectrum (b) of a cytochrome
aa3-deficient Paracoccus mutant NS-3 (Willison et al.,
1981). It has been grown aerobically and contains only b-type
cytochromes and must use terminal oxidases other than
cytochrome aa3. The assignment is confirmed by spectrum
(d) of the membranes from E. coli RG145 that
(over)expresses cytochrome o (Au and Gennis, 1987). The
EPR parameters of this enzyme have been determined by
Hata et al. (1985) using a purified preparation.
Comparison of the cytochrome a spectrum of TN-57 (a)

to the parent strain (c) reveals a clear difference. The
dominant feature in the former is an asymmetric signal that
begins before g2.97 and ranges beyond g2.84. The parent
strain membranes give a minor signal at g2.97 and a large,
symmetric one at g2.84. The former resonance, due to the
cytochrome o, has increased in the mutant, but in addition
new signals have appeared between this and g2.84 (i.e. the
normal cytochrome a signal). The intensity at g2.84 in the
TN-57 membranes is much lower than expected on the basis
of their oxidase concentration. The mutant membranes
contain autoreduced enzyme (Figure 4B), and the signal
around g2.90 increases slightly after oxidation with FIC; a
complete oxidation cannot be achieved since FIC has not
access to the inside of sealed vesicles (oxidation was
maximally - 70%). This suggests, however, that the
autoreduced fraction might give rise to the absorption
between cytochrome o and normal cytochrome a signals.
The spectrum in the g2.90 region is better resolved after

the contribution of cytochrome o to (a) was eliminated (the
insert in the upper left corner of Figure SA). This was
accomplished by subtracting an appropriately scaled
cytochrome o spectrum (b). One of the three resolved
maxima (g2.84) can be attributed to the normal cytochrome
a.
The EPR spectrum at g = 3 of the purified wild-type

Paracoccus cytochrome oxidase which contains only two
subunits, COI and COII, is shown in (e). It has a symmetric
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Table I. Cytochrome oxidase activity with different electron donating
systems

Activity inhibitable with Activity sensitive to
antibodies (e-/sec) myxothiazol (%)

Asc + TMPD Asc + DTT + Q1
cytochrome c

PD1222 290 213 64
TN-57 8 37 0
TN-57/pMS13 366 260 70

The measurements with membrane vesicles were performed as
described in Materials and methods. Molecular activities (e-/s) E

mean values of three to six experiments. PD1222 is the wild-typ
TN-57 the COIII-lacking mutant, and TN-57/pMS13 is the
complemented mutant.

A B

WT M *T M WT M WT M Wr M
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tetramethyl-p-phenylenediamine (TMPD, an electron
mediator), (ii) ascorbate plus cytochrome c and
(iii) dithiothreitol (DTT) plus ubiquinone-I (Qj) (see Figure
1). There is evidence for another cytochrome c oxidizing
enzyme, cytochrome co, in Paracoccus (Bosma, 1989). The
activity due to cytochrome aa3 was therefore defined as that
inhibited with a specific antiserum (Table I). These antibodies
inhibited practically all cyanide-sensitive cytochrome c
oxidation in both the parent strain and mutant membranes.
Myxothiazol, a specific inhibitor of the cytochrome c
reductase (cytochrome bcl; Figure 1), was found to inhibit
the oxidation of QI in the wild-type but not in the mutant
membranes (Table I).

Three points emerged. First, the mutant has a dramatically
lowered oxidase activity especially with ascorbate plus
TMPD. Secondly, cytochrome c slightly enhanced the
activity of the mutant enzyme. Thirdly, there is no myxo-
thiazol-sensitive respiration in the mutant.

