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The Escherichia coli minB mutant originally isolated is known to septate at cell poles to form spherical
anucleate minicells. Three new minicell-producing mutants were isolated during a screening by autoradiog-
raphy for chromosome partition mutants giving rise spontaneously to normal-sized anucleate cells. These min
mutants were affected close to or in the minB locus. Autoradiography analysis as well as fluorescent staining
of DNA showed that in addition to minicells, these strains and the original minB mutant also spontaneously
produced anucleate rods of normal size and had an abnormal DNA distribution in ifiaments. These aberrations
were not associated with spontaneous induction of the SOS response. Inhibition of DNA synthesis in these
mutants gave rise to anucleate cells whose size was longer than unit cell length, suggesting that the min defect
allows septation to take place at normally forbidden sites not only at cell poles but also far from poles.
Abnormal DNA distribution and production of anucleate rods suggest that the Min product(s) could be
involved in DNA distribution.

As an approach to understanding the regulation of cell
division in Escherichia coli, we have been studying the
mechanisms coupling division to DNA replication. When
DNA synthesis is blocked, the SOS response is generally
induced, including the division inhibitors SfiA (12, 13, 15)
and (when present) SfiC (6), and cell division is rapidly
arrested. In mutant strains in which these division inhibitors
cannot operate, division is less strictly coupled to chromo-
some replication: when DNA synthesis is perturbed, al-
though division is greatly reduced, 10 to 50% of the popula-
tion segregates as anucleate rod-shaped cells, whatever the
nature of the replication perturbation (18, 19). The produc-
tion of these anucleate cells has been shown to require and to
be modulated by cyclic AMP (cAMP) and the cAMP recep-
tor protein (CAP) (19). The residual divisions responsible for
anucleate cell production seem to take place at normal
septation sites since the anucleate cells formed are rods of
approximately normal size (19). This differentiates them
sharply from anucleate "minicells," tiny spherical cells
produced spontaneously either by the minB mutant (1) or by
strains bearing a multicopy plasmid coding for the cell
division protein FtsZ (36).

In the course of a search for mutants which spontaneously
produce normal-sized anucleate cells, three clones were
found to produce minicells, like the classical minB mutant.
There was only one minB mutant known, isolated by Adler
et al. (1). It produces anucleate minicells and nucleate cells,
although never simultaneously (2), and the nucleate cells
have a broad length distribution, including filaments (32). A
single mutation is responsible for the minicell phenotype (8),
although recent work has established that the locus is
complex and that several genes are involved (9). Our three
new minicell-producing mutants are affected at or near the
minB locus; they also have a broad length distribution,
although one allele produces fewer minicells and filaments.
Analysis of the cell size distribution in a minB culture led
Teather et al. (32) to propose a model in which the minB+
product inactivates septation sites after septation has taken
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place. These authors suggest that in the minB mutant, cell
poles (used septation sites) can be reused, resulting in
formation of minicells; they further postulate that the num-
ber of divisions is limited to one per unit mass increase by
the amount of a hypothetical division factor.
We report here several observations that are difficult to

reconcile with the above model. The classical minB mutant
and our three new min mutants produced anucleate rods as
well as spherical minicells. These two populations of anu-
cleate cells, spherical and rod-shaped, had broad size distri-
butions which in fact overlapped. Autoradiography and
fluorescent DNA staining revealed that spontaneous min
filaments occasionally had DNA-free poles and an abnormal
DNA distribution which could allow septa to be formed
between the DNA mass and a cell pole. When DNA repli-
cation was blocked (in the absence of SOS-associated divi-
sion inhibition), the anucleate cells formed included longer
filamentous rods; this suggests that the min mutations may
also allow the utilization of nonpolar sites not normally
available for septation.
The division process that generates minicells seems to be

normal, as judged by the fine structure of the septum
observed with the electron microscope (1); furthermore, it is
inhibited by nalidixic acid (5), which is known to induce the
SOS-associated division inhibitor SfiA (13). To determine
whether these aberrant divisions obey the same regulation as
those producing anucleate rods, we studied minicell and
anucleate rod production, both spontaneous and during a
DNA replication block, in the presence and absence of a
functional cAMP-CAP complex, with strains carrying the
minB mutation or the three new min mutations. A functional
cAMP-CAP complex was required for production of the
anucleate rods but not of minicells, showing that these two
types of aberrant division have different patterns of regula-
tion.

