
The sps Gene Products Affect the Germination, Hydrophobicity, and
Protein Adsorption of Bacillus subtilis Spores

Giuseppina Cangiano, Teja Sirec, Cristina Panarella, Rachele Isticato, Loredana Baccigalupi, Maurilio De Felice, Ezio Ricca

Department of Biology, Federico II University, Naples, Italy

The multilayered surface of the Bacillus subtilis spore is composed of proteins and glycans. While over 70 different proteins have
been identified as surface components, carbohydrates associated with the spore surface have not been characterized in detail yet.
Bioinformatic data suggest that the 11 products of the sps operon are involved in the synthesis of polysaccharides present on the
spore surface, but an experimental validation is available only for the four distal genes of the operon. Here, we report a transcrip-
tional analysis of the sps operon and a functional study performed by constructing and analyzing two null mutants lacking either
all or only the promoter-proximal gene of the operon. Our results show that both sps mutant spores apparently have normal coat
and crust but have a small germination defect and are more hydrophobic than wild-type spores. We also show that spores lack-
ing all Sps proteins are highly adhesive and form extensive clumps. In addition, sps mutant spores have an increased efficiency in
adsorbing a heterologous enzyme, suggesting that hydrophobic force is a major determinant of spore adsorption and indicating
that a deep understanding of the surface properties of the spore is essential for its full development as a surface display platform.

Bacillus subtilis is a Gram-positive bacterium generally consid-
ered the model system for spore formers. When cell growth is

no longer allowed by nutrient starvation or other unfavorable
environmental conditions, some B. subtilis cells enter the irrevers-
ible program of spore formation (1, 2). The start of the sporula-
tion process is an asymmetric cell division that produces a large
mother cell and a small forespore. The mother cell contributes to
forespore maturation and undergoes autolysis at the end of the
process, allowing the release of the mature spore into the environ-
ment (1, 2). The peculiar structure of the spore, characterized by a
cytoplasm with a low water content surrounded by various pro-
tective layers, is responsible for the resistance of the spore to ex-
tremes of heat and pH, to UV radiation, and to the presence of
solvents, hydrogen peroxide, and lytic enzymes (1, 2). In the pres-
ence of water, nutrients, and favorable environmental conditions,
the mature spore can germinate, generating a cell able to grow
and, eventually, to resporulate. The processes of sporulation and
germination have been reviewed recently (3, 4).

For its stability and stress resistance, the spore of B. subtilis has
been proposed as a platform to display heterologous molecules (5,
6). A variety of antigens and enzymes have been displayed on the
spore surface by either recombinant or nonrecombinant ap-
proaches (7). However, the full development of the spore as a
display platform requires detailed knowledge of the spore struc-
ture and, in particular, of its surface components. The dehydrated
cytoplasm of the spore is surrounded and protected by a pepti-
doglycan-like cortex, a proteinaceous coat (8), and a recently
identified crust (9). The coat is a complex, multilayered structure
of more than 70 proteins, all produced in the mother cell and
deposited in an ordered manner around the forming spore (8, 9).
A small subset of coat proteins, referred to as morphogenic fac-
tors, has a regulatory role on coat formation and controls the
assembly of structural coat proteins within the coat (for a recent
review, see reference 9). In addition to regulatory and structural
proteins, the coat is also composed of polysaccharides which mod-
ulate the relative hydrophobicity of the spore (10). Although not
many details are available about the precise glycan composition of
the spore surface, it is believed that the 11-gene sps operon encodes

enzymes somehow involved in the synthesis of these polysaccha-
rides (11). The spsABCDEFGIJKL operon is transcribed by a �K-
controlled promoter mapped at a site just upstream of the spsA
gene and is enhanced by the transcription regulator GerE, which
allows the persistence of transcription to very late stages of sporu-
lation (11). In addition, the presence of a putative internal pro-
moter under the control of �E upstream of the seventh gene of the
operon, spsG, has been hypothesized (11). The transcription of the
sps operon by late mother cell transcription factors, such as �K and
GerE, is consistent with the idea that the operon encodes enzymes
involved in the synthesis of polysaccharides present on the outer
surface of the spore (11). This idea also is supported by a bioin-
formatic analysis and experimental data that identify the distal
four genes of the operon, spsIJKL, as being involved in the biosyn-
thetic pathway leading to dTDP-L-rhamnose from D-glucose
1-phosphate and dTTP (12).

The putative functions of all 11 Sps proteins are summarized in
Table 1. Experimental data so far are available only for the product
of spsA and spsC. The product of spsA is a nucleotide-sugar-de-
pendent glycosyltransferase, an enzyme belonging to the largest
and evolutionarily most ancient inverting enzyme family, GT-2
(13). The SpsA structure has been resolved both in native and
UDP-complexed forms (13), and more recently its three-dimen-
sional crystal structure in complex with Mn-dTDP or Mg-dTDP
has been obtained at high resolution (14). In spite of the detailed
structural data, not much is known about the function of SpsA in
the sporulating cell, and SpsA is described as only being involved
in the synthesis of the spore coat (14). The third gene of the
operon, spsC, encodes a coat protein carrying a five-amino-acid
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motif (Asn-His-Phe-Leu-Pro) required for binding to the outer sur-
face of the forming spore (15). Once bound around the forespore,
SpsC could participate in the synthesis of surface polysaccharides
(15).

