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ABSTRACT
Habitat loss or degradation due to land cover change is regarded as one of the
main drivers of amphibian decline; therefore, it is imperative to assess the effects of
land-cover change on this group of vertebrates. In this study, we analyze changes
in alpha and beta diversity of amphibian communities found in five land-cover
types: mountain cloud forest, tropical evergreen forest, shade coffee, milpa huasteca,
and grazing areas; six samples sites were established for each land-cover type,
separated at least one km away. The study was conducted in the northwest part of the
state of Hidalgo, in a transition zone between the Sierra Madre Oriental and the Gulf
of Mexico, which is a region rich in amphibian species. The results indicate that alpha
diversity decreases with loss of canopy cover, this being high in mountain cloud
forest, tropical evergreen forest, and Shade coffee, and low in milpa huasteca and
grazing areas. The land-cover type with the highest species evenness was found in
milpa huasteca and the lowest in. The highest beta diversity was observed among
tropical evergreen forest and grazing areas. Mountain cloud forest contains both
exclusive species and the highest number of species currently regarded as threatened
by national and international conservation assessment systems. In order to preserve
amphibian diversity in the study area it is vital to protect the last remnants of native
vegetation, especially mountain cloud forest, but also including Shade coffee, since
the latter habitat harbors amphibian diversity similar to that found in native
forests. Finally, implementation of policies that both reduce Grazing areas and
increase their productivity is also necessary, since these highly modified areas turn
out to be the ones that affect amphibian diversity the most.
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INTRODUCTION
Amphibians are considered the most threatened vertebrate group on the planet
(Wilson, Johnson & Mata-Silva, 2013). It has been determined that during the last two
decades, at least 34 amphibian species have gone extinct and 42% of existing species are
threatened (IUCN, 2018; AmphibiaWeb, 2019). The main biotic and abiotic factors
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involved in their decline are habitat loss or degradation due to land use-change, infectious
diseases, global warming, and introduction of exotic species (Green, 2003; Collins & Storfer,
2003). The effects of these factors are harmful for amphibians because they have low
vagility, high vulnerability to pathogens, and low bioclimatic tolerance (Cushman, 2006;
Bitar et al., 2012). Habitat loss or degradation due to land use change is regarded as one of
the factors that threatens amphibians the most; therefore, understanding relationships
between amphibians and their environment has become increasingly important for
conservation of this vertebrate group (Weyrauch & Grubb, 2004; Collins & Crump, 2009).
However, studies focused on the consequences of land use change on the diversity of
amphibian communities have shown contrasting results to date, influenced primarily by
specific bioclimatic characteristics of the study sites, the level of analysis (landscape), and
by the species assemblages present at those sites (Urbina-Cardona, Olivares-Pérez &
Reynoso, 2006; Trimble & Van Aarde, 2014).

It has been documented that some land use changes increase or sustain environmental
heterogeneity, such as microhabitat types, which in turn increase the number of
species and individuals (Henderson & Powell, 2001; Macip-Ríos & Casas-Andreu, 2008).
This pattern has been found in traditional agricultural systems, such as shade coffee (SC)
plantations, which show a biodiversity similar to that of primary forests, including
birds, mammals, reptiles, insects, and plants (Mayfield & Daily, 2005; Macip-Ríos &
Casas-Andreu, 2008; Williams-Guillén & Perfecto, 2010; Cruz-Elizalde et al., 2016).
The retention of biodiversity by coffee plantations is likely explained by this habitat
still containing the biotic and abiotic elements of the original undisturbed habitats
(i.e., plant litter layers, soil, temperature, and moisture conditions). Additionally, the
importance of these areas is that they enable species to establish themselves and also
use these areas as bridges to move across areas with primary forest (Pimentel et al., 1992;
López-Barrera, 2004). It has been documented that grazing areas (GA) and
monocultures (i.e., cornfields, sun coffee plantations, and sugarcane fields) have, in
contrast to SC plantations, negative effects on biodiversity by decreasing microhabitat
complexity and moisture levels, increasing ambient temperatures and predation pressure,
and ultimately reducing the number of species (Jansen & Healey, 2003; Santos-Barrera &
Urbina-Cardona, 2011; Trimble & Van Aarde, 2014).

Habitat modification and fragmentation is clearly evident in neotropical countries,
where a high diversity of amphibians and high numbers of threatened amphibian
species are found (Stuart et al., 2010; Velázquez et al., 2002), and Mexico is an example
of these countries. Currently, Mexico ranks as the fifth most diverse country with
378 amphibian species, of which more than 50% are country endemic (Wilson, Johnson &
Mata-Silva, 2013). The highest species richness and endemism are found in cloud and
tropical forest; however, unfortunately more than 70% of the original forest area in
Mexico and Central America has been modified during the last 50 years (Velázquez et al.,
2002; Stuart et al., 2010).

