
c© Indian Academy of Sciences

RESEARCH ARTICLE

Genetic structure of the rattan Calamus thwaitesii in core, buffer and
peripheral regions of three protected areas in central Western Ghats,
India: do protected areas serve as refugia for genetic resources of

economically important plants?

B. T. RAMESHA1, G. RAVIKANTH1,2, M. NAGESWARA RAO1,3, K. N. GANESHAIAH2,3,4

and R. UMA SHAANKER1,2,4∗
1Conservation Genetics Laboratory, Department of Crop Physiology, University of Agricultural Sciences,

Bangalore 560 065, India
2Ashoka Trust for Research in Ecology and the Environment, Hebbal, Bangalore 560 024, India

3Department of Genetics and Plant Breeding, University of Agricultural Sciences, Bangalore 560 065, India
4Jawaharlal Nehru Centre for Advanced Scientific Research, Jakkur, Bangalore 560 064, India

Abstract

Given the increasing anthropogenic pressures on forests, the various protected areas—national parks, sanctuaries, and bio-

sphere reserves—serve as the last footholds for conserving biological diversity. However, because protected areas are often

targeted for the conservation of selected species, particularly charismatic animals, concerns have been raised about their ef-

fectiveness in conserving nontarget taxa and their genetic resources. In this paper, we evaluate whether protected areas can

serve as refugia for genetic resources of economically important plants that are threatened due to extraction pressures. We

examine the population structure and genetic diversity of an economically important rattan, Calamus thwaitesii, in the core,

buffer and peripheral regions of three protected areas in the central Western Ghats, southern India. Our results indicate that

in all the three protected areas, the core and buffer regions maintain a better population structure, as well as higher genetic

diversity, than the peripheral regions of the protected area. Thus, despite the escalating pressures of extraction, the protected

areas are effective in conserving the genetic resources of rattan. These results underscore the importance of protected areas in

conservation of nontarget species and emphasize the need to further strengthen the protected-area network to offer refugia for

economically important plant species.

[Ramesha B. T., Ravikanth G., Nageswara Rao M., Ganeshaiah K. N. and Uma Shaanker R. 2007 Genetic structure of the rattan Calamus
thwaitesii in core, buffer and peripheral regions of three protected areas in central Western Ghats, India: do protected areas serve as refugia

for genetic resources of economically important plants? J. Genet. 86, 9–18]

Introduction

Protected areas (PAs) are believed to be the cornerstones

for biodiversity conservation, and the safest wilderness

strongholds around the globe (Pimm and Lawton 1998;

Bruner et al. 2001). In the face of ever-increasing threats to

forests, the network of PAs offers the best possible approach

to conserve biological diversity and the genetic resources of

*For correspondence. E-mail: rus@vsnl.com.

economically important species (Hogbin et al. 2000; Wood-

ford 2000; Bruner et al. 2001; Theilade et al. 2001). For

example, in Thailand, a large number of important timber

species, which have been extensively harvested from the na-

tive forests, are now found only in PAs (Changtragoon 2001).

Nevertheless, several concerns have been raised about the ef-

fectiveness of PAs in conservation. For example, PAs are

often established based on the presence of large charismatic

mammal species and, hence, might not address the conserva-

tion concerns of nontarget taxa (Rodgers and Panwar 1988).

It has also been argued that PAs (a) are generally too small to
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host viable populations, (b) act as insular and isolated habi-

tats that do not allow gene mixing across populations, and (c)

can be costly and demanding in terms of logistics to secure

from extraneous pressures and human encroachment (Chap-

man et al. 2003; Uma Shaanker et al. 2003).

In recent years, several attempts have been made to iden-

tify the gaps, if any, and determine the effectiveness of PAs

in conserving biological diversity (Wickneshwari and Boyle

2000; Kutty and Kothari 2001; Nageswara Rao et al. 2001a;

Uma Shaanker et al. 2003). Nageswara Rao et al. (2001b)

showed that populations of sandal, a tree treasured for its

heartwood oil in India and has been extensively poached,

have higher genetic diversity in PAs such as national parks

and sanctuaries than outside.

In this paper, we examine the effectiveness of PAs in con-

serving the genetic resources of a species of rattan (trailing

or climbing palms) in the Western Ghats, a megadiversity

centre in South India. Popularly also known as canes, rat-

tans are used in the furniture industry and form an impor-

tant component of the livelihood of forest-fringe communi-

ties in South and South-East Asia. A number of economi-

cally important species of rattans are extensively harvested,

often leading to a severe lack of regeneration (Ravikanth et
al. 2002; Narwade et al. 2003). We compared the popula-

tion structure and genetic diversity of Calamus thwaitesii, an

economically important cane, occurring in core, buffer and

peripheral regions of three PAs in the central Western Ghats,

India. The results show that PAs can play a significant role

in conservation of nontarget species, particularly economi-

cally important species. Based on the results, we discuss the

role of PAs in conserving the genetic resources of rattans in

particular, and of other nontimber forest product species in

general, and argue that PAs could form an important conser-

vation approach for species that are highly threatened.

Materials and methods
Study sites and design

The study was conducted in the Western Ghats, India, one of

the 25 biodiversity hotspots of the world (Myers et al. 2000).

The PAs in the country comprise about 4.6% of the total ge-

ographical area (NWDC 1999). The Western Ghats includes

34 national parks and wildlife sanctuaries, together covering

about 7300 km2 (NWDC 1999). Based on the availability of

rattan species within the PA network of the Western Ghats,

three study sites, namely Anshi National Park (ANP; 14◦54′
to 15◦07′N latitude and 74◦16′ to 74◦30′E longitude), Kollur

Mookambika Wildlife Sanctuary (KWS; 13◦54′ to 13◦38′N
latitude and 74◦38′ to 74◦56′E longitude), and Sharavathi

Wildlife Sanctuary (SWS; 13◦54′ to 14◦12′N latitude and

74◦38′ to 75◦00′E longitude) were selected for the study

(figure 1). The two wildlife sanctuaries (Kollur Mookam-

bika and Sharavathi) were established in the year 1974, and

the Anshi National Park was established in 1987 (Kutty and

Kothari 2001). However, much before it was declared as a

Figure 1. Map of the study sites at the central Western Ghats, In-
dia. The protected areas are all located in the central Western Ghats
in the state of Karnataka (shaded). The arrows indicate the three
protected areas studied.

protected area, ANP was part of the Dandeli Wildlife Sanc-

tuary that was also established in the year 1974.