In Paracoccus, the physiological electron donor to
cytochrome aa3 is thought to be a membrane-bound
cytochrome c552 (Bolgiano et al., 1989). The low ascorbate-
TMPD-oxidase activity which can be enhanced by addition
of external cytochrome c, may indicate that the absence of
COmI perturbs the interaction between cytochrome c552 and
the oxidase. Also the insensitivity of the respiration to
myxothiazol in the mutant shows that electrons cannot enter
the oxidase physiologically, that is via cytochromes bec and

11" C552- In addition, it suggests that another oxidase takes part
in the oxygen consumption of TN-57 membranes. This is
most likely the ubiquinol-oxidizing cytochrome bo
(Parsonage et al., 1986; see Figures 1 and 5A and Table I).

C C HY T RY C C H

Fig. 6. Proteolysis of membranes. Membranes isolated from the wild-
type (WT) and mutant (M) bacteria were digested with chymotrypsin
(CHY) or trypsin (TRY). Undigested controls (C) are in lanes 1
(PD 1222) and 2 (TN-57). After SDS-PAGE, immunoblots were
developed either with antibodies against the COI + COII complex (A)
or COII (B). I', II' and II" refer to proteolytic fragments produced
from COI and COII.

g2.84 signal indicating that the ferric cytochrome a is
completely normal [compare (a) and (e)]. This reflects the
apparent paradox of our experiment: COII can be removed
from the properly assembled oxidase without any change
in the environment of cytochrome a.
EPR spectra of the g = 2 region (Figure 5B) show that

the mutant and parent strain enzymes bind CUA in
comparable amounts. This metal gives rise to a characteristic
trough in EPR spectrum around g2.00. In this region copper
and manganese signals overlap. Tightly bound manganese
has been shown to be located either in COI or COIH; it could
be removed only after partial denaturation of the oxidase
(Seelig et al., 1981). The general shape of the mutant
spectrum has changed because of the weaker manganese
signals [the arrow in (b) shows the position of the major Mn
line]. Thus manganese may be involved in formation of the
properly assembled subunit complex.

Cytochrome c oxidase activity
In order to investigate the terminal segment of the respiratory
chain, oxidase activity was measured polarographically using
three different electron donating systems: (i) ascorbate plus

Proteolysis in situ
In the isolated or membrane-bound wild-type enzyme the
extreme N-terminus of COI and the loop that connects two
membrane-spanning segments of COII are accessible to
chymotrypsin and trypsin (Finel, 1988). Proteolytic cleavage
of the COIl loop produces a characteristic fragment labelled
II' in Figure 6.
New fragments were generated from COI and COII, when

the mutant membranes were subjected to a similar proteo-
lysis. Figure 6 shows immunoblots of membrane proteins
after cleavage with chymotrypsin and trypsin in situ. The
blottings were carried out using either an antiserum against
the purified two-subunit enzyme (A) or against the purified
COII (B). Undigested controls (C) of PD 1222 and TN-57
membranes (labelled WT and M) are shown for comparison.
A shorter version of TI' and a new proteolytic fragment II"
are produced with chymotrypsin (CHY) from COII in the
mutant membranes (middle lanes). Trypsin (TRY) appears
to digest the mutant COI more effectively (lanes on the right
in Figure 6A): although mobility of the COI band does not
clearly increase, weak antibody-binding of the digested
mutant protein may reflect a diminished immunological
reactivity which is apparently caused by the N-terminal
cleavage (M.Finel, unpublished results). Chymotrypsin
produces a truncated COI, band I' (Figure 6A), in the mutant
sample. (Note that all proteolytic digestions are partial.)
The exposure of new cleavage sites in COI and COII of

the TN-57 membranes indicates that at least a part of these
proteins either does not assemble into the normal quater-
nary structure or, in their complexes, has a conformation
different from the mature one.
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However, the peak eluting at low ionic strength is larger
in the mutant and corresponds to 22% of the total oxidase
(4% in the control).
Immunoblots of the column fractions (Figure 7B) reveal

that peak I contains only COI (fractions 34 and 36), whereas
the major peak II contains both COI and COIH (fractions 62).
After the latter, fractions containing only COII are present
in the mutant but not in the parent strain (fraction 80). (We
mark that the antiserum does not detect COHI.)

