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Abstract
Actinomycetes have been isolated from decayed and sound stone samples taken from a tomb site at Tell Basta, Zagazig City, Egypt. A total
of 160 isolates have been characterised. The numbers and distribution of actinomycetes were studied during different seasons; during the
winter months (1820°C), actinomycete numbers ranged from 103 to 104 cfu/g; in the summer (2838°C) lower counts were recorded. The
actinomycete isolates were assigned to 4 different taxonomic groups: 54% belonged to the Streptomyces group, 26% to the Nocardia
group, 14% showed the characteristics of the Micromonospora group, while the rest of the isolates analyzed (6%) were assigned to the
sporangiate-type group of actinomycetes. The ability of the isolates to produce pigments as well as tolerance to high salinity were determined. It was shown that about 88% of the strains studied had the ability to produce extracellular pigments. Only 25% of the studied
isolates showed tolerance to high salinity. The significance of actinomycetes to attack and degrade building stone was shown in laboratory
experiments: actinomycetes recovered both from sound and decayed stones were capable of damaging stone under laboratory conditions
as an up to 4% weight loss was recorded for some isolates.
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Introduction
The harmful effects caused by biological activities
of organisms growing on stone are well recognized
(Webley et al., 1963). In fact, many cases showed that
biodeterioration has proved to be dominant over physical and chemical agents, especially in places where
high humidity and temperature favour the growth of
these organisms (Jain et al., 1993).
The biodeterioration is a result of the action of different biological factors such as: algae, lichens, fungi,
unicellular and filamentous bacteria (actinomycetes)
on stone. Actinomycetes have long been recognised as
a group of microbes that are distinct from other bacteria and eukaryotic fungi, and which play important
functional roles in many natural environments. Actinomycetes occur in a multiplicity of natural and manmade environments. Most are strict saprotrophs, but
some form parasitic or mutualistic associations with
plants and animals. In nature, they play a crucial role
in the decomposition of organic compounds and envi-

ronmental pollutants (Lechevalier, 1981). Therefore,
they are commonly believed to participate in the recycling of elements (Goodfellow and Williams 1983).
Actinomycetes have been isolated from rocks and
stone by a number of workers (Webley et al., 1963;
Agarossi et al., 1985; Groth et al., 1999; 2007). However, little consideration has been given to the ecology, population structure and the diversity of this
group of microorganisms in these extreme and nutrient-poor habitats. In addition, the effects of seasonal
factors on numbers of microorganisms isolated from
stonework have only been discussed in relatively
few previous publications (Somavilla et al., 1978;
Tayler and May, 1991).
This paper deals with the occurrence of actinomycetes on ancient stone and considers the effects of
climatic changes on their populations. The evaluation
of the abilities of actinomycetes to cause damage to
stone under laboratory conditions was also a target in
this study. Direct measurements of weathering activity using laboratory experiments were done in order
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to identify a causal link between the presence of the
organisms and stone decay, in addition to the study
of different activities of actinomycetes, such as salt
tolerance, pigment production, which may play a role
in the biodeterioration process by this group of
microorganisms.
Experimental
Materials and Methods

Study site and sampling procedures. The location of the tomb was Tell Basta (the site of the ruins
of the old temple of Bast) which is south-east of the
Nile Delta township of Zagazig, approximately 80 km
North East of Cairo. The tomb was built from limestone blocks, with dimensions of 1 m depth × 1.5 m
width × 2.5 m long that are suffering from different
degrees of deterioration. The seasonal variation of
actinomycetes was investigated on six sampling
occasions, three during the winter months (January,
February and March) and the other three during the
summer months (July, August and September). Seven
sampling sites from the tombs blocks were chosen to
represent different stages of deterioration. These sites
were visually characterised as 2 sound, 3 moderately
decayed and 2 severely decayed stones. Samples were
taken once a month from these sites, which were fixed
throughout the study.
Isolation media. Stone samples were crushed to
a fine powder in sterile mortar and pestle. Stone powder was dispersed in sterile 1/4 strength Ringers
solution supplemented with 0.001% Tween 80 and
shaken vigorously for up to one hour (Lewis et al.,
1985). Suspensions were then serially diluted in phosphate buffer. Spread plate method was applied for
actinomycetes isolation where 0.1 ml of the appropriate dilution was spread evenly over the corresponding overnight dried medium plates. Four different isolation media known to support the growth of
actinomycetes were used to select the best medium
for actinomycetes recovery from stone: starch casein
medium (Kuster and Williams, 1964), arginine glycerol salts medium (El-Nakeeb and Lechevalier,
1962), starch nitrate medium, M3 medium (Williams
and Wellington, 1982).
Characterisation of actinomycete isolates. After
incubation, actinomycete colony characteristics were
examined. Each colony type was described and enumerated to give a total count. Representatives of each
colony form were then picked off and streaked to
obtain a pure culture. They were then streaked onto
starch-casein slopes and stored at 4°C, and as spore
suspensions in 20% glycerol at 20°C (Hopwood
et al., 1985). A wide range of morphological, physio-