MATERIALS AND METHODS
Bacterial strains. All strains used in this study were E. coli

K-12 derivatives; they are listed in Table 1. GC2700, re-
ceived from A. Ullmann, is a K-12 F- (X)- prototroph that
has not been subjected to multiple rounds of mutagenesis in
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TABLE 1. Bacterial strains
Strain Genotype

GC2700... K-12 F- (A)-, prototroph
GC2589... As GC2700, thy deo
GC7078... As GC2589, ftsZJ14 (SfiB)
GC7080... As GC2589, ftsZ 14 (SfiB) Acya
GC7082.As GC2589, ftsZI14 (SfiB) Acya minBI

zcf-117::TnlO
GC7088... As GC2589, ftsZJ14 (SfiB) minBI

zcf-117: :TnlO
GC7106... As GC2589, sfiA85
GC7111... As GC2589, minBI zcf-117::TnlO
GC7115... As GC2589, sfiA85 minBI zcf-289::TnS
B1654... thr his arg rpsL sfiAiOO::TnS sfiC

srlC300::TnlO thy deo
B1688... As B1654, srl+minBlzcf-117::TnJO
MT1... ilv his rpsL (AN7 N53 cI+ cro+::gal+)
GC7142... As MT1, minB1zcf-117::TnlO
LE316... gyrB(Ts) arg ilv met thr his lac rpsL
SH392... K-12, met hsdR gal supE sfiC
GC7237... As SH392, sfiA85
GC7240... As GC7237, minBlzcf-117::TniO
GC7245... As GC7237, min-2 zcf-117::TnIO
GC7246... As GC7237, min-3 zcf-117::TniO

zcf-289::TnS
GC7247... As GC7237, min4 zcf-117::TnlO
GC7260... As GC7237, thy zcf-117::TniO
GC7256... As GC7237, minBI thy zcf-1i7::TniO
GC7257... As GC7237, min-2 thy zcf-117::TniO
GC7258... As GC7237, min-3 thy zcf-117::TniO
GC7259... As GC7237, min4 thy zcf-117::TniO
GC7254... As GC7237, minBI Acya ilv::TnS

zcf-117: :TniO
GC7255... As GC7237, min-2 Acya ilv::TnS

zcf-117: :TnJO
GC7261... As GC7237, min4lAcya ilv::TnS

zcf-117::TnlO

the laboratory. Strain B1654 has been described (19), as have
MT1 (33), LE316 (11, 30), and SH392 (20, 29).
The thy auxotrophs were selected on trimethoprim (27),

and the deo derivatives were spontaneous low-thymine
requirers (3 ,ug/ml); strains GC7078 and GC7106 did not
carry the same deo allele as GC2589. The sfiA (6, 12), ftsZ
(SfiB) (12), cya (4), and minB (8) mutations were introduced
by P1 transduction. The minB-linked transposon insertions
zcf-117::TniO and zcf-289::TnS were kindly given us by L.
Rothfield and G. Walker. The min transductants were de-
tected by the presence of minicells and filamentous cells in
cultures. The genotypes of these transductants at the closely
linked sfiC locus (25) are not known, since the presence of
spontaneous filaments made the usual test (6) difficult to
read.

Media. Cells were grown at 37°C in LB broth (27) or in
appropriately supplemented ME (34) or M63 (27) salts.
Autoradiography experiments were carried out in minimal 63
medium (27) supplemented with glucose (0.4%), thymine (5
jig/ml), Casamino Acids (0.4%), and thiamine (10 jig/ml);
[3H]thymine (Amersham) was used at a specific activity of
4.4 Ci/mmol.

Antibiotics were used at the following concentrations:
chloramphenicol, 50 p,g/ml; trimethoprim, 10 ,ug/ml; tetracy-
cline, 10 jig/ml; kanamycin, 20 ,ug/ml; and furazlocillin, 1.5
ptg/ml. P-Lactamase, extracted from a pBR322-bearing
strain, was kindly given us by L. Guttman; the extract was
used at a 60-fold dilution.

Isolation of min mutants. Strain GC7106 was mutagenized
in rich medium containing nitrosoguanidine (2 ,ug/ml) and

aerated for 4 h at 37°C (27). The culture was plated on rich
medium and incubated overnight at 37°C. Five hundred
clones were transferred to M63 glucose medium containing
[3H]thymine and grown for 36 h at 37°C. Each clone was
transferred with a toothpick to a 5-,u drop of 2% formalde-
hyde deposited on a microscope slide (the slide could hold 16
clones). Samples were then treated for autoradiography and
analyzed for the presence of normal-sized anucleate cells.