In peak I, cytochrome a is 80-90% reduced and has a
blue-shifted a-maximum regardless of the source of the
membranes. In contrast, while the mutant oxidase in the
major peak II is > 50% reduced, the parent strain enzyme
is >90% oxidized. The auto-oxidized component of the
mutant peak II can be purified by further chromatographic
steps (T.Haltia, unpublished results).

Complementation of the mutation
It is important to confirm that the mutant phenotype is caused
by deletion of the COIII gene and not by another rearrange-
ment in the genome. The obvious control is to return the
deleted gene into the mutant in a plasmid vector. We
constructed pMS 13 (Table II) using a multi-host plasmid
pMMB67 (Furste et al., 1986) as a vector. Since
P. denitrificans is not able to express the Ap marker of this
plasmid, a 2.4 kb EcoRI-fragment which contains a SmR_
marker (See Materials and methods) was ligated into the
mpl 8-type multilinker of pMMB67. This marker was used
for selection of the plasmid in E. coli as well as in
P.denitrificans. The KpnI-BamHI fragment that contains
the entire COIm gene [(f) in Figure 2A] was inserted adjacent
to the marker, E.coli strain SM1O (Table H) transformed
and the plasmid further transferred to TN-57 via conjugation.
The mutant phenotype of TN-57 became fully comple-

mented. Its oxidase activity, optical spectrum and EPR
signals at g = 3 and g = 2 changed back to the wild-type.
As it is shown in Table I, all three measured activities became
similar to those of the wild type membranes.

Fig. 7. Fractionation of solubilized cytochrome oxidase on a

DEAE-Sepharose column. (A) Column conditions are described in
Materials and methods; NaCl gradient is shown on the left. The wild-
type (dashed line) and mutant (solid line) enzymes were followed by
difference spectra at 605-630 nm (samples were first oxidized with
FIC for base-line measurement, then reduced with dithionite for
difference spectra). (B) Immunoblots of column fractions from (A)
were developed with the anti-holoenzyme serum. C indicates control
purified wild type oxidase samples. Numbers refer to the fractions in
(A). Both subunits I (top) and II (bottom) bind the antibodies; COIII
in the peak II of PD1222 sample is not detected. Note that on the
right, both fractions 34 and 36 belong to peak I of the mutant sample.

Anion-exchange chromatography of solubilized
oxidase
Up to this point we have studied the membrane-bound
enzyme. The heterogenous optical and EPR signals as well
as new sites accessible to proteolysis suggest, ad hoc, that
multiple species of the mutant oxidase exist in the
membranes. These might be isolated after solubilization.
Figure 7A shows elution profiles of solubilized proteins from
the parent strain and mutant membranes on a DEAE-
Sepharose column. Cytochrome oxidase (monitored at
605 nm) elutes at two different positions. The elution profiles
of the wild-type and TN-57 oxidases are qualitatively similar.
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Discussion
Our hope was to elucidate the role of COlT in cytochrome
oxidase. Deletion of the COmI gene did not, however, yield
a mutagenized, homogeneous enzyme with altered proper-
ties. Instead it lead to a population of defectively assembled
cytochrome oxidases.
An important result of this study is that all metal centres

of cytochrome aa3 can be formed in the absence of COIII.

However, most of the enzyme lacks activity, has an abnormal
cytochrome a and a defect in the internal electron transfer.
Paracoccus seems to feel this defect and compensates the
physiological inactivity of cytochrome aa3 by making more
of another terminal oxidase, cytochrome o, which has a
related function (Puustinen et al., 1989).