Table I
Criteria used for the characterisation and identification
of the isolates
Characteristics
1.
2.
3.
4.
5.
6.
7.
8.
9.
10.
11.
12.
13.
14.
15.

Spore chain morphology
Other morphological features
Colour of aerial mycelia
Colour of vegetative mycelia
Pigmentation of vegetative mycelium (colony reverse).
Production of soluble pigments (on ISP5)
Melanin pigment production
Utilisation of organic compounds
Growth temperature and pH 4.3
Use of carbon sources (1.0% w/v)
Use of nitrogen sources (0.1% w/v)
Resistance to antibiotics
Diaminopimelic acid (DAP) in whole cell hydrolysate
Whole cell diagnostic sugars
Mycolic acid

logical and biochemical criteria were used to characterise these isolates (Table I). General details of the
test methods are given by Williams et al. (1983).
Weight loss study to determine the potential of actinomycetes to cause damage to stone under laboratory
conditions. A static culture with small intact limestone
discs was used to investigate the decay potential of the
actinomycetes isolated from stone over a time course.
The procedures were according to Lewis et al. (1988),
Small limestone discs (1 cm diameter) were sterilised
by autoclaving (121°C, 15 min) and dried overnight
at 120°C. Each disc was then accurately weighed and
aseptically introduced into a 25 ml flask containing
10 ml sterile medium (0.5%, Oxoid peptone water
containing 1% glucose, pH 7.2), previously inoculated
with 5 µl spore suspension of each actinomycete. The
flasks were then incubated at 28°C for 4 weeks. The
stone discs were subsequently removed and placed in
3% (v/v) Decon 90 solution for 34 h to remove accumulated polysaccharides, which are known to affect the
accuracy of the weight measurements (Tayler, 1991).
The stones were then removed and rinsed in distilled
water and dried overnight at 120oC. The weight change
in stone was compared to control discs incubated in
sterile medium.The damage was assessed by means
of stone weight loss, changes in pH of medium and
levels of soluble calcium.
Salt tolerance assay. The effect of high salt concentrations on the growth of actinomycetes was evaluated. Sodium chloride (NaCl) and sodium sulfate
(Na2SO4) were used in this experiment; both are commonly found in limestone and well recognised as
aggressive salt weathering agents. The ability of the
isolates to grow on modified Bennetts agar medium
supplemented with different concentration of NaCl
and Na2SO4 was investigated. Four different concentrations were used: 4%, 7%, 10%, and 13%.
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Fig. 1. Numbers of actinomycetes isolated from sound, moderately- and severely-decayed limestone
on 1/10 strength starch-casein agar during summer and winter months

Results
Seasonal changes in actinomycete populations
Numbers of actinomycetes were counted from sound,
moderately- and severely-decayed limestone samples
on 1/10-strength starch-casein medium, which support higher count and more diversity than the other
tested media-using a spread plate, viable count
method. Higher counts were recorded in the winter
months on sound, moderately- and severely-decayed
stone, with the mean counts being 1.8× 102, 2.6× 103
and 4.7× 103 cfu/g respectively, while the mean counts
in the summer were 1× 102, 3× 102 and 6× 102 cfu/g
respectively, as shown in Fig. 1. However, ANOVA for
seasonal variations in actinomycete counts on sound
and decayed stones showed no significant difference
(P = 0.11). Counts from sound and decayed stones
were found to differ significantly (P = 0.001). No significant difference was found between counts from
moderately- and severely-decayed stones (P = 0.8).
Characterisation of actinomycetes isolated from
the tomb. A total of 127 actinomycete isolates were
recovered from sound and decayed stone of the tomb
under investigation. These isolates were classified to
the genus level according to Dietz and Thayer (1980).
The criteria used in this primary identification were
micromorphology, detection of diaminopimelic acid
(DAP) isomers in the whole cell hydrolysate, whole
cell diagnostic sugars, and presence of mycolic acids.
Based on these criteria the isolates recovered from
stone were found to belong to 15 different genera
(Fig. 4). Those genera were Streptomyces (48%),
Micromonospora (12%), Nocardioides (12%), Nocardiopsis (12%), Nocardia (4%) and the remaining 12%
of the isolates were represented by other closely unidentified genera. The isolates were further classified
to the species by morphological, physiological and
chemotaxonomic features into 56 species belonging
to the genera mentioned above. This identification
was according to Bergeys Manual for Systematic
Bacteriology (1989) and Bergeys Manual for Determinative Bacteriology (1995). The identification of