Fluorescent DNA staining. The DNA staining technique
developed by S. Hiraga will be published elsewhere (manu-
script in preparation); briefly, it consists of observing 4,6-
diamidino-2-phenylindole (DAPI)-stained bacteria through a
fluorescence microscope under phase contrast by UV and
visible light simultaneously. DAPI was purchased from
Sigma Chemical Co.

Miscellaneous. Thymine starvation was carried out at
37°C. P1-mediated transduction (27), DNA extraction, trans-
formation and preparation of competent cells (26), lysogeni-
zation with X sfiA::lac (14), and 13-galactosidase assays (27)
have been described. The autoradiography method was
described previously (18); it involved prelabeling with
[3H]thymine for a minimum of 15 generations.

RESULTS

Isolation and mapping of min mutants. Our initial purpose
was to look for chromosome partition mutants which spon-
taneously produced normal-sized anucleate cells during
growth. These were detected by autoradiography (see Ma-
terials and Methods), screening for the presence of anucleate
rods in colonies. Among 10 clones showing the presence of
anucleate rods, 5 were found to degrade their DNA, 3
produced minicells, and 2 had the phenotype expected of
chromosome partition mutants and are under study. The
technique used involved Giemsa staining, which does not
color minicells sufficiently to permit unambiguous counting,
although cells of normal size or larger, whether nucleate or
anucleate, were clearly visible. Minicells, whose volume is
about 1/10 that of normal cells (1), were observed by
phase-contrast microscopy; although precise quantification
proved difficult, the relative production of minicells was
readily evaluated by counting polar septa, i.e., cell extrem-
ities with a minicell still attached by a deep constriction.
The three minicell-producing clones were found to carry

mutations that were about 50% cotransducible with the
transposon insertions zcf-117::TnJO and zcf-289::Tn5, which
are closely linked to the minBI mutation at 26 min on the E.
coli genetic map (8, 31). We call these alleles min-2, min-3,
and min4 and that of Adler et al. (1) minBI. The new min
alleles and the minBI mutation were transduced into dif-
ferent strains, and the transductants were analyzed by
autoradiography and specific fluorescent staining of the
DNA.

Spontaneous production of anucleate rods and minicells by
min mutants. We measured the spontaneous frequency of
anucleate rods in cultures of the three new min mutants
during exponential growth by autoradiography and by spe-
cific fluorescent DNA staining. The minBI mutant, which
has not previously been reported to produce anucleate rods,
was analyzed in parallel. As shown in Table 2, less than 0.1%
anucleate rods could be detected in the parental min' strain.
In contrast, the four min mutants exhibited 1 to 10% anucle-
ate rods. The presence of a sfiA+ allele did not abolish
anucleate rod production (Table 2, strain GC7111).
The spherical minicells produced by the three new mu-

tants were anucleate, as judged by lack of fluorescence with
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TABLE 2. Anucleate rod production

Anucleate rodsa (%)

Strain and method Relevant genotype Thymine
Spontaneous starvation

(4 h)

Autoradiographyb
GC7106 sfiA C0.2 NT
GC7111 sfiA+ minBI 3.7 NT
GC7115 sfiA minBi 9.9 NT
GC7078 ftsZ (SfiB) 50.1 15
GC7088 ftsZ (SfiB) minBI 8.7 20
GC7080 ftsZ (SfiB) Acya 50.1 1.1
GC7082 ftsZ (SfiB) Acya 0.8 1.7

minBI

Fluorescent stainingc
GC7260 sfiA '0.1 37
GC7256 sfiA minBI 4.6 30
GC7257 sfiA min-2 2.0 56
GC7258 sfiA min-3 1.4 32
GC7259 sfiA min4 1.4 12

a The percentage of anucleate rods was scored by direct observation and on
photomicrographs; 200 to 1,000 cells were scored per sample. NT, Not tested.

b Cultures were grown in M63 glucose-Casamino AcidS_[3Hlthymine me-
dium. Samples were prepared for autoradiography during exponential growth
(spontaneous) and after 4 h of thymine starvation.

c Cultures were grown in ME glucose-Casamino Acids-thymine medium.
Samples were stained with DAPI during exponential growth (spontaneous)
and after 4 h of thymine starvation.