Here, we report the construction and phenotypic analysis of sps
null mutants lacking either all 11 sps gene products or only the
product of the first gene, spsA. Mutant spores have an apparently
normal protein composition of coat and crust but are defective in
early steps of germination, are more hydrophobic, and adsorb
heterologous proteins better than wild-type spores.

MATERIALS AND METHODS
Bacterial strains, transformation, and molecular procedures. B. subtilis
strains used in this study are listed in Table 2. Plasmid amplification for
DNA sequencing, subcloning experiments, and transformation of E. coli
competent cells were performed with strain DH5� (21). Bacterial strains
were transformed by previously described procedures, i.e., CaCl2-medi-
ated transformation of E. coli competent cells (21) and two-step transfor-
mation of B. subtilis (22). The isolation of plasmids, restriction digestion,
and ligation of DNA were carried out by standard methods (21). Chro-
mosomal DNA from B. subtilis strains was isolated as described elsewhere
(22).

Sporulation, spore purification, lysozyme resistance, and germina-
tion assay. Sporulation was induced in Difco sporulation (DS) medium
by the exhaustion method (22). After a 30-h incubation at 37°C, spores
were collected, washed four times, and purified by water washing as de-
scribed previously (23) using overnight incubation in H2O at 4°C to lyse
residual sporangial cells. Spore purity was checked by microscopic inspec-
tion and was higher than 95%. Purified spores were heat activated (24)
and diluted in 10 mM Tris-HCl (pH 8.0) buffer containing 1 mM glucose,
1 mM fructose, and 10 mM KCl. After 15 min at 37°C, germination was
induced by adding 10 mM L-alanine or L-asparagine, and the optical den-
sity at 580 nm (OD580) was measured at 5-min intervals until a constant
reading was reached. The germination efficiency also was assessed by flow
cytometry as previously described (25, 26). In brief, purified spores were
activated as described above and stained with 0.5 �M Syto 16 (�max values
for the absorption and fluorescence emissions of the complex with DNA
are 488 and 518 nm, respectively; Life Technologies, Waltham, MA) and
incubated in the dark for 15 min at 30°C. Spores (105) for each strain were
analyzed in a flow cytometer (BD Accuri C6; BD Biosciences, San Jose,
CA). Dormant and germinating spores (ranging between 35,000 and
38,000) were gated by forward-scatter (FSC) and side-scatter (SSC) pa-
rameters. Sensitivity to lysozyme was measured as described by Naclerio et
al. (24). Spores were prepared as previously described (24), omitting the
lysozyme step and eliminating vegetative cells by heat treatment (10 min
at 80°C). Purified spores then were suspended in 10 mM Tris-HCl (pH

7.0) buffer containing lysozyme (50 mg/ml), and the decrease in optical
density was monitored at 595 nm at 1-min intervals for 10 min.

Construction of sps mutants. To construct the sps null mutant, two
genomic fragments of 806 and 915 bp, containing part of the ywdL gene
(adjacent to the 5= end of the sps operon on the B. subtilis chromosome)
and the coding sequence of spsB, respectively, were PCR amplified using
the B. subtilis chromosome as a template and oligonucleotides ywdLup/
ywdLdown and spsBs/spsBcod.a as primers. PCR products were cloned
into the pGEM-T Easy vector (Promega), yielding plasmids pGC110 and
pGC111, respectively. The NotI/EcoRI fragment from pGC110 was ex-
cised and cloned into vector pBEST501 (27) digested with the same en-
zymes, yielding plasmid pGC112. An XbaI/SalI fragment then was excised
from pGC111 and inserted into pGC112 digested with the same enzymes,
yielding plasmid pGC113, which then was used to transform competent
cells of PY79, yielding strain GC355. An additional sps null mutant was
constructed by single crossover between DNA present on the chromo-
some of strain PY79 and on plasmid pGC109, carrying a 533-bp DNA
fragment totally internal to spsA (GC343).

The spsA null mutant strain (GC346) was obtained by fusing the sps
promoter region to a DNA fragment containing the 5= coding part of
spsB by using the technique of gene splicing by overlap extension (gene
SOEing) (28). Briefly, two PCR products were obtained with oligonucle-
otide pairs spsAup/spsAdown, amplifying the sps promoter region of 149
bp, and spsBup/spsBdown, amplifying a 692-bp fragment containing the
5= part of the spsB coding sequence. The obtained products were used as
templates to prime a third PCR with the external primers spsAup and
spsBdown. The final PCR product was cloned into the pGEM-T Easy
vector (Promega) (plasmid pGC114), and the correct gene fusion was
verified by sequencing reactions. This gene fusion was excised by HindIII/
PstI digestion and cloned into plasmid pGC112 (described above) linear-
ized with the same restriction enzymes, yielding plasmid pGC115. This
plasmid was used to transform competent cells of B. subtilis strain PY79.