Free COI that has probably bound two haems (and perhaps
also CUB) appears to be one species of the mutant enzyme
(D in Figure 8). Its cytochrome a is most probably reduced,
has a blue-shifted a-peak and may give rise to one of the
EPR-signals around g2.90 (the insert in Figure 5). The
second population may be a COI + COIH complex which
still has cytochrome a in an unusual conformation (resulting
in the second additional EPR signal) and a defect in the
internal electron transfer to the binuclear centre. The third
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Table H. Bacterial strains and plasmids

Strain or Relevant characteristicsa Source or reference
plasmid

E coli
SM1O KmR, thi, thr, leu, lacY, tonA, phx, supE, RP4-2 integrated (Tc :: Mu) Simon et al., 1983
S17-1 SmR, pro, res-, mod+, RP4-2 integrated (Tc :: Mu) (Km :: Tn7) Simon et al., 1983
RG145 APR, cyt d- contains pRG1I1 for overproduction of cytochrome o Au and Gennis, 1987

P. denitnficans
PD 1222 RifR, SpcR, mod+, enhanced conjugation frequency De Vries et al., 1989
TN 57 PD 1222, KmR, C0111- This study
NS-3 cyt. aa3- Willison et al., 1981

Plasmids
pSUP202 ApR, CmR, TcR, mob+ Simon et al., 1983
pTN5 pSUP202, ApR, SmR, KMR-marker embedded with the flanking regions of COIII gene This study
pMMB67EH ApR, laclQ, tacP, rrnB, bla, multilinker mpl8 Furste et al., 1986
pMS13 pMMB67EH, ApR, SmR, COIH inserted as KpnI-BamHI fragment This study

'Rif, rifampicin; Spc, spectinomycin; Sm, streptomycin; Km, kanamycin; Ap, ampicillin; Tc, tetracyclin; Cm, chloramphenicol; res, host-specific
restriction, the indices a and b refer to two different systems present (Harms, 1988); mod, host-specific modification; mob, conjugative transfer
functions (Simon et al., 1983).

oxidase species may resemble the active two-subunit enzyme
that can be prepared from or is spontaneously created during
isolation of the Paracoccus cytochrome oxidase (Ludwig and
Schatz, 1980; Haltia et al., 1988).
An alternative explanation of our data is that a two-subunit

oxidase is primarily formed in the absence of COIH. This
complex may not acquire a proper conformation, has a low
electron transfer activity, a tendency to be autoreduced and
to dissociate into COI and COII. Although this alternative
cannot be ruled out, the facts that the g = 3 EPR region
appears to contain two maxima in addition to the normal
cytochrome a signal and that at least two species of mutant
enzyme can be chromatographically isolated makes us favour
the first scenario.

In any case COIII can be seen as a 'catalyst' of the
assembly. This property of COHI is reminiscent of
'molecular chaperons' (Ellis, 1987; Hemmingsen et al.,
1988), which are crucial in the assembly of some oligomeric
proteins. The scheme in Figure 8 illustrates this. It shows
multiple variants of the (mutant) oxidase, some of which may
also be true intermediates of the assembly pathway. These
are a COI + COII complex which has not reached the
conformation of the mature oxidase core (A), the mature
three-subunit enzyme (B) and a two-subunit enzyme that
already has found such a stable conformation (C). COIII is
needed to enhance the transition from A to B. From the latter
COII can dissociate without conformational changes in the
residual COI + COII complex (C). The A to C transition
may also take place in the absence of COIII, although with
lower probability (dashed line in Figure 8).
COIII enhances the assembly, but its role in cytochrome

oxidase may not be restricted to this. Despite the fact that
COIII can be easily lost during purification, it is most
probably a stoichiometric component of the oxidase complex
in situ (Haltia et al., 1988; Bolgiano et al., 1988).
Cytochrome c binds to a cleft that is located between COII
and COIII of different monomers in the dimeric bovine
enzyme (Fuller et al., 1981; Hall et al., 1988). Studies on
the oligomeric state of the enzyme have suggested that CORI
resides in the interphase between the monomers (Finel and
Wikstrom, 1988). The COM-depleted isolated oxidase tends
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Fig. 8. Different species of the (mutant) cytochrome oxidase. Shaded
complexes are active. See text for further explanation.

to be monomeric (Ludwig et al., 1982; Finel, 1989). It is
therefore possible that the absence of COIH influences the
capability of the enzyme to dimerize and/or interact correctly
with cytochrome c. The proton pump in cytochrome oxidase
may need a dimeric structure to function (Finel, 1989). If
this is true, COII might have a very central controlling
function both in the assembly and enzymic catalysis of
cytochrome oxidase.