Modification of cloud and tropical forest in Mexico before 1970 was primarily the
result of traditional agricultural systems such as milpa (an agroecosystem that mainly
includes corn, beans and squash) and SC plantations. Then, at the beginning of the 1970s,
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traditional production systems were increasingly replaced by monocultures and GA, which
as a consequence drastically modified environmental conditions (Velázquez et al., 2002;
Challenger & Soberón, 2008) and likely threatened amphibian communities, as many
species require specific environmental conditions (Cushman, 2006; Stuart et al., 2010).
Considering that the land use change is a factor that is widely spread and diversified,
the present work aims to evaluate the changes that occur in the alpha and beta diversity
of amphibian communities when cloud forest and tropical forest are transformed into
traditional agroecosystems and GA.

MATERIAL AND METHODS
Study area
This study was carried out in the northwest of the state of Hidalgo (21�08′–21�09′ N;
98�53′–99�05′ W; Fig. 1) in a transition zone between the Sierra Madre Oriental and
Gulf of Mexico. Currently, the area is represented by a series of vegetation remnants of
what used to be undisturbed montane cloud forest (MCF) and tropical evergreen forest
(TEF), immersed in a mosaic of agroecosystems, GA, and secondary vegetation (Fig. 1).
The land-cover types analyzed were MCF, TEF, GA, SC, and milpa huasteca (MH). MCF is
located at elevations between 900 and 1,500 m, on steep slopes and ravines (INEGI, 2009);
with a mean annual temperature of 18 �C, and it receives 1,100–2,600 mm of precipitation

Figure 1 Location of the study area and sampling points. Study area. Sampling points are indicated for
the land-cover types: green circles = mountain cloud forest; red circles = tropical evergreen forest; purple
circles = shade coffee; yellow circles = milpa huasteca; blue circles = grazing area. Red square indicates the
general location of the study area. Black star represents the location of Mexico City.

Full-size DOI: 10.7717/peerj.6390/fig-1
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annually (Rzedowski, 2006; INEGI, 2009). The dominant tree species belong to the
genera Alnus, Clethra, Liquidambar, Quercus, and Platanus, with heights generally from
15 to 30 m. The site also harbors abundant epiphytes, such as lichens, mosses, bromeliads,
and orchids (Rzedowski, 2006; INEGI, 2009). TEF is located at elevations between 200
and 800 m, on slightly steep slopes and in small valleys (INEGI, 2009). Mean annual
temperature is 24 �C, and precipitation ranges from 1,600 to 2,000 mm (Rzedowski, 2006;
INEGI, 2009). Arboreal species are represented by the genera Bursera, Ceiba, Cedrela,
Lysiloma, and Piscidia, which reach heights of 30–40 m (INEGI, 2009; Rzedowski, 2015).
The agroecosystems SC and MH are located in sites that were previously MCF. The SC
retains much of the arboreal stratum of MCF, and the arboreal species are from the
genera Citrus, Mangifera, and Pouteria; there is selective pruning, and no phytosanitary
control. MH is composed of corn, bean, chickpea, squash, chile pepper, tomato, citrus
fruit, and guayaba crops, and occasionally isolated native trees of the genera Quercus
and Liquidambar. GA is located in areas that were previously dominated by TEF on
slightly steep slopes and valleys. The latter sites contain exotic grasses and occasionally
isolated trees of the genera Cedrela and Citrus (INEGI, 2009; Rzedowski, 2015).

Sampling design
We made 12 sampling field trips; six were conducted during the rainy season between
June and November 2013, and six in the dry season between December 2013 and May
2014, covering the seasonal activity of amphibian species of the study area. Field trips
had duration of 5 days each, assigning a day to each land-cover type (MCF, TEF, MH, SC,
and GA). The sites were categorized according to the diagnostic characteristics of each
land-cover type in the region: elevation, plant species, and terrain orography (see study
area, section above), and with the help of biogeographic information from INEGI (2009)
for the study area. For each land-cover type, six different sites were chosen with at least
one km of separation between each one, in order to maintain the sampling sites as
independent units (Cushman, 2006; Fig. 1). For each sampling sites, were made
four transects (one per person) of 500 m long and variable in width, due to the marked
heterogeneity of the terrain (i.e., badlands, steep slopes, rocky outcrops, vegetation
physiognomy, etc.). All transects were oriented towards a cardinal point to
avoid duplication (pseudo-replication) of the individual’s count (Badillo-Saldaña,
Ramírez-Bautista & Wilson, 2016). The sampling effort was applied identically in
each land-cover types, which consisted of four people sampling amphibians from 18:00
to 03:00 h in each one, which generated both 432 h and 24 km of sampling effort for
each land-cover type.

