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ABSTRACT: Plant wastes present a high cellulose content, which is an ideal organic material for
composting. Five strains of thermophiles from processed Brassica waste were isolated, and the hydrolytic
activity on various cellulosic biomass substrata and their temperature profiles were determined. 16S
rRNA sequencing identified these strains as Thermoactinomyces and Bacillus spp. Maximal cellulase
activity corresponded to 2.3 U mL–1 of enzyme. The application of these strains on Brassica rapa
residues demonstrates increased total nitrogen content). TA-3, a Thermoactinomycetes sp. strain, performs
best among all inoculants, increasing the nitrogen content from 0.74 to 0.91%, and decreasing the carbon
content from 15.4 to 12.2%, showing its high efficiency and bioactivity during compositing.
Key words: cellulose degrading, enzymes, vegetable wastes

ATIVIDADE DE CELULASE DE TERMOACTINOMICETOS  E
BACILLUS spp. ISOLADOS DE RESÍDUOS DERIVADOS DE

COMPOSTOS DE BRASSICA

RESUMO: Resíduos vegetais apresentam alta concentração de celulose, que é um material orgânico
ideal para preparação de composto. Cinco linhagens de termófilos foram isoladas de resíduos
processados de Brassica e a atividade hidrolítica em vários substratos contendo celulose e seus
padrões de temperatura foram determinados. O seqüenciamento de rRNA 16S permitiu a identificação
dessas isolados como Thermoactinomyces e Bacillus spp. A atividade máxima de celulase foi
determinada como de 2,3 U mL-1 de enzima. O uso dessas linhagens em resíduos de Brassica rapa
resultou em um aumento total do conteúdo de nitrogênio. TA-3, uma linhagem de Thermoactinomycetes
sp., apresentou melhor desempenho entre os inoculantes, aumentando o conteúdo de nitrogênio de
0,74 para 0,91%, e diminuindo o conteúdo de carbono de 15,4 para 12,2%, mostrando sua alta eficiência
e bioatividade durante a compostagem.
Palavras-chaves: degradação de celulose, enzimas, resíduos vegetais

INTRODUCTION

Agricultural waste generated in field and pro-
cessing sites is generally discarded without being fur-
ther used. If this waste is not properly handled, it may
create a large environmental burden. Approximately 4.2
million metric tons of agricultural waste is produced
annually in Taiwan (COA, 2006). Yang (1997) stated
that fruit and vegetables account for almost 15% of
total waste produced, comprising 570,000 metric tons
of matter with high cellulose content. This waste can
be handled in several ways, including direct combus-
tion, landfill and composting. Among these methods,
composting is considered the optimum approach for
regulating soil fertility and minimizing the environmental
impact.

Cellulose is the most common carbohydrate
occurring in plants throughout the world. In fruit and
vegetables, cellulose comprises almost 50% of carbo-
hydrate, while hemi-cellulose comprises 15–34% (Das
& Singh, 2004 and Reddy & Young, 2005). Most of
these compounds are difficult to decompose rapidly
in the natural environment (Knauf & Moniruzzaman,
2004 and Reddy & Young, 2005). Various microorgan-
isms isolated from compost have been identified
(McCaig et al., 2001; Song et al., 2001 and Das &
Singh, 2004). Interest in these microorganisms has in-
creased owing to potential commercial applications,
namely biodegradation and production of bioactive
compounds, including antibiotics and enzymes
(Malherbe & Cloete, 2002; Kirk et al, 2002; Lynd et
al., 2005). The composting process used for decom-
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posing vegetable and fruit waste can be accelerated by
adding cellulose-production thermophile. Organic mat-
ter in soil crucially influences soil systems and in-
creases crop productivity. The application of compost
in soil provides a key source of plant nutrients, and
improves soil fertility, aeration, porosity, structure and
water-holding capacity (Tuomela et al., 2000). With
regard to natural systems, soil organic matter manage-
ment is also essential for sustainable use of agricul-
tural system, and for enhancing soil quality (Malherbe
& Cloete, 2002).

Brassica rapa L. var. chinensis, also known
as ‘Pak-Choi’, is one of the most popular vegetables
among Chinese. Owing to the harvesting and sorting
processes, over a thousand metric tons of waste are
discarded annually in Taiwan. In this study, compost
was produced from unwanted plant residue gathered
from processing factories. Several strains of thermo-
philic microorganisms were then isolated from the
compost and identified via 16S rRNA sequencing. The
collected strains were tested for cellulase activity and
temperature stability. The screened strains were then
further applied to Brassica rapa residue to measure their
ability to accelerate the composting process.

MATERIAL AND METHODS

A packed-bed reactor was adopted for mak-
ing compost (Chang et al., 2004a and Chang et al.,
2004b). Raw material such as unwanted outer leaf and
stem of Pak-Choi were collected from a processing
factory in Changhwa county (24°5' N, 120°32' E).
70% (w w–1) of water content from Pak-Choi was re-
moved using drying chamber at temperature of 45°C
for 8 h. The material was then mixed with rice husk
(water content 10%) using a ratio of 5 to 1. Aeration
was applied from the bottom of the reactor at a rate
of 1.71 air kg–1 dry solids min–1. The entire composting
process terminated after 90 d. Isolation of microor-
ganism and determination of cellulase activity was un-
dertaken during day 45. Ten to fifty g of compost
sample was taken from the compost, and 50 mL ster-
ile water was added. After shaking for 2 h under 200
rpm at 50°C, 1 mL of suspension was serially diluted
and plated on a tryptic soy agar, modified M3 agar and
potato dextrose agar (Huck et al., 1991).