In yeast mitochondria the assembly of cytochrome oxidase
is not at all nucleated in the mutants that lack nuclear-coded
subunits (Poyton et al., 1989). COI, COIH and COII are
synthesized but are not able to form a haem-binding complex.
Since the Paracoccus COI, COIH and COUI are very similar
to those in mitochondria, it seems that additional factors
affect their assembly in eukaryotes.

Materials and methods
Materials
Bacterial strains and plasmids obtained elsewhere or constructed in this study
are listed in Table II. Kanamycin- and streptomycin-resistance markers were
taken from pUC4-KIXX (Pharmacia) and transposon Tnl831 (see Harms,
1988), respectively. Restriction endonucleases were purchased form
Promega. T4-DNA ligase was purified according to Panet et al. (1973).
Preparation of competent E. coli and their transformation is described by
Hanahan (1983).
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Dodecyl maltoside was purchased from Boehringer, [14C]DCCD from
Amersham and ubiquionone from Hoffman-La-Roche. Antisera against
the purified two-subunit Paracoccus cytochrome oxidase and COII were
gifts from Professor B.Ludwig (Lubeck).

Deletion mutagenesis
General recombinant DNA methods are described by Maniatis etal. (1982).
E.coliS17-1 transformed with pTN5 (Figure IB) and the recipient Paracoc-
cus PD1222 were grown overnight in selective media. Cells were harvested,
washed thoroughly with medium without antibiotics and concentrated 5-fold.
Donor (100 1I) and recipient (200t1l) cells were spread on thick LB plates,
and conjugation was allowed to proceed for 48 hat35°C (see Harms, 1988;
de Vries et al., 1989). Conjugation frequency was 8 x10 . Clones (120)
were grown two times overnight without selection on the plasmid markers.
After this they were screened on replica plates containing Km + Rif or
Sm + Rif. Ten mutants resistant to Km but sensitive to Sm were found.
These were finally tested by Southern blotting using the Km-marker, CORI
gene and the 5' flanking XbaI-KpnI fragment [(d) in Figure IA] as probes.

Membrane preparations
All strains of Paracoccus denitnificans were grown with strong aeration
in a 9 1 or 400 1 fermentor at 30°C using succinate as carbon source in
the minimal medium of Ludwig (1986) modified so that pH was 7.1-7.4
at the time of inoculation and biotin was substituted for 0.1 g/l yeast ex-
tract. Cells were harvested after 7-10 h below Klett number 200 at 690 nm.
No antibiotics were used in the fermentor cultures of TN-57.E.coli RG145
was grown to early log phase in the presence of ampicillin (50,ug/mi). Cells
were frozen with dry ice and stored at -20°C.

Cells converted to spheroplasts were lysed with osmotic shock according
to Berry and Trumpower (1985). Phenylmethylsulfonylfluoride (PMSF;
1mM) and 0.5 mM benzamidine were used to inhibit proteolysis. After
15 min of lysis, 10mM MgCl2 and 0.2 mg pancreatic DNase I (Sigma)
per g wet cells were added. Formation of spheroplasts from P.denitrfiicans
NS-3 required overnight incubation with lysozyme.

Activity measurement
Oxygen consumption was measured polarographically using a Clark-type
oxygen electrode at 25°C. The buffer (50 mM K-Hepes, 50 mM KCI,
1 mM EDTA, pH 7.2) was supplemented with 11 mM ascorbate, 24 AM
horse heart cytochrome c (Sigma, type VI), 1.1 mM TMPD, 3.1 mM DTT
and 63yM Q1 in the combinations indicated in Table I. Myzothiazol
(300 nM) or antibodies (25 gg/mi) were used as inhibitors and finally KCN
(56 AM) was added to determine baseline drift.