DAPI. In LB broth the proportion of polar septa and of
minicells was found to be lower in the min-2 mutant (2%
polar septa) than in the three other mutants (10 to 18% polar
septa), although cultures of all four mutants always con-
tained more minicells than anucleate rods. Strain GC7245
(min-2) had a slower growth rate than the other min mutants.
In this and other aspects (see below), the min-2 allele was
clearly different from the other three.

Cell size distribution in the min mutants. Measurements of
the size distribution of nucleate cells on photomicrographs
after DAPI staining revealed that the min-3 and min4
mutants, like the classic minBI mutant, generated a wide
range of lengths from normal size to filaments equivalent to

40
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A

six unit cell lengths. In contrast, the min-2 mutant contained
few filaments (Fig. 1).
The size distribution of anucleate cells measured after

DAPI staining, including spherical and rod-shaped anucleate
cells, was broader than expected, although no anucleate
filaments were detected (Fig. 2). The distribution of minicell
diameters actually overlapped that of anucleate rod lengths
(Fig. 2). The mean length of the anucleate rods was slightly
smaller than the mean length of nucleate min' cells (Fig. 1A
and 2).

Distribution of nucleoids in famentous cels. Autoradiog-
raphy of minBI cells revealed some spontaneous filaments in
which the DNA occupied the central region, with at least one
(min') cell length between the DNA mass and the poles.
These cells are presumably the progenitors of the anucleate
rods observed.
The localization of the chromosomal DNA within cells

was especially easy to see by DAPI staining of cells in which
division had been inhibited by 60 min of treatment with
furazlocillin (a P-lactam antibiotic) followed by a 60-min
treatment with chloramphenicol, which allowed DNA repli-
cation cyles to terminate. In the four min mutants, 10 to 20%
of such filaments clearly showed the same type of aberration
observed spontaneously: either a large DNA mass in the
center or several irregularly distributed DNA masses, with
DNA-free poles (Fig. 3; unpublished observations). The
parental min' strains, on the other hand, had a regular
nucleoid distribution along the filaments, with only 1%
showing an abnormal DNA distribution. Although the min-2
mutant produced few filaments and few minicells spontane-
ously, it showed the same proportion of cells with an
abnormal DNA distribution. The phenotype of min mutants
is reminiscent of that of some gyrB(Ts) (30) and gyrA(Am)
(16, 17) mutants, in which gyrase is inactivated at high
temperature. At 42°C, these mutants, like the min mutants,
generate minicells and anucleate rods with a broad length
distribution and show an irregular nucleoid distribution in
filaments (16, 30). Our experimental protocol (furazlocillin,
chloramphenicol, DAPI), applied to the gyrB(Ts) mutant
LE316 (30) after 2 h at 42°C, confirmed an abnormal DNA
distribution in all filaments and a broad size distribution of
minicells and anucleate rods, as described by Orr et al. (30).
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FIG. 1. Length distribution of nucleate cells during exponential growth in LB broth. Cell lengths were measured on photomicrographs of
DAPI-stained bacteria. The strains used were (A) GC7237 (min'), (B) GC7240 (minBI), and (C) GC7245 (min-2).
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diameter and length (pm)

FIG. 2. Size distribution of minicells (-) and anucleate rods
------)in min mutants. Minicell diameters and anucleate rod lengths
were measured on photomicrographs of DAPI-stained cells. No
significant differences were observed among the min mutants; the
data from the four strains GC7256, GC7257, GC7258, and GC7259
were pooled.

The phenotypic similarity between min and gyr mutants
suggests that DNA structure in the former may be altered.

Effect of transient cell division inhibition. Cultures of min
mutants contain dividing filaments. To test whether this in
itself is sufficient to cause aberrant division, we looked to see
whether the production of anucleate rods could be induced
in a wild-type strain by transiently inhibiting cell division and
then releasing the block. We used the P-lactam antibiotic
furazlocillin, which specifically and reversibly inhibits the
essential division protein PBP3 (3). Strains GC7078 (minB+)
and GC7088 (minBI) were treated for 75 min with furazlo-
cillin (1.5 ,ug/ml). Division ceased abruptly, whereas cell
mass, measured by optical density, increased 3.2-fold. The
division block was released by addition of P-lactamase to the
cultures; division resumed within 15 min. [3H]thymine-
labeled samples were analyzed by autoradiography every 15
min for 90 min. The minBI culture contained 6 to 8%
anucleate rods throughout the resumption of division, show-
ing that such cells were formed at about the same rate as
nucleate cells. In the minB+ strain, no anucleate rods were
found during the period of resumption (<0.2%), showing
that filaments in which the DNA is regularly distributed do
not normally divide to produce anucleate cells. This result
further shows that furazlocillin treatment does not cause
abnormal DNA distribution. Thus, the presence of dividing
filaments is not sufficient to produce anucleate cells. Anu-
cleate cell production is correlated with, and may require,

the presence of dividing filaments whose nucleoid distribu-
tion is faulty.