Plates were incubated at 37°C and 50°C for 7
d. Isolates appeared on the plate were selected and
plated on nutrient agar, bacterial selection agar, acti-
nomycetes selection agar and fungal selection agar
(Hagerman et al., 1985; Chang et al., 2004a and Chang
et al., 2004b). Colonies appeared on selective agar
were further used for cellulase activity testing. Cellu-
lase activity was tested on Mandels-Reese agar (Bhat

& Wood, 1988; Chang et al., 2004a). Briefly, isolate
was plated on Mandels-Reese and cultivated at 50°C
for 4 d, and 0.1% of Congo red was then sprayed on
the colony. The diameter of the observed clear zone
was then recorded.

Extraction of cellulolytic enzymes was referred
to Zhang et al. (2006) with little modification. Cellu-
lase-containing crude enzyme was prepared by cen-
trifugation of culture broth at a rate of 12,000 x g and
4°C for 1 h. The supernatant was then filtered using
0.2 mm filter paper. Dinitrosalicylic acid (DNS) method
(Miller, 1959) was applied to determine of cellulase
activity. The DNS was prepared as described by Bhat
& Wood (1988). Carboxymethylcellulose (CMC) was
used as the substrate (Damaso et al., 2003). Glucose
standard was used to plot the standard curve. Mea-
surement of glucose released from CMC was expressed
as Unit (U), in which, U = mg of glucose equivalents
released min–1 mL–1 crude enzyme

The genomic DNA of the samples was ex-
tracted by method described by Ng et al. (2006). The
total 16S rRNA was amplified by primers BSF8 (52 -
AGAGTTTGATCCTGGC TCAG-32 ) and BSF1507
(52 -TACCTTGTTACGACTT-32 ) (Ribosomal Data-
base Project II). The PCR products were purified us-
ing a Gel Extraction kit, and subsequently ligated into
pGEM®-T Vector Systems. The ligation product
was transformed into an ECOS® competent cell
screened using blue-white screening with IPTG and
X-Gal. White colonies were selected and plated on
an Luria-Bertani (LB) agar plate (bacto-tryptone
1%, yeast extract 0.5%, agar 1%) containing
50 μg mL–1 Ampicilin. 16S rRNA inserts were then am-
plified from the colonies by primers TAF (52 -
CAAGGCGATTAAGTTGGGTA-32 ) and TAR (5-
GGAATTGTGAGCGATAACA-32 ) provided by the
pGEM®-T Vector Systems. The amplified fragments
were sequenced. Strains isolated were applied on Bras-
sica rapa residue. Inoculation 1 × 108 cell g–1 dry solid
was performed, and the total duration of the
composting process was 60 d. The composition of the
plant residues was then analyzed. The total nitrogen
level was tested by the Micro-Kjeldahl method (Singh
& Pradhan, 1981). The total organic carbon (TOC)
was estimated with Walkey and Black’s Rapid Titra-
tion method (1934). Levels of cellulose, hemicellulose
and lignin were measured using the method described
by Dutta (1981).1

RESULTS AND DISCUSSION

Five strains were screened, namely from
Thermoactinomycetes and Bacillus, with 16S rRNA
similarity in the range 95–99%, following BLAST
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comparison in the NCBI database. The microorgan-
isms were primarily mesophilic or thermophilic (Table
1). Actinomycetes comprise a diverse group of largely
mycelial bacteria, many of which are ecologically im-
portant and have commercial potential for enzyme and
antibiotic production (Edwards, 2007). Actinomycetes
can degrade some cellulose, and solubilize lignin, and
tolerate higher temperatures and pH than fungi. Acti-
nomycetes thus are important agents of lignocellulose
degradation during peak heating, among which
Thermoactinomycetes is one of the genus that appear
mainly during the cooling and maturation phase of
composting (Tuomela et al., 2000). Previous assess-
ment of soil diversity based on 16S rRNA has facili-
tated improved understanding of microbial diversity
(Baker & Cowan, 2004), this universal and domain-
specific region is molecule ubiquitous has numerous
molecules, and also reflects functional constancy and
is experimentally tractable (Woese, 2000).

Cellulose degradation is caused by various mi-
croorganisms, and represents a major carbon flow at-
mospheric CO2 to fixed carbon. Fixed carbon has con-
siderable potential for use in producing sustainable
biobased products (Schloss et al., 2005). Results ob-
tained by molecular systematic require further exami-
nation using other biochemical kits or tool because of
the existence of some harmful microbes, such as
Thermoactinomyces vulgaris, which in addition to their
amylolytic activity are also causative agents in lung dis-
ease (Allen & Hartman, 1972).