Spectrophotometry
Membranes (5-10 mg protein/ml) were solubilized in 2% dodecyl maltoside
(DM). After 5 min at 4°C samples were centrifuged in Eppendorf tubes
and white pellets discarded. The supernatants were diluted 1:4 in 200 mM
Tris-HCI, 0.05% DM, pH 7.4, and spectra recorded using a Shmimadzu
UV-3000 spectrophotometer. Membranes were diluted 1:1 with 200 mM
K-HEPES, 2 mM EDTA, pH 7.4 for spectrophotometry at liquid nitrogen
temperature. Cytochrome aa3 concentrations were calculated with a
millimolar extinction coefficient 23.4 cm- (Ludwig and Schatz, 1980).

EPR spectroscopy
Membranes for the EPR spectroscopy were suspended into 50 mM K-
HEPES, 2 mM EDTA, pH 7.4, oxidized with FIC (PD 1222 and TN-57
membranes) and centrifuged for 20 min at 45 000 r.p.m. in a Beckman
Ti6O rotor at 4°C. The membranes were washed until the supernatant was
colorless. A Bruker ESP 300 X-band spectrometer equipped with an Oxford
Instruments ESR 900 cryostat was used. Modulation frequency was 100 kHz.
The exact instrumental conditions are found in the legend to Figure 5. Bruker
ESP 1600 software version 2.0 was used in data processing.

Anion-exchange chromatography
Membranes (14 nmol of cytochrome aa3, 10 mg protein/ml) were
solubilized in 20 mM Tris-HCI, 1 mM PMSF, pH 8.0, 2% DM. After
incubation on ice for 15 min, the samples were centrifuged in Eppendorf
tubes for 10 min. The supernatants were applied to a DEAE-Sepharose
CL-6B column (volume 6 mi) equilibrated with 20mM Tris-HCI, 80 mM
NaCI, 0.5 mM PMSF, 0.1% DM, pH 8.0 at 40C. The elution was
performed as shown in Figure 6A; - 1 ml fractions were collected and
analysed by recording difference spectra analogous to those in Figure 3A.

Miscellaneous
Proteolysis experiments were performed as in Finel (1988) and DCCD-
labelling as in (Haltia et al., 1988). Protein concentrations were measured

according to Markwell et al. (1978). SDS-PAGE, carried out using buffer
system of Laemmli(1970) in 10-20% gradient acrylamide gels containing
5 M urea, and immunoblotting have been described by Finel and Wikstrom
(1988). Paracoccus cytochrome aa3 was purified according to Bolgiano et
al. (1988) and Haltia et al. (1988).

Acknowledgements

This work has been supported by research contracts from Academy of
Finland and the Sigrid Juselius Foundation. T.H. hasreceived further support
from the Emil Aaltonen Foundation and the Magnus Ehrnrooth Foundation.
We are grateful to Mirja Leppiikoski and Hilkka Vuorenmaa for skilful
technical assistance and to Dr Joel Morgan for discussions.

References

Adar,F. (1978) In Dolphin,D. (ed.),The Porphyrins. Academic Press, Lon-
don and New York, Vol.III, pp. 167-209.

Albracht,S.P.J., van Verseveld,H.W., Hagen,W.R. and Kalkman,M.L.
(1980) Biochim. Biophys. Acta, 593, 173-186.

Anraku,Y. and Gennis,R.B. (1987) Trends Biochem. Sci., 12, 262-266.
Au,D.C.-T. and Gennis,R.B. (1987) J. Bacteriol., 169, 3237-3242.
Babcock,G.T. (1988) In Spiro,T.G. (ed.), Biological Applications ofRaman

Spectroscopy. Wiley, New York, pp. 293-346.
Babcock,G.T. and Callahan,P.M. (1983) Biochemistry, 22, 2314-2319.
Berry,E.A. and Trumpower,B.L. (1985) J. Biol. Chem., 260, 2458-2467.
Biermann,G. and Ziegler,H. (1986) Anal. Chem., 58, 536-539.
Bolgiano,B., Smith,L. and Davies,H.C. (1988) Biochim. Biophys. Acta,

933, 341-350.
Bolgiano,B., Smith,L. and Davies,H.C. (1989) Biochim. Biophys. Acta,

973, 227-234.
Bosma,G. (1989) Growth-condition-dependent synthesis of electron transfer

components in Paracoccus denitrificans. PhD Thesis, Free University
of Amsterdam.