The organisms were detected through a direct search method, reviewing the
potential microhabitats from ground level up to three m in height, and considering
the natural history of the study groups (Manzanilla & Péfaur, 2000; Amador, 2010).
It is important to clarify that in MCF, TEF, and SC, there are probably species that live
above three m, such as Chiropterotriton spp. or Sarcohyla spp., which were not
detected by the type of sampling that was possible to carry out.
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Specimens that could not be identified at the study sites were transported to the
laboratory for later taxonomic determination. Collected specimens were deposited
at the collection of amphibian and reptiles of the Centro de Investigaciones Biológicas
of the Universidad Autónoma del Estado de Hidalgo. A collecting permit
(SGPA/DGVS/02419/13) was issued to ARB by Secretaría de Medio Ambiente y Recursos
Naturales (SEMARNAT) (2010). Scientific names were updated according to the most
recent taxonomic changes (Rovito et al., 2015; Duellman, Marion & Hedges, 2016).
Taxonomic verification of the species was made by Uriel Hernández-Salinas.

Data analysis
For this study, three systems of conservation status were used, the Mexican standard
NOM-059-SEMARNAT-2010, the IUCN Red List (IUCN, 2018), and the environmental
vulnerability score (EVS) applied by Wilson, Johnson & Mata-Silva (2013),
where a score is assigned to a native amphibian species based on its ecological
distribution (types of vegetation inhabited by the species), geographical distribution,
and reproductive mode (direct or indirect).

The sample coverage index was used to assess the completeness of the inventories.
This index estimates the proportion of individuals of each species observed in a sample
with respect to the total abundance (including observed and unobserved individuals) of
the community, in this case, in each land-cover type (Chao & Tsung-Jen, 2003; López-
Mejía et al., 2017). The sample coverage index standardizes communities sampled
equally by extrapolation, to compensate for the dependence of the sample size
and compares species richness when the number of individuals is not equal between
communities (Moreno, 2001; Chao & Jost, 2012). Index values were determined with
the following formula:

Cn ¼ 1� f1=n n� 1ð Þf1= n� 1ð Þf1 þ 2f2½ �;
where f1 is the number of species with a single individual in the sample, f2 is the number
of species with two individuals in the sample, and n is the total number of individuals
in the sample (Chao & Tsung-Jen, 2003). The resulting value of this index goes from 0 to 1,
where 0 implies that none of the species in a land-cover type was found, and 1 that all
the present species of a land-cover type have been detected.

The structure of amphibian communities was analyzed by rank-abundance
curves for each land-cover type, using the relative abundance of each species (pi); which
was graphed according to the natural logarithm of the proportion of each p (n/N)
(where N is the total number of individuals present in the sample), ordering the data from
the most abundant to the rarest species based on the specific richness (S;Magurran, 1988).
Evenness between the land-cover types was estimated by Pielou’s evenness index (J′),
using the formula:

J 0 ¼ H0

H0
max

;

where H′ is the Shannon–Wiener index and H′max is equal to the natural logarithm
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of specific richness (ln S; Chao & Jost, 2012). The value of J′ goes from 0 to 1, where 0
corresponds to situations where all species are not equally abundant and 1 when they
are. Additionally, a detrended correspondence analysis (DCA) was done with the relative
abundances of each of the six sites belonging to each land-cover type (MCF, TEF, SC,
MH, and GA), to observe both the distribution of the species and the existence of species
exclusive for each land-cover type (Waltert et al., 2005).

Land-cover type diversity was quantified using the diversity index (1D) proposed by
Jost (2006), from which the number of effective species was obtained by the formula

1D ¼ exp H0ð Þ;
using the exponent q = 1; we chose this value because in this way all species receive a
weight proportional to their abundance recorded in each land-cover type, that is, diversity
index is obtained from the abundance of each of the species found, without favoring
disproportionately common species (what would happen if a value of q > 1 were given)
or rare species (if a value of q < 1 were given) (Jost, 2006). Beta diversity was evaluated
by Jaccard’s dissimilarity index, whose values range from 0 to 1, where 0 means that
land-cover types are identical, and 1 that the land-cover types are different (Legendre,
2014). Finally, total dissimilarity was divided into two components, replacement (β3)
and differences in richness (βrich); beta analyses were performed with the vegan package
(Oksanen et al., 2010), for the R ver. 3.3.1 program (Carvalho, Cardoso & Gomes, 2012).