Construction of lacZ transcriptional fusions and �-galactosidase
assays. Genomic fragments containing the promoter region of the sps
operon (685 bp) and a 679-bp sequence spanning the 3= end of the spsF

TABLE 1 Deduced size and putative function of the Sps proteins

Gene
Deduced protein
size (aa) Putative function

spsA 256 dTDP-glycosyltransferasea

spsB 474 dTDP-glycosylphosphate transferasea

spsC 389 Glutamine-dependent transaminasea

spsD 289 TDP-glucosamine N-acetyltransferasea

spsE 373 Phosphoenolpyruvate-sugar pyruvyltransferasea

spsF 240 Glycosyltransferasea

spsG 339 Glycosyltransferasea

spsI 246 dTDP-glucose pyrophosphorylaseb

spsJ 315 dTDP-glucose 4,6-dehydrataseb

spsK 283 dTDP-4-dehydrorhamnose reductaseb

spsL 151 dTDP-4-dehydrorhamnose 3,5-epimeraseb

a Data are derived from http://genolist.pasteur.fr/SubtiList/.
b Data are derived from reference 12.

TABLE 2 B. subtilis strains used in this study

Strain Relevant genotype Reference or source

PY79 Wild type 16
1S38 spoIIIC94 17
KS450 gerE36 17
GC304 gerR::neo 18
AZ573 cotZ::gfp 19
AZ542 cotZ::spc 20
RH211 cotE::sps 19
GC336 spsA::lacZ This study
GC337 spsG::lacZ This study
GC339 spsA::lacZ gerE36 This study
GC340 spsA::lacZ spoIIIC94 This study
GC343 sps::neo This study
GC346 spsA::neo This study
GC349 spsA::lacZ gerR::neo This study
GC350 spsA::lacZ spoIIGB::erm This study
GC355 sps::neo This study
GC356 sps::neo spsG::lacZ This study
GC366 spsB::gfp This study
GC367 spsA::neo spsB::gfp This study
GC368 cgeA::gfp This study
GC369 cgeA::gfp sps::neo This study
GC370 cgeA::gfp spsA::neo This study
GC371 sps::neo cotZ::gfp This study
GC372 spsA::neo cotZ::gfp This study
GC374 spsA::neo spsB::gfp cotE::spc This study
GC375 spsA::neo spsB::gfp cotZ::spc This study
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gene and the first 96 bp of the spsG coding sequence were PCR amplified
using the B. subtilis chromosome as a template and oligonucleotides spsA-
ERI/spsA-BHI and spsG-ERI/spsG-BHI as primers. The purified frag-
ments were cloned into pGEM-T Easy vector (Promega), excised by
EcoRI/BamHI digestion, gel purified, and cloned upstream of the lacZ
gene into the integrative pJM783 vector (26) linearized with the same
enzymes. The resulting plasmids, pGC116 (spsA::lacZ) and pGC117
(spsG::lacZ), were used to transform competent cells of B. subtilis strain
PY79. Recombinant strains were obtained by single reciprocal recombi-
nation (Campbell-like) at the corresponding loci spsA (GC336) and spsG
(GC337). Chromosomal DNA of B. subtilis GC336 (spsA::lacZ) was used
to transform competent cells of gerE, sigK, and gerR mutants, generating
strains GC339, GC340, and GC349, respectively. Chromosomal DNA of
B. subtilis GC337 (spsG::lacZ) was transformed into competent cells of an
sps null mutant (GC355), yielding strain GC356. The specific �-galacto-
sidase (�-Gal) activity was determined using o-nitrophenol-�-D-galacto-
pyranoside (ONPG) as the substrate as previously reported (29). Samples
(1 ml each) of cells bearing the fusions were collected during sporulation
at the indicated times and assayed as described previously (22).

Transcriptional analysis. Total RNA was extracted from wild-type,
sps null mutant (GC355), and spsA null mutant (GC346) strains 6 h after
the onset of sporulation using a Qiagen minikit (Qiagen, Milan, Italy)
according to the manufacturer’s instructions. Total RNAs were dissolved
in 50 �l of RNase-free water and stored at �80°C. The final concentration
and quality of the RNA samples were estimated either spectrophotometri-
cally or by agarose gel electrophoresis with ethidium bromide staining.
Total RNAs were treated with RNase-free DNase (1 U/�g of total RNA;
Turbo DNA-free; Ambion) for 30 min at 37°C, and the reaction was
stopped with DNase inactivation reagent. For reverse transcription-PCR
(RT-PCR) analysis, a sample containing 2 �g of DNase-treated RNA was
incubated with oligonucleotide spsB-rev at 65°C for 5 min and slowly
cooled to room temperature to allow primer annealing. RNAs then were
retrotranscribed by incubating the mixture at 50°C for 30 min in the
presence of 1 ml AffinityScript multitemperature reverse transcriptase
(Stratagene), 4 mM deoxynucleoside triphosphates (dNTPs), 16 ml reac-
tion buffer (Stratagene), and 10 mM dithiothreitol (DTT). The enzyme
then was inactivated at 85°C for 5 min. The obtained cDNA was am-
plified by PCR, using primers spsBs and spsBa-BamHI, to analyze
expression from the sps promoter upstream of the spsB gene. As a
control, PCRs were carried out with nonretrotranscribed RNA to ex-
clude the possibility that the amplification products could derive from
contaminating genomic DNA.