Extraction of rattans has preceded the formation of the

PAs and our own studies indicate that, in most parts of the

Western Ghats, extraction of rattans has been recorded by the

forest departments since the last 70 years (Uma Shaanker et
al. 2004c). Harvesting of rattans is done each year. Based on

the administrative boundary of each of the PAs, three zones,

namely core, buffer and periphery, were identified, radiating

outwards from the PA. Although PAs are supposed to be insu-

lated from humans and cattle, often the peripheral and buffer

regions tend to be more open to disturbance than the core

of the PA because of the heavy pressures. Thus, the zones

from core to periphery offer decreasing levels of protection

against disturbance due to human interferences, cattle graz-

ing, etc. As a measure of the extent of disturbance in each

of the zones, the percentage of rattan stems harvested or cut

was recorded (see details below). In each PA, the three zones

were separated by approximately 2 to 3 km in a linear direc-

tion (core to buffer to periphery).

Study species

The study was carried out on an economically important

species of rattan,Calamus thwaitesii, distributed in the West-

ern Ghats (Lakshmana 1993; Ravikanth et al. 2002). This

rattan is extensively used in the manufacture of furniture, um-

brella handles, walking sticks, and sports goods, and forms

the predominant rattan extracted from the Western Ghats

(Lakshmana 1993; Renuka 1999; Ravikanth et al. 2001,

2002). The rattan is dioecious, and flowers between October

and January, and fruits between April and May. Beetles and

bees are the major pollinators of this species, whereas birds,
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herbivores and water are the major seed dispersal agents.

Propagation of the rattan is entirely by seeds. The rattans

take an average of 10–14 years to flower and fruit. Har-

vestable canes of length 4 to 6 metres feet are obtained in

8–10 years. The species is restricted to the mid-altitude and

wetter zones of the Western Ghats (Lakshmana 1993; Uma

Shaanker et al. 2004c).

Population structure

In each of the three zones within a given PA, 10 quadrats

(10 m × 10 m) were laid out randomly, and data on the num-

ber of clumps per quadrat, number of culms per clump,

height of all individuals >1 m, girth of all individuals >3

m tall at collar region, number of flowering individuals, and

number of culms harvested were recorded. The height of the

culms was estimated visually.

As an index of regeneration, the numbers of seedlings

and saplings (<1 m height) were recorded in each of the

quadrats. For each quadrat, the number of regenerants was

divided by the number of adults to obtain an index of the re-

generation per adult. The numbers of cut and broken stems

of C. thwaitesii were recorded and expressed as a percent-

age of the total number of stems harvested for each quadrat

(Ganeshaiah et al. 1998; Uma Shaanker et al. 2004b). The

differences in the various parameters across the three zones

(core, buffer and periphery) were analysed using Student’s

t-test and analysis of variance (ANOVA). All the parameters

with per cent values were arcsine transformed before subject-

ing to statistical analysis.

The height-class and girth-class distributions of the indi-

vidual stems in each zone were determined. The frequency

distribution of the height-class of stems across the three

zones within a PA was statistically evaluated using the non-

parametric Kolmogorov–Smirnov test (Siegel and Castellan

1988).

Genetic variability

DNA extraction and PCR protocol: Leaf samples were col-

lected from 15 (or as many as could be found, whichever was

lower) randomly selected individuals from the core, buffer

and peripheral regions in each of the three PAs. In each

zone, the area sampled was approximately 0.05 km2. Sam-

ples were air-dried and preserved in silica gel until DNA iso-

lation. Total genomic DNA was extracted using a modified

CTAB (cetyltrimethylammonium bromide) protocol (Doyle

and Doyle 1987). The DNA was quantified spectrophoto-

metrically at 260 nm and visualized by ethidium bromide

staining on a 0.8% agarose gel. The DNA was then diluted

to a concentration of 10 ng/μl. PCR amplification was car-

ried out in a 25-μl-volume reaction mixture containing 25 ng

template DNA, 2.5 μl 10× reaction buffer containing 15 μM
MgCl2, 3 μM of each dNTP, 0.25 μM primer and 0.5 unit Taq
DNA polymerase (Bangalore Genei, India).

PCR was conducted using intersimple sequence repeat

(ISSR) primers. In recent years, ISSRs have been widely

used to investigate clonal diversity and population genetic

structure (Zietkiewicz et al. 1994; Tani et al. 1998; Wolfe

and Liston 1998; Esselman et al. 1999; Rossetto et al. 1999).

As a PCR-based marker, ISSRs have several advantages over

other, conventional markers. ISSR primers anneal directly

to simple sequence repeats and, thus, unlike SSR mark-

ers, no prior knowledge of target sequences is required for

ISSRs (Godwin et al. 1997). Moreover, the sequences that

ISSRs target are abundant throughout eukaryotic genomes

and evolve rapidly. Consequently ISSRs may reveal high

number of polymorphic fragments per primer (Fang and

Roose 1997; Esselman et al. 1999). In addition, studies have

indicated that ISSRs produce reliable and reproducible bands

because of the higher annealing temperature and longer se-

quence of ISSR primers (Tsumura et al. 1996; Nagaoka and

Ogihara 1997; Qian et al. 2001).

Twentyfive ISSR primers from the UBC set (Sigma,

USA) were screened, and finally 10 of them (UBC 890, UBC

841, UBC 835, UBC 834, UBC 868, UBC 880, UBC 855,

UBC 848, ISSR 4, ISSR 5) were used in the PCR amplifica-

tion. The thermocycler program for PCR was set for 3 min at

94◦C, followed by 35 cycles of 45 s at 94◦C, 45 s annealing

at 45◦C and 2 min extension at 72◦C, and a final extension

cycle of 8 min at 72◦C. Amplification products were resolved

electrophoretically on 1.5% agarose gels in 1× TBE (pH 8.0)

buffer by loading the entire reaction volume into prepared

wells. Gels were run until a bromophenol blue indicator dye

ran 10 cm from the well. Gels were stained with ethidium

bromide, and bands were visualized and photographed under

UV light.