Brill,A.S. (1977) Transition Metals in Biochemistry. Springer, Berlin and
Heidelberg.

Brunori,M., Antonini,G., Malatesta,F., Sarti,P. and Wilson,M.T. (1987)
Eur. J. Biochem., 169, 1-8.

Casey,R.P., Thelen,M. and Azzi,A. (1980) J. Biol. Chem., 255,
3994-4000.

Chory,J., Donohue,T.J., Varga,A.R., Staehelin,L.A. and Kaplan,S. (1984)
J. Bacteriol., 159, 540-554.

De Vries,G.E., Harms,N., Hoogendijk,J. and Stouthamer,A.H. (1989)
Arch. Microbiol., in press.

Ellis,R.J. (1987) Nature, 328, 378-379.
Erecinska,M., Wilson,D.F. and Blasie,J.K. (1979) Biochim. Biophys. Acta,

545, 352-364.
Finel,M. (1988) FEBS Lett., 236, 415-419.
Finel,M. (1989) Oligomeric structure and subunit requirement ofproton-

translocating cytochrome oxidase. PhD Thesis, University of Helsinki.
Finel,M. and Wikstrom,M. (1986) Biochim. Biophys. Acta, 851, 99-108.
Finel,M. and Wikstrom,M. (1988) Eur. J. Biochem., 176, 125-129.
Friedl,P., Beinhaus,G., Hoppe,J. and Schairer,H.U. (1981) Proc. Natl.

Acad. Sci. USA, 78, 6643-6646.
Fuller,S.D., Darley-Usmar,V.M. and Capaldi,R.A. (1981) Biochemistry,

20, 7046-7053.
Furste,J.P., Pansegrau,W., Frank,R., B1ocker,H., Scholz,P.,

Bagdasarian,M. and Lanka,E. (1986) Gene, 48, 119-131.
Hall,J., Moubarak,A., O'Brien,P., Pan,L.P., Cho,I. and Millett,F. (1988)

J. Biol. Chem., 263, 8142 -8149.
Haltia,T., Puustinen,A. and Finel,M. (1988) Eur. J. Biochem., 172,
543-546.

Hanahan,D. (1983) J. Mol. Biol., 166, 557-580.
Harms,N. (1988) Genetic and physiologial studies on methanol metabolism

in Paracoccus denitrificans. PhD Thesis, Free University of Amsterdam.
Hata,A., Kirino,Y., Matsuura,K., Itoh,S., Hiyama,T., Konishi,K., Kita,K.

and Anraku,Y. (1985) Biochim. Biophys. Acta, 810, 62-72.
Hemmingsen,S.M., Woolford,C., van der Vies,S.M., Tilly,K., Den-

nis,D.T.,Georgopoulos,C.P., Hendrix,R.W. and Ellis,R.J. (1988) Nature,
333, 330-334.

Holm,L., Saraste,M. and Wikstrom,M. (1987) EMBO J., 6, 2819-2823.
Kadenbach,B., Kiihn-Nentwig,L. and Buge,U. (1987) Curr. Top. Bioenerg.,

15, 113-161.

Laemdwi,U.K. (1970) Nature, 227, 680-685.
Ludwig,B. (1986) Methods Enzymol., 126, 153-159.