Construction of green fluorescent protein (GFP) translational fu-
sions and fluorescence microscopy. A 915-bp genomic fragment con-
taining the spsB coding sequence was PCR amplified with oligonucleo-
tides spsBcods/spsBcoda and cloned in frame with the gfp gene yielding,
plasmid pGC119. This plasmid was used to transform competent cells of
strain PY79, yielding strain GC366 (spsB::gfp). Chromosomal DNA of
strain GC366 was used to transform competent cells of isogenic strains
GC346 (spsA), RH211 (cotE), and AZ542 (cotZ), yielding strains GC367,
GC374, and GC375, respectively (Table 2).

A similar strategy was followed to fuse to the gfp gene to a genomic
fragment of 687 bp containing the entire cgeA gene. The cgeA::gfp fusion
was inserted into the B. subtilis chromosome and then moved into sps
mutant strains by chromosomal DNA-mediated transformation, yielding
strains GC369 (sps::neo cgeA::gfp) and GC370 (spsA::neo cgeA::gfp).

Chromosomal DNA of strain AZ573, containing a cotZ::gfp fusion
(19), was used to transform competent cells of sps mutant strains (GC355
and GC346), yielding strains GC371 (sps::neo cotZ::gfp) and GC372 (spsA::
neo cotZ::gfp), respectively.

A single colony of each strain was used to inoculate 5 ml of Difco
sporulation (DS) medium and grown for 24 h at 37°C. A 300-�l aliquot of
cells was centrifuged for about 2 min in a microcentrifuge and resus-
pended in 10 �l of phosphate-buffered saline. A 3-�l volume was placed
on a microscope slide and covered with a coverslip previously treated for

30 s with poly-L-lysine (Sigma) as previously reported (30). Cells were
observed with an Olympus BX41 fluorescence microscope. Typical acqui-
sition times ranged from 400 to 1,000 ms for GFP, and images were cap-
tured and cropped by using Analysis software.

Hydrophobicity, clumping, and adsorption assays. The BATH assay
(31) was used to assess the relative hydrophobicity of bacterial spores.
Briefly, wild-type and mutant spore suspensions (1.5 � 108 	 0.1 � 108

counted under an optical microscope with a Burker chamber) were incu-
bated for 15 min at 25°C, and then 1.0 ml of hexadecane (Sigma-Aldrich)
was added to 3.0 ml of each spore suspension. The mixture was vortexed
for 1 min in glass test tubes (15 by 100 mm), and the hexadecane and
aqueous phase were allowed to partition for 15 min. The aqueous phase
was carefully removed with a Pasteur pipette, and the OD440 was mea-
sured. As previously reported (31), the decrease in OD440 of the aqueous
suspension indicated the relative hydrophobicity, and this was calculated
as 100 (A0 � Af)/A0, where A0 and Af were the initial and final OD440,
respectively.

For the clumping assay, spores (7.5 � 107 	 0.1 � 107 and 1.5 � 108 	
0.1 � 108, counted under an optical microscope with a Burker chamber)
were suspended in distilled water in a cuvette. The samples were mixed
vigorously and placed in the spectrophotometer, and the OD580 was mea-
sured at various times.

As previously described (20), 2 �g of purified �-Gal of Alicyclobacillus
acidocaldaricus was added to a suspension of 1 � 1010 spores in 50 mM
sodium citrate (pH 4.0) at 25°C in a final volume of 200 �l. After 1 h of
incubation, an aliquot (70 �l) of the binding mixture was stored at 4°C,
while the remaining part of the binding mixture was centrifuged (10 min
at 13,000 rpm) to fractionate pellet and supernatant. All fractions then
were used for �-Gal assays as described previously (20). We expressed
results of enzymatic assays in total units, where 1 U is defined as the
amount of �-Gal able to hydrolyze 1 �mol of substrate in 1 min under
standard conditions (20).

Statistical analysis. Results from hydrophobicity and clumping assays
are the averages from three independent experiments. Statistical signifi-
cance was determined by the Student t test, and the significance level was
set at P 
 0.05.