Data analysis: The ISSR-amplified products were scored as

either present (1) or absent (0) (Wendel and Weeden 1989)

and analysis was done using the population-genetic software

POPGENE version 1.32 (Yeh and Boyle 1997). Population-

genetic parameters such as per cent polymorphism (an am-

plified product was considered polymorphic if the frequency

of the most frequent ISSR-amplified product was <95%) and

Nei (1973) gene diversity were computed.

For each population collected in individual zones, Dice

dissimilarity index based on the amplification products was

computed (Sorenson 1948; Deshpande et al. 2001). Dice dis-

similarity matrix was generated by computing the Dice dis-

similarity coefficient as 1 − (2Nab/Na + Nb), where Na is the

total number of bands present in lane a, Nb the total number

of bands in lane b, and Nab the number of bands common to

lanes a and b (Nei and Li 1979). The Dice coefficients were

used for UPGMA analysis and to construct a cluster diagram.

To evaluate the robustness of the grouping formed, the bi-

nary data matrix was subjected to bootstrapping using the

WinBoot program (Yap and Nelson 1996). The phenogram

was reconstructed 1000 times by repeating sampling with re-

placement, and the frequency with which the groups were

formed was used to indicate the strength of the group.
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The frequency distribution of the Dice dissimilarity index

was developed for each zone within a given PA, and com-

pared across zones by a Kolmogorov–Smirnov test (Siegel

and Castellan 1988). A two-way ANOVA was performed to

analyse differences in the dissimilarity indices among zones

(core, buffer and periphery) within the three study sites.

Results
ISSR PCR products

Over the three sites, amplification products from 10 ISSR

primers (UBC 890, UBC 841, UBC 835, UBC 834, UBC

Table 1. Number of bands scored and per cent polymorphism
over the 10 ISSR primers used in Calamus thwaitesii.

Site Zone No. of bands scored % Polymorphism

ANP Core 109 47.71

Buffer 109 39.45

Periphery 109 42.20

KWS Core 95 46.32

Buffer 95 44.21

Periphery 95 43.16

SWS Core 93 47.31

Buffer 93 51.61

Periphery 93 45.16

Table 2. Site-specific ISSR product amplification in Cala-
mus thwaitesii, and their frequencies in core, buffer and pe-
ripheral zones of the protected areas.

Site Primer Band Core Buffer Periphery

ANP UBC880 1 0.071 0 0

UBC848 2 0 0.2143 0

KWS UBC841 1 0 0 0.21429

UBC868 2 0.0833 0 0

UBC848 3 0 0.1429 0

UBC848 4 0 0 0.21429

UBC848 5 0 0 0.14286

UBC848 6 0 0 0.42857

UBC890 0 0.2857 0

SWS 0 0 0 0

868, UBC 880, UBC 855, UBC 848, ISSR 4 and ISSR 5)

were analysed. The number of bands scored and the per cent

polymorphism obtained for the various populations across

the sites is given in table 1. On an average, over the 10

primers, about 45% of the 93 to 109 amplification prod-

ucts were polymorphic. Among the three sites, site-specific

ISSR amplification products were obtained for Anshi Na-

tional Park (ANP) and Kollur Wildlife Sanctuary (KWS)

only. The Sharavathi Wildlife Sanctuary (SWS) had no site-

specific amplification (table 2).

Table 3. Population parameters of Calamus thwaitesii in core, buffer and peripheral zones
of the three protected areas in central Western Ghats, India.

ANP KWS SWS All 3 sites

Parameter Zone Mean±SD Mean±SD Mean±SD Mean±SD

Mean Core 5.4±3.29a 13.5±7.79a 0.2±0.42ab 6.1±6.5a

regenerants Buffer 1.0±1.25b 4.7±5.35b 0.7±0.82a 1.7±3.2b

per quadrat Periphery 0.95±0.85b 0.4±0.84c 0.1±0.31b 0.57±0.84c

Mean Core 2.55±2.17a 2.75±2.49a 0.1±0.31a 1.99±2.23a

regenerants Buffer 0.64±1.02b 1.50±2.20ab 0.6±0.84a 0.84±1.42b

per adult Periphery 0.2±0.61b 0.27±0.64b 0.1±0.31a 0.19±0.55c

Mean density Core 5.5±2.01a 14.3±5.27a 3.1±2.33a 7.52±4.95a

(clumps per Buffer 2.35±0.87b 9.9±5.21b 2.7±1.56a 4.3±4.22b

100 sq.m) Periphery 2.4±1.66b 2.5±1.26c 1.4±1.5a 2.4±1.49c

Mean culms Core 4.02±1.65a 8.14±1.23a 2.12±2.29a 4.83±2.4a

per clump Buffer 3.13±1.17b 5.09±1.73b 2.32±1.37a 3.53±1.69ab

Periphery 3.05±1.33b 4.76±2.52c 2.0±2.06a 3.38±1.95ab

Proportion of Core 0.05±0.049a 0.01±0.01a 0.12±0.17a 0.043±0.05a

culms Buffer 0.086±0.15a 0.02±0.03b 0.10±0.13a 0.089±0.14a

harvested Periphery 0.069±0.17a 0.10±0.12c 0.18±0.36a 0.11±0.20ab

No. of Core ND 0.6±0.84a ND

flowered Buffer ND 0.1±0.31a ND

individuals Periphery ND 0.1±0.31a ND

For each parameter, values with dissimilar letters in superscript are significantly differ-

ent at the 0.05 level (t-test). ND, Data not recorded. ANP, Anshi National Park; KWS,

Kollur Mookambika Wildlife Sanctuary; SWS, Sharavathi Wildlife Sanctuary.
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Population structure

In ANP and KWS, the mean density of rattan was highest

in the core, followed by that in buffer and periphery pop-

ulations (t-test, P < 0.05; table 3). The core populations

in ANP and KWS had significantly higher average number

of regenerants per adult compared to the buffer and periph-

eral populations (t-test, P < 0.05; table 3). Moreover, there

was a relatively larger representation at both sites of higher

height-class of stems in the core compared to the periphery,

indicating a better stand of rattans in general (Kolmogorov–

Smirnov test, P < 0.05; data not given). In contrast to these

two sites, in SWS the population in the buffer zone was found

to be the most dense, with a relatively higher regeneration per

adult, compared to the populations in the core and peripheral

regions (table 3).