Inhibition of DNA synthesis. In minB+ strains, anucleate
rods are not generally produced spontaneously but appear
together with filaments when DNA synthesis is perturbed in
the absence of SOS-associated division inhibition (18, 19,
28). To follow their production under these conditions in min
mutants, we introduced the min mutations into sfiA andftsZ
(SfiB) strains, in which the FtsZ protein (the normal target of
SOS-associated inhibition [22]) is no longer sensitive to the
SfiA and SfiC division inhibitors (6, 21, 24). We then blocked
DNA chain elongation by thymine starvation. In all cases,
cell division was partially inhibited under nonpermissive
conditions, and anucleate rods accumulated to similar levels
in min and minB+ strains, reaching 15 to 50% of the
population, excluding minicells (Table 2).

Minicell production during thymine starvation was ob-
served in the minB strain B1688 by phase-contrast micros-
copy on a parallel unlabeled culture. Samples were fixed in
2% formaldehyde, and the percentage of cells with polar
septa was measured; it decreased from 11% at time zero to
2.9 and 1.5% after 2 and 4 h of thymine starvation, respec-
tively. Bacteria with nonpolar septa were also scored; there
were 8.7% initially, with 2.4 and 4.9% after 2 and 4 h,
respectively. Thus, under these conditions, significant resid-
ual division takes place, but with increasing starvation time
less and less of it is located at the cell poles.
The length distribution of the anucleate rods produced

after 4 h of thymine starvation was measured on photomi-
crographs of minB+, minBI, and min-2 mutant cultures (Fig.
4 and 5). The minBi anucleate rods were extremely heter-
ogeneous in size, with 30% in the form of anucleate filaments
over 5 ,um long, and some exceeded 13 ,um in length; such
cells were never observed with minB+ strains or in the
unstarved minBi culture. In the min-2 strain GC7245, anu-
cleate rods were also heterogeneous in size (data not
shown). Thus, the min defect seems to permit aberrant
division at poles and at sites far from the poles in thymine-
starved filaments. The broad size distribution of anucleate
rods suggests that the residual division during thymine
starvation of min mutants occurs essentially at random along
the filaments. This could account for the decrease in polar
division, since the poles, whose size remains constant,
represent a progressively decreasing fraction of the filament
length available for septation.
The SOS response in the minBI mutant. The above obser-

vations suggest that the min defect may alter the replication,
structure, or segregation of chromosomal DNA. Such de-
fects could cause induction of the SOS response (35). We
looked to see whether this was the case for the minBI
mutant. The level of induction of the SOS response was
evaluated in two ways: (i) by measuring the differential rate
of ,B-galactosidase synthesis in strains GC7078 (minB+) and
GC7088 (minBI) lysogenic for the phage X p(sfiA::lac) cI ind
(14), which carries the lacZ gene fused to the promoter of the
SOS operon sfiA, and (ii) by measuring the proportion of
Gal' colonies in MT1 (minB+) and GC7142 (minBl), in
which the gal operon is fused to the rightward operon of X,
normally repressed by the A repressor (Gal- phenotype) but
maintained in a derepressed state (Gal' phenotype) after
even transient inducing treatments owing to expression of
the cro gene product, which prevents the repressor from
being resynthesized (33). By both tests no significant induc-
tion of the SOS response was detected in the minBi mutant
(data not shown). This is consistent with the observation that
the minBI strain still produced anucleate rods in an sfi+
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FIG. 3. DNA staining of furazlocillin-chloramphenicol-treated min-2 cells. A culture of strain GC7245 was grown for 1 h in LB broth
containing furazlocillin, followed by 1 h in chloramphenicol. DAPI staining was then carried out, and the cells were photographed. The culture
contained filaments with regularly distributed nucleoids, filaments with condensed nucleoids, and minicells. Bar, 10 ,um.