RESULTS AND DISCUSSION
Transcriptional analysis of the sps operon. It has been reported
previously that the sps operon is transcribed by a �K-controlled
promoter located just upstream of the first gene of the operon and
is positively regulated by GerE (11). In addition, the presence of an
internal �E promoter upstream of the seventh gene of the operon
(spsG) has been hypothesized (11). In order to analyze the tran-
scriptional regulation of the sps operon in more detail, we con-
structed two independent gene fusions between a reporter gene
(the lacZ gene of Escherichia coli) and DNA upstream of the first or
the seventh gene of the operon (Fig. 1A). A 685-bp DNA fragment
containing the �K promoter and a 679-bp DNA fragment contain-
ing the putative �E promoter were PCR amplified and cloned up-
stream of the lacZ gene of E. coli, yielding plasmids pGC116 and
pGC117, respectively. The resulting spsA::lacZ and spsG::lacZ
transcriptional fusions were introduced into the B. subtilis chro-
mosome by single reciprocal (Campbell-like) recombination be-
tween homologous DNA sequences in the plasmids and on the
chromosome. Chromosomal DNA containing the spsA::lacZ fu-
sion then was used to transform congenic null mutants in the
structural gene for �K and for the transcriptional regulators GerE
and GerR (Table 2). Chromosomal DNA containing the spsG::
lacZ fusion was integrated into the sps null strain (GC355), carry-
ing a neomycin resistance cassette replacing the �K promoter and
the entire spsA gene (Table 2). The latter strain was used to ensure
that transcription from the upstream �K promoter would not in-
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terfere with the analysis of the putative �E promoter. The time
course experiment shown in Fig. 1B showed that spsA-directed
�-galactosidase production initiated in wild-type cells 6 h after the
onset of sporulation (T6) and was totally impaired in cells that did
not contain an active �K promoter (Fig. 1B), confirming that tran-
scription of the sps operon is under �K control. The analysis of
strains that do not contain a wild-type copy of either the gerE or
gerR gene showed that both transcriptional regulators GerE and
GerR are needed for the full induction of the spsA-directed lacZ
gene, indicating that both GerE and GerR positively regulate sps
expression. While the effect of GerE on sps expression has been
reported previously (11), the action of GerR on this operon has
not been observed before. Since GerR has been shown to act di-
rectly on some late sporulation genes and indirectly on others
(18), further experiments will be needed to explain the partial
dependency of sps transcription on GerR. The time course exper-
iment of Fig. 1C shows that the DNA upstream of the seventh gene
of the sps operon does not contain sequences able to promote
transcription of the reporter gene. Therefore, these results allow us
to (i) confirm that transcription of the 11-gene sps operon of B.
subtilis is due to a �K-controlled promoter, located upstream of
the first gene; (ii) show that transcription from this promoter is
under the dual positive control of the regulators GerE and GerR;
and (iii) exclude that an internal promoter is present upstream of
the seventh gene of the operon.

Construction of sps null mutants. To study the role of the sps
products in the cell, two null mutants were constructed, an sps null
mutant lacking all 11 products of the operon and an spsA null

mutant lacking only the product of the first gene. To obtain an sps
null mutant, a neomycin resistance (neo) cassette was cloned be-
tween DNA fragments containing part of the ywdL gene (adjacent
to the 5= end of the sps operon on the B. subtilis chromosome) and
the spsB gene into plasmid pGC113. This plasmid was linearized
and used to transform competent cells of the B. subtilis strain PY79
(Table 2). Neomycin-resistant clones were obtained as a result of a
double crossover recombination event between homologous
DNA regions present on the plasmid and on the chromosome.
One of the clones, GC355, was tested by PCR to verify the inser-
tion of the neo gene on the chromosome with the consequent
deletion of the promoter and first gene of the operon (data not
shown) and used for further experiments. The spsA null mutant
was constructed by fusing a DNA fragment carrying the sps tran-
scription-translation signals in frame with a DNA fragment car-
rying the 5= part of the spsB coding region by gene-SOEing (28).
The gene fusion was cloned next to a neo cassette and the ywdL
gene, flanking the sps operon on the B. subtilis chromosome (Fig.
2A). The resulting plasmid, pGC115, was used to transform com-
petent cells of the B. subtilis strain PY79 (Fig. 2A). Neomycin-
resistant clones were the result of a double recombination event
between homologous DNA regions present on the plasmid and on
the chromosome (Fig. 2A). One of these clones, GC346, was tested
by PCR to verify the insertion of the neo gene (data not shown).

We used an RT-PCR approach to verify that in strain GC346
the sps genes were transcribed. Total RNA was extracted from
sporulating cells of a wild-type B. subtilis strain (PY79) and from
the two mutants (GC346 and GC355) 6 h after the initiation of

FIG 1 (A) Physical map of the sps operon of B. subtilis. Positions of the �K and the putative �E promoter are indicated as reported previously (5). DNA regions
fused to the lacZ gene of E. coli also are indicated. (B) Expression of an spsA::lacZ transcriptional fusion during sporulation in an otherwise wild-type strain (closed
squares), a gerE null mutant strain (gray circles), a gerR null mutant strain (gray triangles), and a strain not producing an active sigK (open squares). (C)
Expression of an spsG::lacZ transcriptional fusion in a mutant deleted of the promoter and the first gene of the sps operon (white squares) or in an otherwise
wild-type (black squares) strain. Samples were collected at various times after the onset of sporulation. Enzyme activity is expressed in Miller units. Data are the
means from three independent experiments performed with spores prepared independently.
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sporulation. cDNA was produced by priming the reaction with
the synthetic oligonucleotide spsBrev1 (internal to spsB) and PCR
amplified with oligonucleotides spsBs and spsBa-BamHI (Fig.
2A). As shown in Fig. 2B, an amplification product of the expected
size was observed with mRNA from wild-type and GC346 (spsA)
strains, while no PCR product was obtained with mRNA from the
GC355 strain (sps). These results indicate that the transcription of
the sps operon is totally impaired in the sps null mutant while it is
restored in the spsA null mutant.