Table 4. One-way ANOVA for different population parameters
among the three zones (core, buffer and periphery) in all the three
protected areas in central Western Ghats, India. For all parameters
except per cent harvesting, the absolute values were used. For per
cent harvesting, the data was arcsine transformed before analysis.

Population parameter d.f. F P

Regeneration per adult 2 13.64 0.0001

Per cent harvest 2 1.21 0.300

Density 2 15.06 0.000

Culms per clump 2 4.27 0.016

One-way ANOVA for the various population parameters

across the three zones for the three PAs indicated a signifi-

cant zone effect for density, culms per clump, and regenera-

tion per adult, but not for per cent stems harvested (table 4).

Genetic diversity and structure

Nei’s gene diversity, calculated based on the amplified prod-

uct, did not show significant differences among the zones,

although the mean diversity index for both ANP and KWS

was highest in the core compared to the buffer and periph-

eral regions; in SWS, the diversity index was highest for the

buffer population (table 5).

The mean Dice dissimilarity index decreased signifi-

cantly from core to buffer and peripheral populations in ANP

and KWS. In SWS, individuals from the core were signifi-

cantly less dissimilar among themselves compared to those

among buffer and peripheral populations. These results were

also reflected in the frequency distribution of the Dice dis-

similarity indices within the respective zones. In both ANP

and KWS, the dissimilarity indices of core population were

more widely distributed with a larger mean compared to the

population from the periphery (figure 2,a&b). In SWS, there

was no significant difference in the frequency distribution be-

tween the core and peripheral populations (figure 2,c). Over

all the populations, the Dice dissimilarity index decreased

significantly from core to periphery. In other words, on an

average, the populations in the core of the sanctuary or pro-

tected area were genetically more diverse than those in the

periphery. A two-way ANOVA on dissimilarity index indi-

cated significant effects of zone, site (PA) (P = 0.001) and

zone × site interaction (P = 0.034) (table 6).

Dendrograms of the clustering of individuals from the

three regions within a site indicated that for all the three sites

the individuals did not significantly segregate based on the

regions from where they were sampled (figure not shown).

Discussion
In many parts of the world, such as in India, forest-dwelling

communities depend upon a variety of non-timber forest

product (NTFP) species for their livelihood (NCHSE 1987).

In these communities, the NTFPs can easily account for

about 60% of the cash income of the people (Murali et
al. 1996; Uma Shaanker et al. 2003). Such high level of

Table 5. Mean gene diversity, per cent polymorphism, and mean Dice dissimilarity index of Calamus thwaitesii in
core, buffer and peripheral zones in three protected areas in central Western Ghats, India.

Per cent Mean Dice dissimilarity

Site Zone n h (±SD) h∗ (±SD) polymorphism index (±SD)

ANP Core 14 0.152 (0.187)a 0.319 (0.141)a 47.71 0.096 (0.030)a

Buffer 14 0.124 (0.174)a 0.309 (0.136)a 39.45 0.074 (0.021)b

Periphery 14 0.124 (0.167)a 0.297 (0.130)a 42.20 0.075 (0.023)b

KWS Core 12 0.148 (0.182)a 0.319 (0.130)a 46.32 0.107 (0.002)a

Buffer 14 0.137 (0.181)a 0.311 (0.143)a 44.21 0.093 (0.007)b

Periphery 14 0.137 (0.186)a 0.318 (0.149)a 43.16 0.092 (0.000)b

SWS Core 14 0.129 (0.163)a 0.272 (0.132)a 47.31 0.085 (0.032)a

Buffer 14 0.172 (0.186)b 0.333 (0.115)b 51.61 0.114 (0.032)b

Periphery 14 0.146 (0.183)ab 0.323 (0.131)ab 45.16 0.097 (0.044)c

n, Number of individuals assessed; h, mean gene diversity at all amplified gene products; h∗, mean gene diversity

for polymorphic amplified products.

For each parameter, values with dissimilar letters in superscript are significantly different at the 0.05 level (t-test).
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Table 6. Two-way ANOVA for Dice dissimilarity index across all the zones (core,
buffer and periphery) and protected areas.

Source of variation SS d.f. MS F P

Site (protected areas) 0.043 2 0.021 19.75 0.00001

Zone (core, buffer and periphery) 0.007 2 0.003 3.37 0.034

Interaction sites × zones 0.066 4 0.016 15.13 0.000061

Error 0.884 810 0.001

Total 1.00 818

Figure 2. Frequency distribution of Dice dissimilarity index for

Calamus thwaitesii in core (C) buffer (B) and peripheral (P) popu-

lations in (a) Anshi National Park, (b) Kollur Mookambika Wildlife

Sanctuary, (c) Sharavathi Wildlife Sanctuary. Kolmogorov–Smir-

nov tests: (a) C vs B, D = 0.373, P = 0.0001; C vs P, D = 0.3407,

P = 0.0001; B vs P, D = 0.033, P = 0.906; for all zones, total num-

ber of pairs over which the frequencies were computed was 91. (b)

C vs B, D = 0.1530, P = 0.167; C vs P, D = 0.174, P = 0.096; B vs

P,D = 0.0769, P = 0.584; sample sizes 66 (core), 91(buffer), 91(pe-

riphery). (c) C vs B, D = 0.329, P = 0.001; C vs P, D = 0.1098,

P = 0.334; B vs P, D = 0.318, P = 0.0001; for all zones, sample

size was 91.

dependency has led to an increasing pressure on the forest re-

sources (Uma Shaanker et al. 2004a). Evidence of this threat

is already reflected in (a) the dwindling resource status of

several economically important plants such as sandal, rattans

and bamboos (Chalvaraju et al. 2001; Nageswara Rao et al.
2001a; Ravikanth et al. 2002; Uma Shaanker et al. 2004b),

(b) the endangerment of populations of several scores of eco-

nomically important plants, especially the medicinal plants

(Ved 2003), and (c) the local extinctions of populations of

several species (Ved et al. 2001). With increasing popula-

tion pressures and changes in land use systems, the threat to

these species is expected to increase further. Several mod-

els and approaches to counter the threats have been proposed

and addressed from time to time, including the possibility of

(a) an NTFP working plan (to regulate the harvest), (b) mod-

els for sustainable harvesting of populations, and (c) com-

munity management of forest resources (Uma Shaanker et

al. 2004b). A major lacuna of many of these approaches,

however, is in their implementability and, thus, their lack of

effectiveness.