Generally, Actinomycetes and Bacillus strains
isolated in this study released 2.0 mg glucose equiva-

lents min–1 mL–1 enzyme (Table 2). These results were
similar to those of Mayende et al. (2006), who found
that Bacillus from compost exhibited cellulase activ-
ity. Numerous past studies have found the presence
of thermophilic or thermo-tolerant Bacillus and Acti-
nomycetes in compost (Blanc et al., 1999; Dees &
Ghiorse, 2001; McCaig et al., 2001 and Mayende et
al., 2006). Mayende et al. (2006) took compost
samples from garden refuse, and identified screened
microorganisms that were primarily thermophilic
(60°C) or extremely thermophilic (70°C), with
maximum cellulose activity of between 1.215–1.333
U. Five of the isolates identified in this work could
utilize hydroxyethyl-cellulose and β-glucan.
Thermoactinomycetes sp. (TA-1) was found to be able
to utilize all the cellulose-containing materials (Table 3).
A temperature of 50°C was recorded on day 45, dem-
onstrating that most isolated strains were actively in-
volved in the cellulose degradation process. Figure 1
illustrates the optimal temperatures of the isolates. All
enzymes worked better at temperatures of 50°C, while
those from TA-3 performed best at 60°C. The hydroly-
sis of CMC could be performed in 60–70 min. The
dynamic of the enzymatic process reduced following
70 min for TA-2 and TB-1 (Figure 2).

Table 4 lists changes in nitrogen and carbon
content in plant residue inoculated using different iso-
lated strains. The Total Organic Carbon (TOC) of all
five inoculants reduced, revealing mineralization of or-
ganic matter. Additionally, the Total Kjeldahl nitrogen
(TKN) content of all inoculants increased. Notably, TA-
3, a Thermoactinomycetes sp. performed best among
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Table 1 - Isolate from Brassica waste compost.

Table 2 - CMC activity of isolate.
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-------------------------mm-------------------------

1-AT 13 51 56.0±70.2

2-AT 53 41 51.0±87.1

3-AT 52 01 74.0±05.1

1-BT 91 01 23.0±09.1

2-BT 12 9 55.0±33.2
1Cellulase activity of actinomyces is measured at day 4 day and bacteria at day 3. (Unit = U mL–1 enzyme). TA: thermophilic
actinomyces. TB: thermophilic bacteria
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all inoculants, with nitrogen content increasing from
0.7% to 0.9%, and carbon content decreasing from
15.4% to 12.2% (Table 4). In cellulose content deg-
radation, TA-3 performed best among all inoculants,
which from 38.1% decreased to 15.2%. Overall per-
formance of Thermoactinomyces on cellulose, hemi-
cellulose and lignin were found better than those of
thermophilic Bacillus. This result resembled the find-
ings of Singh & Sharma (2002), who studied the im-
pact of composting acceleration on bioinoculant effi-
ciency. Non-inoculated wastes exhibited increased
TKN and decreased TOC. Cellulose was considerably
reduced following inoculation (Table 4). The content
of the three organic components, cellulose, hemicel-
lulose and lignin, reduced during composting with
maximum degradation using TA-3 inoculation (Table
4). Similar results were also described by Rasal et al.
(1988), who adopted cellulolytic fungi to decompose
sugarcane trash.

This investigation has further confirmed the
wide spread of Bacillus in natural composting systems.
It also provides a feasible method of handling the large
annual production of cellulose-containing substances.
This study also further demonstrates that thermophiles
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30.0±7.0 7.1±4.51 6.2±9.02 9.3±1.83 49.1±2.71 7.0±2.9

1-AT 31.0±18.0 7.1±3.21 2.1±2.51 3.2±5.91 4.2±7.41 5.1±3.7

2-AT 1.0±9.0 7.1±5.41 5.2±5.61 3.2±4.81 7.1±2.21 4.0±0.8

3-AT 51.0±9.0 5.1±2.21 7.1±4.31 8.0±2.51 4.1±5.21 9.0±3.7

1-BT 1.0±87.0 7.2±2.41 5.1±5.81 4.2±3.22 5.1±4.51 0.1±5.6

2-BT 1.0±8.0 9.0±91.11 5.1±89.31 3.4±45.72 4.2±97.41 7.0±43.8

Table 4 - Composition of Brassica rapa residue after 60 days inoculation of strain.

All values are mean and standard deviation of three replicates.

aHydrolysis of CMC is taken as 100. n.d: not detected

Table 3 - Substrate specificity of isolate.
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β naculg- 84.87 81.96 46.95 73.76 52.17

lecivA 42.13 11.72 39.12 95.91 d.n

nalyX 64.85 d.n 15.44 d.n 87.04
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Figure 1 - Temperature optimum profiles for cellulase activity in
sample TA-1 to TA-3, TB-1 and TB-2. Values are
expressed as mean of triplicates.
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Figure 2 - Stability of cellulase activity in sample TA-1 to TA-3,
TB-1 and TB-2. Values are expressed as mean of
triplicates.
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isolated from a composting environment could produce
thermophilic cellulases, which have potential industrial
applications.
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