To verify whether the transcribed mRNA of the spsA null mu-
tant was translated, we fused the GFP in frame with the coding
part of spsB into plasmid pER19 (29), yielding plasmid pGC119.
This plasmid then was used to transform competent cells of the
spsA null mutant strain GC346, and the resulting strain was used
for a fluorescence microscopy analysis. As shown in Fig. 2C, spsB-
driven fluorescence was observed specifically around the forming
spore, indicating that the mRNA started from the �K-controlled
promoter located upstream of where spsB is translated. As a con-
sequence, the sps null mutant lacks all 11 products of the operon,
while the spsA null mutant lacks only the product of the first gene
of the operon.

The experiment shown in Fig. 2C was aimed exclusively at
verifying whether genes downstream of spsA were translated.
However, the analysis of the results suggested that SpsB is assem-
bled around the mature spore, behaving like a coat protein. To
analyze this point in more detail, we moved the spsB::gfp fusion
by chromosomal DNA-mediated transformation into isogenic
strains carrying a wild-type spsA allele or lacking CotE or CotZ. A
first result is that the localization of SpsB-GFP is not affected by
SpsA. Both in an otherwise wild-type strain and in the spsA mu-

tant, the fluorescence signal due to SpsB-GFP is localized mostly
around free and forming spores. In addition, SpsB-GFP normally
localizes around cotZ mutant spores, while it totally fails to assem-
ble around cotE spores (Fig. 3). Since cotZ spores do not have a
normal crust (32) while cotE spores totally lack the outer coat (33),
our results suggest that SpsB is an outer coat protein.

Effects of sps mutants on spore coat and crust structure. In
order to evaluate the effects of Sps proteins on the formation of the
coat and the crust, we purified spores from the wild type and the
two sps mutants. Purified spores were used to extract coat proteins
either by well-known extraction methods, i.e., treatments with
SDS-DTT or NaOH (23), or by decoating, a method that allows
extraction of at least part of the insoluble protein fraction (34).
With all these methods, we were unable to observe differences in
the pattern of extracted coat protein between wild-type and mu-
tant spores (not shown). Extracted proteins also were analyzed by
Western blotting with a collection of antibodies raised against
various coat proteins (CotA, CotB, CotC, CotE, CotG, and CotU).
In all cases no differences were found between wild-type and mu-
tant spores (not shown). Therefore, we conclude that the Sps pro-
teins do not affect spore coat formation.

To test whether the Sps proteins affected crust formation, we
analyzed by fluorescence microscopy wild-type and sps mutant
spores, all carrying GFP fused to CotZ or CgeA, two known com-
ponents of the crust (32). As shown in Fig. 4, in otherwise wild-
type strains fluorescence signals due to CotZ-GFP were observed
around free and forming spores, while those due to CgeA-GFP
were observed only in free, mature spores. Although further ex-
periments are needed to clarify this point, our results suggest that
CgeA assembles around the spore at later times with respect to

FIG 2 (A) Schematic diagram of mutant construction. The double-crossover event integrating plasmid DNA on the chromosome is schematically shown. (B)
RT-PCR experiment showing that the �K promoter moved upstream of spsB in strain GC346 is able to start transcription of the operon. In strain GC355, deleted
of the promoter and first gene of the operon, transcription is impaired. (C) Fluorescence microscopy analysis of a strain derivative of GC346 carrying an spsB::gfp
fusion. A representative microscopy field is observed by phase contrast (PC) and fluorescence (FM) microscopy. A fluorescence signal was observed around
forming spores but not in cells that have not entered the sporulation cycle.
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CotZ. With both cotZ::gfp and cgeA::gfp, no differences were ob-
served between the wild type and the isogenic mutants lacking
only SpsA or all 11 Sps proteins, indicating that the products of the
sps operon do not affect the protein composition of the crust.