Streptomyces species was performed using the key
recommended by Szabo et al. (1975). The criteria
used in this identification are listed in Table I.
Distribution of actinomycetes within the study
sites The distributions of different genera isolated in
this study are shown in Fig. 2. Members of the genus
Streptomyces were the most widespread species all
over the sampling sites. The sound stone harboured
only 3 genera represented by 7 species while both
moderately- and severely-decayed stones contained
15 genera assigned to 48 species. Two unknown isolates were recorded in this investigation; both were
isolated from the moderately-decayed stone. Forty
two species belonging to the genera, Pseudonocardia,
Kitasatosporia, Spirillospora, Saccharomonospora,
Rhodococcus, Streptoalloteichus, Actinomadura, and
2 unknowns could only be isolated from decayed stone
and they were never recovered from sound stone. All
the species found on sound stone were also recovered
from decayed stone except for Streptomyces sp. 5.
Screening of actinomycetes isolated from stone
for different salt tolerance. The effect of high salt
concentrations on the growth of actinomycetes was
evaluated. Sodium chloride (NaCl) and sodium sulfate
(Na2SO4) were used in this experiment, both are well
recognised as aggressive salt weathering agents.
(i) NaCl tolerance. The ability of the isolates to
grow on modified Bennetts agar medium supplemented with different concentrations of NaCl was investigated. Four different concentrations of sodium
chloride were used: 4%, 7%, 10%, and 13%. The
results showed that 89% of the actinomycetes recovered from stone were able to grow on the 4% concentration and 72% were able to tolerate salt concentrations up to 7%. Fifty-one percent of the isolates were
found to grow on 10% concentration of NaCl, while
only 25% could tolerate up to 13% NaCl. Fifty percent of the isolates tolerating the highest salt concentration (13%) were isolated only from decayed stone.
These results are shown in Fig. 3.
(ii) Na2SO4 tolerance. The actinomycete tolerances
to different concentrations of sodium sulfate were also
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Fig. 2. Distribution of different actinomycete genera within limestone of Tell Basta tomb at different stages of decay.
Numbers on bars indicate number of species

assessed using the same four concentrations: 4%,
7%, 10%, and 13%. Analysis of the data demonstrated that about 78% of the isolates were able to
tolerate 4%, while 60% of the actinomycetes showed

growth at 7% concentration. For the remainder,
40% and 3% of the isolates showed tolerance to 10%
and 13% concentrations of Na2SO 4 respectively.
For this salt, 70% of isolates tolerating the 10% con-

Fig. 3. Tolerance of actinomycetes isolated from limestone to different concentrations of sodium chloride

Fig. 4. Tolerance of actinomycetes isolated from limestone to different sodium sulphate concentrations
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Fig. 5. Pigment production by actinomycetes isolated
from limestone.

centration were recovered from decayed stone. These
results are shown in Fig. 4.
Pigment production. The production of pigments
of different colours by actinomycetes isolated from
ancient stone was investigated in this study. As Fig. 5
shows, 89% of the isolates were found to be pigment
producers. The majority of the pigments were brown
in colour, although yellow and green pigments were
produced by a more limited number of isolates.