The percentage of canopy cover of each site was estimated through the use of
satellite images obtained from Google Earth Pro. The images corresponding to 2013
were used, and were georeferenced using the Georeferencing function of ArcGIS ver. 10.3
(Esri, Redlands, CA, USA). A buffer of one km in diameter was then established, using the
beginning of sampling at each site as the starting point; the buffer was obtained
through the Analysis Tools function of ArcGIS ver. 10.3 (Esri, Redlands, CA, USA).
The polygons were superimposed on the satellite images, and a polygon was drawn
following the perimeter of the canopy cover at each site using the GlobalMapper ver. 13
program. Subsequently, we generated a multiple linear analysis (MLA) for determine if
there is a relationship between canopy cover and both amphibian richness and abundance
in the study area. The MLA was carried out with the Past ver. 3.0 program (Hammer,
Harper & Ryan, 2001), considering canopy cover as an independent variable, and both
species richness and abundances as dependent variables.

RESULTS
A total of 595 individuals were recorded in this study. These individuals belong to 14
species, nine genera, six families and two orders (Table 1). Of these 14 species, six
are under some risk category according to the Mexican standard NOM-059-SEMARNAT-
2010, 13 by the IUCN, and seven have high vulnerability (EVS �14) based on Wilson,
Johnson & Mata-Silva (2013; Table 1); in this sense, forest-depended species were
recorded as Aquiloeurycea cephalica, Craugastor decoratus, and C. rhodopis (Ramírez-
Bautista et al., 2014). Of the registered species, seven present direct reproductive mode
and seven indirect (Table 1).
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Complete inventories (100%) were successfully obtained for all land-cover types,
with the exception of the MCF (87%). MCF (58.3% ± 16% CC) showed the highest species
richness with 12 species, followed by TEF (57% ± 13.5% CC) and SC (51.1% ± 5.5% CC)
with nine species each. GA (18.5% ± 11.9% CC) and MH (32.5% ± 13.5% CC) showed
the lowest richness, with seven and six species respectively (Table 1). Incilius nebulifer
was the most abundant species in MCF (n = 22 individuals), while Rheohyla miotympanum
was in the TEF (n = 69), and Rhinella horribilis was the most abundant species in
anthropized environments (SC = 19, MH = 16, and GA = 47; Fig. 2). Aquiloeurycea
cephalica, C. decoratus, and C. rhodopis were exclusive species to MCF, likewise, A.
cephalica and C. decoratus were the least abundant species in MCF (Fig. 2); Bolitoglossa
platydactyla was exclusive species and the least abundant to TEF (Fig. 2). Smilisca baudinii

Table 1 Registered species in the study area.

Taxa Land-cover types Endemicity Reproductive
mode

NOM-059-
2010

Red List
IUCN

EVS

MCF TEF SC MH GA

AMPHIBIA

CAUDATA

Plethodontidae

Bolitoglossa platydactyla X EM ID Pr NT 15

Aquiloeurycea cephalica X EM ID A NT 14

ANURA

Bufonidae

Incilius nebulifer X X X X X NEM ID Nc LC 6

Incilius valliceps X X X X X NEM ID Nc LC 6

Rhinella horribilis X X X X X NEM ID Nc NC 3

Craugastoridae

Craugastor augusti X X EM DD Nc LC 8

Craugastor decoratus X EM DD Pr VU 15

Craugastor rhodopis X EM DD Nc VU 14

Eleutherodactylidae

Eleutherodactylus longipes X X X EM DD Nc VU 15

Eleutherodactylus
verrucipes

X X X X EM DD Pr VU 16

Hylidae

Rheohyla miotympanum X X X X EM ID Nc NT 9

Smilisca baudinii X X X X NEM ID Nc LC 3

Ranidae

Rana berlandieri X X X X NEM ID Pr LC 7

Rana johni X X X EM ID P EN 14

Total 12 9 9 6 7

Note:
The letter X represent the presence of the species in each land cover types evaluated.
Land-cover types: MCF, mountain cloud forest; TEF, tropical evergreen forest; SC, shaded coffee; MH, milpa huasteca; GA, grazing area. Endemicity: EM, endemic to
Mexico; NEM, no endemic to Mexico. Reproductive mode: direct development (DD) and indirect development (ID). Conservation status: NOM-059-SEMARNAT-2010;
A, amenazada; Pr, sujetas a protección especial; P, en peligro de extinción; Nc, no considerada; IUCN Red List: NC, not considered; LC, least concern; NT, near threatened;
VU, vulnerable; EN, endangered; EVS: Low vulnerability = 3–9; Medium vulnerability = 10–13; Hight vulnerability = 14–19.