Effects of sps mutants on spore germination and lysozyme
treatment. The efficiency of germination and resistance to ly-
sozyme are phenotypes typically associated with spore surface de-
fects. We analyzed these two phenotypes in the two sps mutants in
comparison to the isogenic wild type and a gerE mutant strain. The
latter is used as a negative control, since it has been reported pre-
viously to be unable to germinate efficiently and to resist lysozyme
(33). Both sps mutants were similarly resistant to lysozyme treat-
ment and indistinguishable from the isogenic wild-type strain
(not shown), indicating that the Sps proteins do not affect this
spore property. Data in Fig. 5 show that sps and spsA spores had
reduced germination efficiency compared to the wild type. The
germination defect of the sps mutants was not as strong as that of
the gerE null mutant and was similar for the two sps strains (Fig. 5).
An additional sps null mutant strain, GC343, obtained by single
crossover between the B. subtilis chromosome and a plasmid car-
rying an internal region of spsA, also was analyzed. This germina-
tion efficiency of GC343 was identical to that of strain GC355 (not
shown), ruling out the possibility that the observed germination
defect of GC355 was due to an effect on the adjacent ywdL gene
(see Fig. 2). The germination efficiency of wild-type and mutant
spores also was assessed by a flow cytometry approach (25, 26). A
nucleic acid stain, Syto 16, was added to wild-type and mutant
spores before the induction of germination and fluorescence, fol-
lowed by assessment with a BD Accuri C6 flow cytometer. Since
nucleic acids of dormant spores are not accessible to Syto 16 while
those of germinating spores are efficiently stained (25), different
numbers of highly fluorescent cells are indicative of different
levels of germination (25). A similar number (ranging between
35,000 and 38,000) of dormant spores was considered for each
strain, and all showed very low fluorescence (Fig. 6). Fluorescence
levels increased similarly for dormant spores of all strains upon
the addition of Syto 16, suggesting that some Syto 16 molecules
were nonspecifically adsorbed to the spore surface of all strains
(Fig. 6). Upon induction of germination, the population of wild-
type spores gradually shifted from a low fluorescence peak (dor-
mant spores) to a high fluorescence peak (germinated spores)
(Fig. 6). With spores strongly impaired in germination (gerE mu-
tant) such a shift was not observed, while with spores of both sps
mutants the shift to high fluorescence was slower and the final

FIG 3 Fluorescence microscopy analysis of strains carrying GFP fused to SpsB. A
representative microscopy field is shown by phase contrast (PC) and fluorescence
(FM) microscopy. Fluorescence signals are diffuse in sporulating cells and local-
ized around mature spores of the wild-type strain and spsA and cotZ null mutants.
In a cotE null mutant, SpsB-GFP fluorescence is diffuse in sporulating cells but is
not found around mature spores. Fluorescent spots observed outside free spores of
the cotE mutant (white arrows) but not observed with the other strains are fluo-
rescent material most probably detached from spores.

FIG 4 Fluorescence microscopy analysis of strains carrying GFP fused to CotZ
or CgeA. A representative microscopy field is shown by phase contrast (PC)
and fluorescence (FM) microscopy. Fluorescence signals are found around
mature and forming spores of the wild type and both sps mutants.

FIG 5 Germination efficiency monitored by OD loss. Spores of the wild type
and sps, spsA, and gerE mutants were induced to germinate by L-Ala-GFK as
previously reported (24). Upon induction of germination, variations in OD580

readings were monitored at 5-min intervals for 1 h. The data are averages from
three independent experiments performed with spores prepared indepen-
dently.
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number of highly fluorescent cells was slightly lower than that
with the wild-type strain (Fig. 6). For each time point of all four
strains, we then counted the number of germination-specific fluo-
rescent cells (on the right side of the dotted lines of Fig. 6) and
calculated the percentage of germination, with the total initial
number of spores set to 100% (Fig. 7). The flow cytometry analysis
confirmed that for both sps mutants germination is slightly slower
and less efficient than for spores of the isogenic wild type. The
germination defect was observed only at early time points, up to
10 min from the start of germination. Since SpsA is known to
catalyze the formation of a glycosidic bond using a sugar-dNDP as
a donor (13), it is likely that in the wild-type spore a sugar is bound
by SpsA to a still-unknown spore surface molecule. In this context,
the similar germination defect of spore lacking only SpsA or all 11
products of the operon suggests that SpsA is required to catalyze
the first in a series of reactions needed to coat the spore surface
with a sugar moiety.

Effects of sps mutants on spore hydrophobicity and clump-
ing. B. subtilis spores are considered hydrophobic (31), and the

surface polysaccharides modulate this hydrophobicity (10). We
used the BATH assay (31) to measure the relative hydrophobicity
of wild-type and sps mutant spores. In this assay, spores suspended
in water are vigorously mixed with hexadecane, and then the two

FIG 6 Flow cytometry analysis of dormant and germinating spores of the wild type and gerE, spsA, and sps mutant strains. Dormant spores, non-heat-activated
spores without Syto 16. T0, heat-activated spores with Syto 16 but no germinants. T2.5 to T20, time points (in minutes) after the addition of germinants
(L-Ala-GFK). The dotted lines in each panel separate germination-unspecific (on the left) and germination-specific (on the right) fluorescence. The experiment
was repeated three times with independent spore preparations and always gave similar results.