In contrast to these approaches, the formal PA model

offers an alternative and perhaps a relatively more robust

prescription for averting the threat that many of the NTFP

species face in human-dominated forested landscapes (Uma

Shaanker et al. 2004c). By legislation, PAs are excluded

from human interventions and, thus, expected to represent

islands of conserved forest genetic resources. In fact, these

represent perhaps the frontiers of conservation of genetic

and biological diversity in an otherwise human-ravaged land-

scape (Uma Shaanker et al. 2004a). In the recent past, several

studies have tried to identify the effectiveness of PAs. A re-

cent study that collated information from over 93 PAs from

22 countries reiterated the usefulness of PAs in conserving

biological diversity (Bruner et al. 2001).
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Few studies, however, have addressed the role of PAs in

maintaining the population structure and genetic diversity of

focal species that are otherwise subject to intense harvest-

ing pressures (Nageswara Rao et al. 2001b). The present

study examines the role played by PAs in conserving the pop-

ulation structure and genetic diversity of rattans, an inten-

sively extracted NTFP from the Western Ghats, South India

(Ravikanth et al. 2002).

Population structure

Our study showed that in two of the three PAs evaluated,

critical population parameters are better maintained in the

core of the PAs, relative to the buffer and peripheral regions.

For example, the mean density of clumps, mean number of

regenerants per adult (an index of reproductive turnover),

and mean number of culms per clump were all significantly

higher in the core zones of ANP and KWS compared to those

in the peripheral zones. The results could be attributed to the

underlying pattern of differences in the harvesting of canes

across the different zones of a PA. The core of the PAs gen-

erally experienced less harvesting pressure compared to the

buffer or the peripheral regions. This could be due to the

fact that the core zone is often further away from human

settlements than are the buffer and peripheral regions; con-

sequently, the former are less accessible to human interven-

tions. Our results also indicate that, although the PAs are

supposed to be sacrosanct from human interventions in prin-

ciple, in practice they are not. However, in the context of the

overarching pressures that the NTFP resources are generally

put to in habitats such as the Western Ghats, it is interest-

ing to note that the core areas of the PAs are still effective in

retaining a reasonable population structure compared to the

buffer and peripheral regions.

In contrast to ANP and KWS, however, the buffer re-

gion of SWS maintained a better population status than did

the core and peripheral regions. Interestingly, in this PA the

buffer region had the least extent of human pressure with sig-

nificantly smaller proportion of culms harvested compared to

the other two zones. This intriguing deviation from the other

two PAs (KWS and ANP) is perhaps due to the large-scale

habitat destruction and changes brought in the core zone of

SWS following the recent working of the forest for the estab-

lishment of a hydroelectric dam (P. Hegde, ‘Unceasing strug-

gle to save environment’,Deccan Herald (Bangalore), 5 June

2003; B. N. Mogata, ‘Shrinking green cover’, Deccan Her-
ald (Bangalore), 14 February 2003). Nonetheless, data from

this site also support the notion that the peripheral regions of

the PAs are indeed more vulnerable to harvesting pressures

(as expected) compared to the buffer and core regions of the

PAs. Furthermore, the results from this site signal the need

for, and importance of, close monitoring of the PAs for them

to be effective in conserving the genetic resources of impor-

tant NTFP species.

Rearranging the data based on the degree of human im-

pact (per cent cut and broken stems) rather than by region

(core, buffer and periphery), we found that for all the three

sites, the regions with the least human impacts were the most

genetically diverse (figure 3). Though not causal in nature,

these results do indicate that disturbance to regions in pro-

tected areas could lead to loss of genetic diversity of popula-

tions.

Figure 3. Normalized mean Dice dissimilarity index and human
impact (per cent culms cut of Calamus thwaitesii) across the core,
buffer and peripheral zones in the three protected areas.

Genetic diversity and structure

In agreement with the reduced harvesting pressures and bet-

ter population stand in the core of the PAs in ANS and KWS,

the populations here also had a higher gene diversity index

compared to the populations in the buffer and peripheral re-

gions, though the differences were not significant. Dice dis-

similarity index computed based on the differences in the

ISSR amplification products indicated that the core popula-

tions of ANS and KWS were significantly more genetically

diverse than were the populations in the respective buffer and

peripheral regions of these PAs. Indeed, this result was also

indicated by a significant zone × site effect for Dice dissim-

ilarity coefficients. Finally, as obtained for the population

parameters, in SWS, the gene diversity and Dice dissimilar-

ity coefficients were higher for the buffer than the core and

the peripheral populations.

Thus, from both the population structure and genetic di-

versity estimates, it appears that, with the exception of SWS,

the core regions of the PAs conserve genetic resources of rat-

tans better than do the buffer and peripheral regions. The

relatively higher levels of genetic diversity in the core com-

pared to the peripheral regions could be partly attributed to

a better population stand in the former. With a significantly

lower level of harvesting of rattans in the core than in the pe-

riphery, more stems could be expected to contribute to gene

flow in the core. In fact, data for KWS indicate that core re-

gions have a greater mean number of flowering individuals

than do the buffer and peripheral regions.