3578



Deletion of the cytochrome oxidase COIII gene

Ludwig,B. (1987) FEMS Microbiol. Rev., 46, 41-56.
Ludwig,B. and Schatz,G. (1980) Proc. Natl. Acad. Sci. USA, 77, 196-200.
Ludwig,B., Grabo,M., Gregor,I., Lustig,A., Regenass,M. and

Rosenbusch,J.P. (1982) J. Biol. Chem., 257, 5576-5578.
Maniatis,T., Fritsch,E.F. and Sambrook,J. (1982) Molecular Cloning. A

Laboratory Manual., Cold Spring Harbor Laboratory, Cold Spring
Harbor.

Markwell,M.A.K., Haas,S.M., Bieber,L.L. and Tolbert,N.E. (1978) Anal.
Biochem., 87, 206-210.

Muller,M., Schlapfer,B. and Azzi,A. (1988) Biochemistry, 27, 7546-7551.
Palmer,G. (1985) Biochem. Soc. Transact., 13, 548-560.
Panet,A., van de Sande,J.H., Loewen,P.C., Khorana,H.G., Raae,A.J.,

Lillehaug,J.R. and Kleppe,K. (1973) Biochemistry, 12, 5045-5050.
Parsonage,D., Greenfield,A.J. and Ferguson,S.J. (1986) Arch. Microbiol.,

145, 191-196.
Peisach,J. (1978) In Dutton,P.L., Leigh,J.S.,Jr and Scarpa,A. (eds), Fron-

tiers of Biological Energetics. Academic Press, New York, Vol. 2,
pp. 873-881.

Penttila,T. (1983) Eur. J. Biochem., 133, 355-361.
Poole,R.K. (1988) In Anthony,C. (ed.), Bacterial Energy Transduction.

Academic Press, London and New York, pp. 231-291.
Poyton,R.O., Trueblood,C.E., Wright,R.M. and Farrell,L.E. (1989) Ann.

N.Y. Acad. Sci., 50, 289-307.
Prochaska,L.J. and Fink,P.S. (1987) J. Bionenerg. Biomemb., 19, 143-166.
Prochaska,L.J., Bisson,R., Capaldi,R.A., Steffens,G.C,M. and Buse,G.

(1981) Biochim. Biophys. Acta, 637, 360-373.
Puttner,J., Carafoli,E. and Malatesta,F. (1985) J. Biol. Chem., 260,
3719-3723.

Puustinen,A., Finel,M., Virkki,M. and Wikstrom,M. (1989) FEBS Lett.,
249, 163-167.

Raitio,M., Jalli,T. and Saraste,M. (1987) EMBO J., 6, 2825-2833.
Raitio,M., Finel,M., Haltia,T., Jalli,T., Metso,T., Nakari,T., Pispa,J.,

Wikstr6m,M. and Saraste,M. (1989) Abstracts of the 19th FEBS Meeting,
Rome.

Saraste,M., Raitio,M., Jalli,T., Lemieux,L., Chepuri,V. and Gennis,R.B.
(1989) Ann. N.Y Acad. Sci., 550, 314-324.

Seelig,A., Ludwig,B., Seelig,J. and Schatz,G. (1981) Biochim. Biophys.
Acta, 636, 162-167.

Simon,R., Priefer,U. and Puhler,A. (1983) In Piihler,A. (ed.), Molecular
Genetics of Bacteria -Plant Interaction. Springer Verlag, Berlin,
Heidelberg, pp. 98-106.

Solioz,M., Carafoli,E. and Ludwig,B. (1982) J. Biol. Chem., 257,
1579-1582.

Walker,J.E., Saraste,M. and Gay,N.J. (1982) Nature, 298, 867-869.
Wikstrom,M. (1988) Chem. Scr., 28A, 71-74.
Wkstrom,M. (1989) Nature, 338, 776-778.
Wikstrom,M., Krab,K. and Saraste,M. (1981) Cytochrome Oxidase - A

Synthesis. Academic Press, London and New York.
Willison,J.C., Haddock,B.A. and Boxer,D.H. (1981) FEMS Microbiol.

Lett., 10, 249-255.

Received on August 7, 1989

3579