background, in which the SOS division inhibitor SfiA was

functional (Table 2).
Effect of the cAMP-CAP complex on minicell and anucleate

rod production. We have previously shown that the forma-
tion of anucleate rods during inhibition of DNA synthesis
requires a functional cAMP-CAP complex (19). To test
minicell and anucleate rod production by the min mutants in
the absence of this complex, a cya deletion was transduced
into these strains. All experiments were carried out with
early-exponential-phase cultures; under these conditions,
cya mutant cells are rod shaped (7), and minicells were
readily distinguished from rods. In the min cya mutants,
minicell formation was not inhibited, as observed by phase-
contrast microscopy. In contrast, spontaneous production of
anucleate rods, evaluated by autoradiography in the minBi
cya strain GC7082, was 10-fold lower than in the minBI cya+
strain (Table 2). Similarly, few anucleate rods were pro-
duced during thymine starvation (Table 2). These observa-
tions show that minicell production is not subject to the same
control as anucleate rod generation: the latter requires a
functional cAMP-CAP complex, both spontaneously (in the
min mutants) and during DNA synthesis blocks (in min' and
min strains), whereas minicell production is cAMP-CAP
independent.
The formation of anucleate rods has been correlated with

the presence of filaments with an abnormal DNA distribu-
tion. However, the cya mutation did not restore a normal
nucleoid distribution in the min cya strains, as observed by
fluorescence microscopy after furazlocillin and chloram-
phenicol treatment.

Mutants lacking cAMP (cya) or CAP (crp) grow more
slowly than wild-type strains (7). This effect was enhanced in
the double mutants GC7255 (min-2 cya) and GC7261 (min4
cya), although not in GC7254 (minBi cya). The cya deletion
was introduced into the former strains by transduction in the
presence of cAMP, and these double mutants grew ex-
tremely poorly in its absence.
The above results show that (i) the min mutants sponta-

neously generate anucleate rods as well as minicells of
variable diameter, (ii) when DNA synthesis is blocked in the
absence of SOS-associated division inhibition, similar levels
of anucleate rods are produced in min' and min strains, (iii)
the size distribution of the anucleate cells generated by the
min mutants when DNA synthesis is blocked is much
broader than in the min' strain and includes anucleate
filaments, (iv) the number of visible constrictions, both polar
and nonpolar, drops in the absence of DNA synthesis, (v)
DNA structure or distribution appears to be altered in the
min mutants, although the SOS response is not induced, and
(vi) spontaneous generation of anucleate rods by the min
mutants requires a functional cAMP-CAP complex, whereas
(vii) minicell production is cAMP independent.

DISCUSSION

Cell division normally takes place at the cell center, after
nuclear segregation has placed chromosomes in both halves
of the cell. Minicell production results from an aberrant
division taking place at the cell pole, with all the DNA on
one side of the septum. In the present work, three new min
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anucleat* rod length (1pm)
FIG. 4. Size distribution of anucleate cells in thymine-starved

minBI and minB+ cultures. Cultures of strains B1688 (minBl) and
B1654 (minB+) were starved for thymine for 4 h; autoradiography
was then carried out, and the cells were photographed. The cell
length of anucleate cells was measured; the ordinate represents the
percentage of all anucleate rods (excluding minicells) that lay within
each size class. For strain B1688 (minBl), 500 cells were measured
(solid line), and for strain B1654 (minB+), 200 cells were measured
(dashed line).

mutants were isolated and characterized, in parallel with the
minBI mutant isolated by Adler et al. (1), with respect to
their division process, their DNA distribution, and their
ability to coordinate cell division with DNA replication.
We observed that the min mutants spontaneously pro-

duced two types of anucleate cells, spherical minicells and
anucleate rods. Hoth types of anucleate cells had a broad
size distribution (Fig. 2). This was particularly surprising in
the case of the minicells, since cell diameter is constant in
our experimental conditions. The diameter of the largest
minicells was equal to the length of the smallest anucleate
rods (Fig. 2); if we consider the volume of each size class,
the two distributions overlap extensively.