The relatively higher densities of rattan in the core com-

pared to the periphery might be due to both a lower level
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of disturbance and the intrinsic spatial distribution gradi-

ents of the species. If core populations represent the ge-

ometrical central populations, they could also be expected

to experience a greater gene flow from surrounding popula-

tions than would the peripheral populations (Lonn and Pren-

tice 2002). In the present context, it is important to note

that the core populations are able to maintain higher den-

sities of the species and, therefore, by default have impli-

cations for the maintenance of genetic diversity. Over all

PAs, the normalized mean Dice dissimilarity index of the

populations was significantly positively correlated with den-

sity of rattan clumps (figure 4; P < 0.05). Positive corre-

lations between gene diversity and density have earlier been

Figure 4. Normalized mean Dice dissimilarity index as a function
of density of Calamus thwaitesii from all the three protected ar-
eas across the core (C), buffer (B) and peripheral (P) zones (y =
0.0698lnx + 0.7862; R2 = 0.265, P < 0.05).

reported for several tree species and have underlined the im-

portance of demography in maintaining population genetic

variability (Nageswara Rao et al. 2001b; Lonn and Prentice

2002). Population density could be especially crucial in de-

termining the levels of gene diversity in rattan, as these are

dioecious plants; small populations could constrain mating

partners and hence lead to greater levels of inbreeding. The

higher genetic diversity in the core could also be expected

to result in higher fitness of such populations, compared to

those at the periphery, as has been demonstrated in many

other systems (Oostermeijer et al. 1994). Across the PAs,

the regeneration success of rattans (as a measure of fitness)

was found to be positively correlated with the mean Dice dis-

similarity index (figure 5).

Conclusions
Human pressures due to large extent of subsistence on for-

est products have severely threatened a large part of the

tropical forests. Several workers have reported the decline

in abundance as also the decline in levels of genetic di-

versity of populations subjected to extraction (Frankham

and Ralls 1998; Gillies et al. 1999; Wickneshwari and

Boyle 2000; Changtragoon 2001; Uma Shaanker et al.
2001a). A number of species have been rendered rare,

endangered, or threatened, with a high risk of going lo-

cally if not globally extinct (Vasudeva et al. 2001; Cole

2003). Clearly, for such species, PAs, including na-

tional parks and sanctuaries, seem to be the only last

Figure 5. Mean regeneration per adult as a function of normalized
mean Dice dissimilarity index for Calamus thwaitesii from all the
three protected areas across the core (C), buffer (B) and peripheral
(P) zones (y = 0.002e8.9244 x; R2 = 0.5054, P < 0.01).

refugia to hold not only viable populations but also relatively

higher levels of genetic diversity. This study represents one

of the few attempts to address whether the protected areas in-

deed conserve the genetic diversity of economically impor-

tant plants. The findings open the possibility of examining

the relevance of PAs further with an expanded list of species

and sites. Such studies could lay a strong foundation for

further strengthening the PA network, especially in human-

dominated forested landscapes around the world (Noss 1996;

Bruner et al. 2001).

Acknowledgements
This work was supported by grants from International Plant Genetic

Resources Institute (IPGRI), Rome, and the Department of Biotech-

nology, Government of India. Thanks are due to the Karnataka For-

est Department for facilitating the fieldwork in the protected areas

in the state. The authors thank Mr Bhausaheb Tambat, Mr M. K.

Parashivamurthy and Ms G. N. Chaithra for help in carrying out the

fieldwork.

References
Bruner A. G., Raymond E. G., Rice R. E. and da Fonseca G. A. B.

2001 Effectiveness of parks in protecting tropical biodiversity.
Science 291, 125–128.

Chalvaraju, Deepali Singh B. S., Nageswara Rao M., Ravikanth G.,
Ganeshaiah K. N. and Uma Shaanker R. 2001 Conservation of
bamboo genetic resources in Western Ghats: status, threats and
strategies. In Forest genetic resources, status, threats and conser-

16 Journal of Genetics, Vol. 86, No. 1, April 2007



Rattan genetic diversity in protected areas

vation strategies (ed. K. N. Ganeshaiah, R. Uma Shaanker and K.
S. Bawa), pp. 99–113. Oxford and IBH, New Delhi.

Changtragoon S. 2001 Forest genetic resources of Thailand: status
and conservation. In Forest genetic resources, status, threats and
conservation strategies (ed. K. N. Ganeshaiah, R. Uma Shaanker
and K. S. Bawa), pp. 141–151. Oxford and IBH, New Delhi.

Chapman C. A., Chapman L. J., Vulinec K., Zanne A. and Lawes M.
J. 2003 Fragmentation and alteration of seed dispersal processes:
an initial evaluation of dung beetles, seed fate and seedling di-
versity. Biotropica 35, 382–393.

Cole C.T. 2003 Genetic variation in rare and common plants. Annu.
Rev. Ecol. Syst. 34, 213–237.

Deshpande A. U., Apte G. S., Bahulikar R. A., Lagu M. D.,
Kulkurni B. G., Suresh H. S., et al. 2001 Genetic diversity
across natural populations of three montane plant species from
the Western Ghats, India, revealed by intersimple sequence re-
peats. Mol. Ecol. 10, 2397–2408.

Doyle J. J. and Doyle J. S. 1987 A rapid DNA isolation procedure
for small quantities of fresh leaf tissue. Phytochem. Bull. 19, 11–
15.

Esselman E. J., Jianqiang L., Crawford D. J., Winduss J. L. and
Wolfe A. D. 1999 Clonal diversity in the rare Calamagrostis por-
teri ssp. insperata (Poaceae): comparative results for allozymes
and random amplified polymorphic DNA (RAPD) and inter sim-
ple sequence repeat (ISSR) markers. Mol. Ecol. 8, 443–451.

Fang D. Q. and Roose M. L. 1997 Identification of closely related
citrus cultivars with inter simple sequence repeat markers. Theor.
Appl. Genet. 95, 408–417.

Frankham R. and Ralls K. 1998 Conservation biology: inbreeding
leads to extinction. Nature 392, 441–442.

Ganeshaiah K. N., Uma Shaanker R., Murali K. S., Uma Shanker A.
and Bawa K. S. 1998 Extraction of non-timber forest products in
the forest of Biligiri Rangan Hills. 5. Influence of dispersal mode
on species response to anthropogenic pressures. Econ. Bot. 52,
316–319.