FIG 7 Percentage of germination determined by flow cytometry. For each
time point of each strain, the total number of germinating spores (all those on
the right of the dotted lines in Fig. 6) was used to determine the percentage of
germination, setting the initial number of spores as 100%.
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phases are allowed to separate. Hydrophobic spores accumulate at
the interface between water and the solvent, and as a consequence,
the number of spores remaining in the aqueous phase decreases.
This decrease is an indication of the hydrophobicity of the spore,
and its inverse is given as a percentage of relative hydrophobicity
(31). As shown in Fig. 8A, spsA spores are more hydrophobic than
isogenic wild-type spores (P � 0.0195), indicating that spores
lacking SpsA have an altered surface. Several attempts to perform
the same experiment with sps mutant spores were unsuccessful
because of the high variability of the results obtained in different
tests. During these tests, sps mutant spores tended to quickly pre-
cipitate on the bottom of the test tube and to form large aggregates
(clumps). We then measured clump formation of the wild type
and sps mutants by suspending purified spores in water and mea-
suring the optical density of the suspension over time. As shown in
Fig. 8B, the optical density of the spore suspension (7.5 � 107 	
0.1 � 107 spores, corresponding to an OD580 of 0.5) remained
unaltered with wild-type and spsA mutant spores for the entire

duration of the experiment (90 min) and decreased with sps mu-
tant spores (P � 0.0009). Figure 8C to E show wild-type and spsA
and sps mutant spores, respectively, suspended in water and ob-
served under the light microscope (with a 60� lens). In similarly
crowded microscopy fields, while wild-type spores (Fig. 8C) re-
mained independent, spsA spores (Fig. 8D) formed small aggre-
gates and sps spores (Fig. 8E) formed large clumps that most likely
are responsible for the decrease of optical density reported in Fig.
8A. For Fig. 8C to E, a 60� lens was used to show a large part of the
microscopy field and the large aggregates formed by mutant
spores. However, the low resolution did not allow a clear demon-
stration that the imaged material contained only pure spores.
Parts of the microscopy fields also were observed with a higher
resolution (100� immersion lens). Although further experiments
are needed to fully clarify the point, we suggest that when all 11 Sps
proteins are lacking, spores form clumps because of their high
hydrophobicity. Even if in both mutants spore resistance to ly-
sozyme is not affected and the decrease of germination efficiency is

FIG 8 (A) BATH assay. The percentage of hydrophobicity of wild-type and spsA mutant spores was calculated as previously reported (2). The data are averages
from three independent experiments performed with spores prepared independently, and the difference is statistically significant (*, P � 0.0195). (B) Clumping
assay. Spores of the wild type (black squares) and spsA (gray squares) and sps (white squares) mutants were suspended in distilled water, and the decrease of optical
density was monitored over time. The same amount of purified spores (7.5 � 107 	 0.1 � 107,corresponding to an OD580 of 0.5) of each strain was used. The data
are averages from three independent experiments performed with spores prepared independently, and the difference between spores of the sps mutant and those
of the other two strains is statistically significant (P � 0.0009). (C to E) Optical microscopy fields (60� lens) of purified spores of the wild type (C) and spsA (D)
and sps (E) mutant strains. Boxes report parts of the same microscopy fields observed by a 100� immersion lens. A size bar is shown for each picture.
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limited, results shown in Fig. 8 clearly indicate that the spore sur-
face properties of these mutants are very different from those of
the wild type.

Effects of sps mutants on spore adsorption. Spores of B sub-
tilis efficiently adsorb heterologous proteins, and adsorption is not
dependent on specific spore surface molecules but rather on the
negatively charged and hydrophobic surface of the spore (35, 36).
We have previously shown that in the adsorption of the �-galac-
tosidase of Alicyclobacillus acidocaldaricus, the electrostatic inter-
actions do not play a major role (20). We then used sps mutant
spores with an altered hydrophobicity to evaluate their efficiency
in adsorbing the same enzyme. A total of 1.0 � 1010 purified
spores of both sps mutants and of an isogenic wild-type strain were
used to adsorb 2 �g of purified �-Gal in citrate buffer at pH 4.0, as
previously described (20). The reaction mixture was either di-
rectly assayed for �-Gal activity (total units) or fractionated by
centrifugation. The pellet (spore-bound units) and supernatant
(unbound units) fractions then were assayed independently. As
shown in Fig. 9, about 50% of the enzymatic activity was bound to
wild-type spores (black bars), while the activity bound to both
mutant spores was increased (ca. 80% and almost 100% of spore-
associated activity with spsA and sps mutants, respectively). The
increase in adsorption correlates with the presumed increase in
hydrophobicity and supports the notion that the hydrophobic
surface of the spore is a driving force for the adsorption of heter-
ologous molecules. This feature will facilitate environmentally
safe applications of the display of molecules on the spore surface,
since adsorption does not require genetic modifications.

In conclusion, our work confirms that the sps operon-encoded
enzymes are involved in spore surface formation. While both sps
mutants produce spores with an apparently normal protein com-
position of coat and crust, they are defective in germination, are
more hydrophobic and adhesive than wild-type spores, and are
able to aggregate in clumps. The lack of all 11 products of the
operon has more pronounced effects than the lack of only SpsA,
suggesting that the Sps enzymes are involved in biosynthetic path-

ways leading to the formation of different glycosylated molecules
on the spore surface.
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