Ability of actinomycete isolates to cause damage to limestone. In this study, a static liquid culture
system was used together with small intact limestone discs to investigate the decay potential of the
127 actinomycetes isolated from stone over 4 weeks.
The damage was assessed by means of stone weight
loss, changes in medium pH and levels of soluble
calcium. The results presented in Table II show that
the majority of the isolates screened under these
conditions were incapable of causing any significant
weight loss in the stone. However, a significant proportion of the isolates (16%) was observed to cause
a substantial weight loss (> 2%) in the limestone discs,
over a 4-week incubation period. In fact, 3 different
species were observed to cause weight loss up to
4%, namely, Nocardia brasiliensis, Micromonospora
carbonacea and Pseudonocardia compacta. In almost every case a large weight loss in the limestone
was associated with low pH of the medium and an

Table II
Stone damage potentiality of actinomycetes species isolated from limestone of Tell Basta tomb
<1
Streptomyces
S. diastaticus
S. cyaneus
S. antimycoticus
S. chromofuscus
S. exfoliatus
S. rochei
S. albidoflavus
S. anulatus
S. roseflavus
S. badius
S. violaceus
S. griseoflavus
S. macrosporus
S. phaeochromogenes
S. griseostramines
S. sp. 1
S. sp. 2
S. sp. 3
S. sp. 4
S.. sp. 5
S.. sp. 6
S. sp. 7
S. sp. 8
S. sp. 9
Nocardioides
N. fulvu
N. luteus
N. albus
N. sp.1
N. sp.2
N. sp. 3

% weight loss
12
23
+
+

+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+

34
N. sp. 4
N. sp. 5
Nocardia
N. nova
N. brasiliensis
N. sp. 1
N. sp. 2
Nocardiopsis
N. alborubidus
N.dassonivillei
N. albus
N. listeri
N. sp. 1
Micromonospora
M. chalcae
M. carbonacea
M. inositola
M. halophytica
M. sp.1
M. sp. 2
Other genera
Spirillospora albida
Rhodococcus sp.
Streptoalloteichus sp.
Actinomadura sp.
Pseudonocardia compacta
Saccharomonospora caesia
Kibdelosporangium philipinesis
Kitasatosporia phosalacinea
Unknown 1
Unknown 2

<1
+
+

% weight loss
23
12

34

+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
+
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elevated concentration of soluble calcium, but these
changes were not correlated statistically to weight loss
(see May et al., 2000).
Discussion
Interest in microbial communities present on stones
and work of arts is mainly due to the fact that microorganisms affect cultural heritage (Monte and Ferrari,
1993). Actinomycetes are of special interest because
of their versatile metabolic activities, and also their
filamentous mode of growth.
In our study, the numbers of actinomycetes were
higher in winter months than in summer, as a result of
the summer higher temperatures, even in this semiarid climate. The higher numbers of actinomycetes
and the greater variation in species composition for
decayed stone (56 species belonging to 15 genera)
than for sound stone (7 species belonging to 3 genera) may be due to low levels of competition between
actinomycetes and other microorganisms. Since the
nutrients available in decayed stone are likely to be
complex organic remains, the actinomycetes may
dominate this environment as they have remarkable
abilities to utilise a wide range of more complex and
recalcitrant polymers such as proteins, polysaccharides and lignocellulose (McCarthy and Williams,
1992). Lechevalier (1981) reported that actinomycetes
usually begin digestion of organic matter when the
numbers of other microorganisms are declining, so
that actinomycetes are not found in large numbers
on newly dead green plant, but rather are the most
abundant on the older partially digested residues. Urzi
et al. (1999) showed that bacteria isolated from
weathered rock samples in the Mediterranean basin
were, in the majority of cases, actinomycetes and
other Gram-positive bacteria. The other possible reason for these high counts is the ability of actinomycetes
to cope with dry habitats. They are frequently isolated
from stone environments and many of their members
exist for extended periods as resting arthrospores that
germinate in the occasional presence of exogenous
nutrients (Goodfellow and Williams, 1983).
A total of 127 actinomycete isolates were recovered from sound, moderately- and severely-decayed
limestone from the tomb under investigation. These
isolates were identified to species level. The genus
Streptomyces comprised 48% of the total isolates from
stone, and 20 different species have been identified.
This was not surprising, since Streptomyces is undoubtedly the most widely distributed and most studied genus of actinomycetes (Williams, 1985). In their
survey of a number of historical sites in Rome,
Giacobini et al. (1988) isolated 200 strains of actinomycetes, most of which were identified as Strepto-
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myces. Twenty-six per cent of the actinomycetes isolated from the rock surface of Altamira cave in Spain
were identified as Streptomyces (Laiz et al., 1999).
Similar dominance of actinomycetes in the subterranean basilica of Porta Maggiore in Rome was observed by Agarossi et al. (1985).
In the present study, large numbers of genera other
than Streptomyces were isolated and classified, whenever possible to species level. Some of these genera
have been isolated from stonework by other workers,
for example, Nocardia, Nocardioides and Rhodococcus by Groth et al. (1999) and Micromonospora by
Urzi and Realini (1998). On the other hand, some
other genera have not been reported elsewhere. Those
were Kitasatosporia Pseudonocardia, Kibdelosporangium, Spirillospora, Saccharomonospora, Streptoalloteichus and Actinomadura. The results presented
here revealed that the numbers of unidentified species of actinomycetes were about 20% of the total
numbers of isolates, including two unknowns. This
indicates the possibility of isolation of novel species
or even genera from this poorly studied environment.
Previous studies have suggested that many of the bacteria and fungi isolated from rocks are new species and
genera, which have never been seen or described in
any other environment (Krumbein, 1988; Groth et al.,
1999). Our study revealed that the actinomycetes
population on the damaged stone consisted of the
same species recovered from sound stone but 42 other
species were found to be present. Furthermore, 10 of
the identified genera were detected only on decayed
stone and were never found on sound stone. Those
were Nocardioides, Nocardiopsis, Kibdelosporangium, Pseudonocardia, Kitasatosporia, Spirillospora,
Saccharomonospora, Rhodococcus, Streptoalloteichu
and Actinomadura.
Such a high diversity of actinomycetes on decayed
stone, as well as the obvious difference between the
actinomycetes species composition on sound and
decayed stones, may indicate selective succession
between different genera of actinomycetes, and even
between different species of the same genus. This may
depend on the ability of these organisms to survive
and compete in this extreme environment during different stages of stone deterioration. Such microbial
succession on stone works of art was proposed by
authors of previous research (ONeill, 1988; De La
Torre et al., 1993). The screening of different activities
associated with stone attack by actinomycetes was
investigated to establish the possible involvement of
actinomycetes in the actual decay process. The possible role of pure and mixed cultures of bacteria as
causative agents of decay has been investigated under
laboratory conditions in previous studies (Eckhardt,
1985; Tayler and May, 1991; Jimenez-Lopez, et al.,
2007). Urzi et al. (1991) demonstrated that Micrococ-