Gillies A. C. M., Navarro C., Lowe A. J., Newtons A. C., Her-
nandez M., Wilson J. and Cornelius J. P. 1999 Genetic diversity
in Mesoamerican populations of mahogany (Swietenia macro-
phylla) assessed using RAPDs. Heredity 83, 722–732.

Godwin I. D., Aitken E. A. B. and Smith L. W. 1997 Application
of inter simple sequence repeat (ISSR) markers to plant genetics.
Electrophoresis 18, 1524–1528.

Hogbin P. M., Peakall R. and Sydes M. A. 2000 Achieving practi-
cal outcomes from genetic studies of rare plants. Aust. J. Bot. 48,
375–382.

Kutty R. and Kothari A. (ed.) 2001 Protected areas in India, a pro-
file. Kalpvriksha, Pune.

Lakshmana A. C. 1993 Rattans of South India. Evergreen Publish-
ers, Bangalore.

Lonn M. and Prentice H. C. 2002 Gene diversity and demographic
turnover in central and peripheral populations of the perennial
herb Gypsophila fastigata. Oikos 99, 489–498.

Murali K. S., Uma S., Uma Shaanker R., Ganeshaiah K. N. and
Bawa K. S. 1996 Extraction of forest products in the forests of
Biligirirangan Hills, India. 2. Impact of NTFP extraction on re-
generation, population structure, and species composition. Econ.
Bot. 50, 252–269.

Myers N., Mittermeier R. A., Mittermeier C. G., da Fonseca G. A.
B. and Kent J. 2000 Biodiversity hotspots for conservation prior-
ities. Nature 403, 853–858.

Nagaoka T. and Ogihara Y. 1997 Applicabilty of inter-simple se-
quence repeat polymorphisms in wheat for use as DNA markers
in comparison to RFLP and RAPD markers. Theor. Appl. Genet.
94, 597–602.

Nageswara Rao M., Uma Shaanker R. and Ganeshaiah K. N. 2001a

Mapping genetic diversity of sandal (Santalum album L.) in
South India: lessons for in situ conservation of sandal genetic
resources. In Forest genetic resources: status, threats and con-
servation strategies (ed. K. N. Ganeshaiah, R. Uma Shaanker and
K. S. Bawa), pp. 49–67. Oxford and IBH, New Delhi.

Nageswara Rao M., Uma Shaanker R. and Ganeshaiah K. N. 2001b
Protected areas as refugias for genetic resource: are sandal ge-
netic resources safe in our sanctuaries? In Proceedings of inter-
national conference on tropical ecosystems, structure diversity
and human welfare (ed. K. N. Ganeshaiah, R. Uma Shaanker and
K. S. Bawa), pp.121–124.

Narwade A. V., Nageswara Rao M., Ravikanth G., Uma Shaanker
R. and Ganeshaiah K. N. 2003 Genetic diversity and structure
of endemic and non-endemic species of rattans in central West-
ern Ghats. In National symposium on conservation, management
and utilization of bamboo and rattan resources (ed. K. V. Devar).
University of Agricultural Sciences, Dharwad, India.

NCHSE (National Centre for Human Settlements and Environment)
1987 Documentation on forest and rights, vol. 1. National Centre
for Human Settlements and Environment, New Delhi, India.

NWDC (National Wildlife Database Centre) 1999 Wild Life Insti-
tute of India, the report. Dehra Dun, India.

Nei M. 1973 Analysis of gene diversity in subdivided populations.
Proc. Natl. Acad. Sci. USA 70, 3321–3323.

Nei M. and Li W. H. 1979 Mathematical model for studying genetic
variation in terms of restriction endonucleases. Proc. Natl. Acad.
Sci. USA 76, 5269–5273.

Noss R. F. 1996 In National parks and protected areas, their role in
environmental protection (ed. R. G. Wright), pp. 91-120. Black-
well, London.

Oostermeijer J. G. B., Van Fijick M. W. and den Nijs J. C. M. 1994
Offspring fitness in relation to population size and genetic varia-
tion in the rare perennial plant species Gentiana pneumononan-
the (Gentianaceae). Oecologia 97, 289–296.

Pimm S. L and Lawton J. H. 1998 Planning for biodiversity. Science
279, 2068–2069.

Qian W., Ge S. and Hong D. Y. 2001 Genetic variation within and
among populations of a wild rice Oryza granulata from China
detected by RAPD and ISSR markers. Theor. Appl. Genet. 102,
440–449.

Ravikanth G., Ganeshaiah K. N. and Uma Shaanker R. 2001 Map-
ping genetic diversity of rattans in the Central Western Ghats:
Identification of hot-spots of variability for in situ conserva-
tion. In Forest genetic resources, status, threats and conserva-
tion strategies (ed. K. N. Ganeshaiah, R. Uma Shaanker and K.
S. Bawa), pp. 69–83. Oxford and IBH, New Delhi.

Ravikanth G., Ganeshaiah K. N. and Uma Shaanker R. 2002 Iden-
tification of hot spots of species richness and genetic variability
in rattans: an approach using geographical information system
(GIS) and molecular tools. Plant Genet. Res. Newslett. 132, 22–
25.

Renuka C. 1999 Indian rattan distribution—an update. The Indian
Forester 25, 591–598.

Rodgers W. A. and Panwar H. S. 1988 Planning a wildlife area in
India, vol. 1, the report. Wildlife Institute of India, Dehra Dun.

Rossetto M., Jezierski G., Hopper S. D. and Dixon K.W. 1999 Con-
servation genetics and clonality in two critically endangered eu-
calypts from the highly endemic south-western Australian. Biol.
Conserv. 88, 321–331.

Siegel S. and Castellan N. J. J. 1988 Nonparametric statistics for
the behaviour sciences. McGraw-Hill, New York.

Sorenson T. 1948 A method of establishing groups of equal ampli-
tude in a plant society based on similarity of species content. K.
Danske Vidensk. Selsk. 5, 1–34.