Analysis of the min mutants by autoradiography and DAPI
staining revealed that a fraction of the filaments had an
abnormal nucleoid distribution, with their DNA centrally
located, and DNA-free regions extending from the poles.
These cells are presumably the progenitors of anucleate
rods, since constrictions were sometimes observed about 1.5
,um from the pole, with all the DNA on one side.
When cell division was inhibited by the antibiotic furazlo-

cillin, the wild-type strain produced filaments with the nu-
cleoids distributed uniformly from pole to pole with equal
spacing, and removal of the antibiotic restored cell division
but did not result in the production of anucleate rods. In
furazlocillin-treated min mutant cultures, on the contrary,
about 20% of the filaments had long DNA-free regions at
both poles.

/~ ~~ d.

FIG. 5. Autoradiography of thymine-starved minBI cells. A cul-
ture of strain B1688 (minBi) was starved for thymine for 4 h;
autoradiography was then carried out, and the cells were photo-
graphed. The culture contained normal-sized cells (a), anucleate
filaments (b, c, and d), and filaments showing one (e) or two (f)
constrictions. Bar, 10 ,um.

Production of anucleate rods has previously been associ-
ated with DNA perturbations in the absence of SOS-associ-
ated division inhibition (19), and it seemed possible that the
min defect might lead to this situation. We show here that
the SOS response is not induced spontaneously in minBl
strains. On the other hand, several observations suggest that
min cultures contain a subpopulation in which DNA repli-
cation, structure, or segregation is perturbed: (i) DNA-free
poles were observed occasionally in spontaneous min fila-
ments but not in wild-type cultures, and (ii) some of the
furazlocillin-induced min filaments had an irregular DNA
mass distribution and condensed nucleoids, an image seen in
minB+ strains only when DNA synthesis is perturbed (28).

Anucleate rods are produced in minB+ strains when DNA
synthesis is perturbed in the absence of SOS-associated
division inhibition, and this production requires a functional
cAMP-CAP complex (19). The same was true in the min
mutants: in the absence of cAMP no anucleate rods were
produced, either spontaneously or during blocks in DNA
synthesis. This cAMP-CAP dependence of anucleate rod
production suggests that the same type of aberrant division
is involved in all cases. Minicell production, on the other
hand, continued in min cya strains and thus does not require
cAMP, indicating that aberrant divisions at cell poles and
within filaments are regulated differently. Another minicell-
producing strain, described by Kumar et al. (23) but not
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characterized genetically, requires cAMP for minicell forma-
tion and thus is different from the min mutants.
The inhibition of DNA synthesis in the min mutants

resulted in the accumulation of anucleate rods to a similar
extent as in min+ strains (15 to 50%) but with a markedly
skewed size distribution, ranging from cells 1.2 ,um long to
anucleate filaments up to 13 ,um long (Fig. 4). Under these
conditions min+ cultures also contained long filaments with
centrally located DNA and extended DNA-free regions at
the poles, yet the only constrictions observed were one
normal cell length from the pole, producing a homogeneous
population of anucleate rods (Fig. 4). The min defect thus
seems to allow aberrant septation at normally forbidden sites
not only at cell poles but also at internal locations on
filaments.

Previous analysis of the cell length distribution in a minBI
culture, which contains filaments in addition to minicells,
suggested that each minicell-producing division was associ-
ated with the loss of a normal division (32), leading to the
hypothesis that the minB+ function somehow "cancels out"
used septation sites and that in its absence these sites can be
reused (cell poles are used septation sites); this model
stipulated that each unit increase in cell mass provides the
potential for exactly one septation, which can take place at
any of the potential sites available, chosen at random (10,
32). The min-2 mutant differed from the minBI, min-3, and
min4 mutants in its lower production of minicells and
filaments; this suggests that minicell production parallels
filamentation, compatible with the above model. Other ob-
servations presented here, however, are not readily ac-
counted for by the model. An additional hypothesis would be
required to explain how min mutations can lead to the
spontaneous production of anucleate rods and of filaments
with an abnormal nucleoid distribution. Furthermore, the
heterogeneity in the size of anucleate rods and minicells,
produced spontaneously or after thymine starvation, is in
direct contradiction to the postulate that only normal divi-
sion sites are used (or reused) in min strains.
The phenotype of the min mutants is reminiscent of that of

a gyrB(Ts) strain (30) and of a gyrA(Am) strain (16, 17). In
these mutants at high temperature, gyrase activity is altered,
resulting in conformational changes in the DNA, with a
defect in the separation into separate nucleoids; the mutants
produce anucleate rods that are heterogeneous in size and
minicells. These observations show that a primary defect at
the level of DNA structure and DNA partitioning can indeed
result in a complex phenotype which includes minicell and
anucleate rod production.
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