3

Actinomycetes from ancient stone and their potential for deterioration

cus sp. was able to cause severe damage to marble
slabs under laboratory conditions. In the present work,
16% of the actinomycetes isolates were able to cause
damage in stone discs measured in weight loss more
than 2% over a short time course. Sodium chloride
and sodium sulfate are the commonest salt-weathering agents to ancient stone (Arai, 1988). The relatively
high tolerance to salt of the actinomycetes capable of
causing damage to stone highlights their potential
ability to persist and attack stone to augment the salt
weathering process. Schostak and Krumbein (1992)
reported that halotolerant bacteria play a significant
role in the deterioration of plasters and wall paintings.
Papida et al. (2000) showed that the combined effect
of salt and microbial weathering was synergistic and
could have serious consequences for the integrity of
limestone in laboratory experiments. Most of the actinomycete genera isolated in the current study were
pigment producers under laboratory conditions. Colour
changes to rock monuments are a real threat to cultural
heritage, not only from aesthetic point of view but also
historically since some of these changes are irreversible. The role of pigment production by microorganisms in the biodeterioration of paintings and stone has
been studied previously (Bassi et al., 1986; Gonzalez
et al., 1999). Laboratory experiments have shown
that fungi and actinomycetes are the most efficient
producers of brown to black stains on rock surfaces
(Krumbein, 1992). Actinomycetes were the most common microorganisms isolated from grey surface rocks
in Sicily (Urzi and Realini, 1998).
The mechanical role of actinomycete hyphae was
clearly evident from previous SEM studies, as their
mycelia were extensively branched and penetrating
the stone material, filling the pore system of the stone,
as well as increasing the surface area for biofilm production (May et al., 2003).
In conclusion, the ancient stone environment in
this investigation supported the presence of actinomycetes at different stages of deterioration. The effect
of seasonal variation on the composition on the stone
was evident as more species were recovered in winter
than in summer. Actinomycetes flourished and seemed
to dominate stone in the later stages of deterioration,
since the decayed stone harboured more genera and
species than were present on sound stone. About 20%
of the actinomycete isolates could not be identified to
species level, which indicates that the stone environment could be regarded as a rich habitat for the isolation of new taxa of actinomycetes. The actinomycetes
isolated from sound and decayed stones were capable
of causing damage to stone under laboratory conditions but this ability was not correlated to acid production. Hence, the study suggests that the mechanical effect of actinomycete growth on stone may play
an important part in the biodeterioration process.
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