Tani N., Tomaru N., Tsumura Y., Araki M. and Ohba K. 1998 Ge-

Journal of Genetics, Vol. 86, No. 1, April 2007 17



B. T. Ramesha et al.

netic structure within a Japanese stone pine (Pinus pumila Regel)
population on Mt. Aino-dake in Central Honshu, Japan. J. Plant
Res. 111, 7–15.

Theilade I., Sekeli P. M., Hald S. and Graudal L. 2001 Conservation
plan for genetic resources of Zambei teak (Baikaea plurijuga) in
Zambia. DFSC Technical Note, Forest Department, Ndola, Zam-
bia, Forestry Department, FAO, Rome, Italy, and Danida Forest
Seed Center, Denmark.

Tsumura Y., Ohba K. and Strauss S. H. 1996 Diversity and inheri-
tance of inter-simple sequence repeat polymorphisms in douglas-
fir (Pseudotsuga menziesii) and sugi (Cryptomeria japonica).
Theor. Appl. Genet. 92, 40–45.

Uma Shaanker R., Ganeshaiah K. N. and Nageswara Rao M. 2001a
Genetic diversity of medicinal plant species in deciduous forest
of South India: impact of harvesting and other anthropogenic
pressures. J. Plant Biol. 28, 91–97.

Uma Shaanker R., Ganeshaiah K. N., Nageswara Rao M. and
Ravikanth G. 2003 Genetic diversity of NTFP species: issues
and implications. In Proceedings of the conference on policies,
management, utilization and conservation of non-timber forest
product(NTFP’s) in the South Asia region (ed. A. J. Hiremath,
C. J. Gladwin and R. Uma Shaanker), pp. 40–44. Ashoka Trust
for Research in Ecology and the Environment, Bangalore, India,
and Forestry Research Support Program for Asia and the Pacific,
FAO, Bangkok, Thailand.

Uma Shaanker R., Aravind N. A. and Ganeshaiah K. N. 2004a For-
est management for conservation. In Encyclopedia of forest sci-
ences (ed. J. Burley, J. Evans and J. A. Youngquist), pp. 215–224.
Elsevier, London.

Uma Shaanker R., Ganeshaiah K. N., Krishnan S., Ramya R.,
Meera C., Aravind N. A. et al. 2004b Livelihood gains and eco-
logical costs of non-timber forest product dependence: assessing
the roles of dependence, ecological knowledge and market struc-
ture in three contrasting human and ecological settings in South
India. Environ. Conserv. 31, 242–253.

Uma Shaanker R., Ganeshaiah K. N., Srinivasan K., Ramanatha
Rao V. and Hong. L. T. 2004c Bamboos and rattans of the West-
ern Ghats: population biology, socio-economics and conserva-
tion strategies. Ashoka Trust for Research in Ecology and the
Environment, Bangalore, India, International Plant Genetic Re-
sources Institute, Rome, Italy, and University of Agricultural Sci-
ences, Bangalore, India.

Vasudeva R., Raghu H. B., Dasappa, Uma Shaanker R. and Gane-
shaiah K. N. 2001 Population structure, reproductive biology and

conservation of Semecarpus kathalekanensis: a critically endan-
gered fresh water swamp tree species of the Western Ghats. In
Forest genetic resources: status, threats and conservation strate-
gies (ed. K. N. Ganeshaiah, R. Uma Shaanker and K. S. Bawa),
pp. 211–223. Oxford and IBH, New Delhi.

Ved D. K. 2003 Medicinal plants trade in India—an overview. In
Proceedings of the conference on policies, management, utiliza-
tion and conservation of non-timber forest products (NTFP’s) in
the South Asia region (ed. A. J. Hiremath, C. J. Gladwin and R.
Uma Shaanker), pp. 62–66. Ashoka Trust for Research in Ecol-
ogy and the Environment, Bangalore, India, and Forestry Re-
search Support Program for Asia and the Pacific, FAO, Bangkok,
Thailand.

Ved D. K., Pratima C. L., Morton N. and Shankar D. 2001 Con-
servation of India’s medicinal plant diversity through a novel ap-
proach of establishing a network of in situ gene banks. In For-
est genetic resources: status, threats and conservation strategies
(ed. K. N. Ganeshaiah, R. Uma Shaanker and K. S. Bawa), pp.
99–113. Oxford and IBH, New Delhi.

Wendel J. F. and Weeden N. F. 1989 Visualization and interpretation
of plant isozymes. In Isozymes in plant biology (ed. D. E. Soltis
and P. S. Soltis), pp. 46–73. Chapman and Hall, London.

Wickneshwari R. and Boyle T. J. 2000 Effect of logging and other
forms of harvesting on genetic diversity in humid tropical forests.
In Forest conservation genetics: principles and practice (ed. A.
Young, D. Boshier and T. Boyle), pp. 115–123. CSIRO Publish-
ing, Australia.

Wolfe A. D. and Liston A. 1998 Contributions of PCR-based meth-
ods to plant systematics and evolutionary biology. In Molecular
systematics of plants. II. DNA sequencing (ed. D. E. Soltis, P. S.
Soltis and J. J. Doyle), pp. 43–86. Kluwer, New York.

Woodford J. 2000 The Wollemi pine (Wollemia nobilis)—the incred-
ible discovery of a living fossil from the age of the dinosaurs. Text
Publishing, Melbourne.

Yap I. and Nelson R. J. 1996 A program for performing bootstrap
analysis of binary data to determine the confidence limit of UP-
GMA based dendrograms. IRRI Discussion Paper series 14. In-
ternational Rice Research Institute, Manila, Philippines.

Yeh F. C. and Boyle T. J. B. 1997 POPGENE version 1.2, Microsoft
Windows-based software for population genetics analysis. Uni-
versity of Alberta, Alberta, Canada.

Zietkiewicz E., Rafalski A. and Labuda D. 1994 Genome finger-
printing by simple sequence repeat (SSR)-anchored polymerase
chain reaction amplification. Genomics 20, 176–183.

Received 25 March 2006

18 Journal of Genetics, Vol. 86, No. 1, April 2007



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for journal articles and eBooks for online presentation. Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