Lara-Tufiño et al. (2019), PeerJ, DOI 10.7717/peerj.6390 7/16

http://dx.doi.org/10.7717/peerj.6390
https://peerj.com/


and Eleutherodactylus longipes were the least abundant species in SC, E. longipes in MH,
and I. nebulifer in GA (Fig. 2). The most even land-cover type was MH (J′ = 0.951),
since the abundance of all recorded species was similar, while the MCF turned out to be
the least even (J′ = 0.825), having rare species and represented by few individuals (Table 1;
Fig. 2).

Considering the relative abundances through the DCA, the most amphibian species
have low preference for some type of environment; with the exception of species with
direct reproductive mode (A. cephalica, C. decoratus, C. rhodopis), which inhabit only
the MCF (Fig. 3); but also notes that other species of direct reproductive mode (C. augusti,
E. longipes, and E. verrucipes) are highly related with the MH. On the other hand,
it is observed that the SC presents a mixture of species that can be found in both
TEF and MCF (Fig. 3).

According to the diversity index (1D), the SC showed the highest diversity, with
6.9 effective species, followed by the MCF with 6.1, TEF 5.9, MH 5.2, and lastly GA with 4.1.
The Jaccard dissimilarity index indicated that the land-cover types analyzed showed
high (0.63) and low (0.11) dissimilarity values (Fig. 4). The most different land-cover types
were MH and GA, and these differences were due to species replacement; while the most
similar were TEF and GA, due to a low difference in species richness (Fig. 4).

A regression analysis indicated that canopy cover did not influences both richness
and abundance (r2 = 0.02, p = 0.03; Wilk’s Lambda = 0.78). Species richness decreased
particularly with canopy cover loss (r2 = 0.45, p = 0.01), but the abundance was weakly
related with canopy cover loss (r2 = 0.15, p = 0.4).

Figure 2 Abundance range curves. Land-cover types analyzed: mountain cloud forest (MCF), tropical
evergreen forest (TEF), shade coffee (SC), milpa huasteca (MH), and grazing area (GA). Species:
(a) Incilius nebulifer, (b) Smilisca baudinii, (c) Craugastor rhodopis, (d) Rheohyla miotympanum,
(e) Rana berlandieri, (f) Eleutherodactylus verrucipes, (g) E. longipes, (h) Rhinella horribilis, (i) I. valliceps,
(j) Craugastor augusti, (k) C. decoratus, (l) Aquiloeurycea cephalica, (m) R. johni, and (n) Bolitoglossa
platydactyla. Full-size DOI: 10.7717/peerj.6390/fig-2
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Figure 3 Detrended correspondence analysis.Ordination diagram of the function 1 and 2 from the DCA generated with the relative abundances of
species recorded within each of sites belonging to each land-cover types: mountain cloud forest (MCF, green cluster); tropical evergreen forest (TEF,
red cluster); shade coffee (SC, purple cluster); milpa huasteca (MH, yellow cluster); grassland area (GA, blue cluster). Species: (A) Incilius nebulifer,
(B) Smilisca baudinii, (C) Craugastor rhodopis, (D) Rheohyla miotympanum, (E) Rana berlandieri, (F) Eleutherodactylus verrucipes, (G) E. longipes,
(H) Rhinella horribilis, (I) I. valliceps, (J) Craugastor augusti, (K) C. decoratus, (L) Aquiloeurycea cephalica, (M) R. johni, and (N) Bolitoglossa
paltydactyla. Full-size DOI: 10.7717/peerj.6390/fig-3

Figure 4 Beta diversity. Beta diversity by land-cover types: MCF, mountain cloud forest; TEF, tropical
evergreen forest; SC, shade coffee; MH, milpa huasteca; GA, grazing area. The black color of the bars
represent the replacement, and gray color show the difference in species richness.

Full-size DOI: 10.7717/peerj.6390/fig-4
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DISCUSSION
The greatest species richness was found in the environments containing canopy cover
(MCF, TEF, and SC), which highlights the importance of the condition generated by
the arboreal stratum for amphibian species (Cushman, 2006; Santos-Barrera &
Urbina-Cardona, 2011). Consequently, the evident reduction of canopy cover in MH,
and the almost complete loss in GA, suggests adverse conditions for this group, which
needs a moist environment to hydrate and carry out adequate gas exchange, as well as
bodies of water to reproduce (Young et al., 2004; Trimble & Van Aarde, 2014).

Although the highest species richness values were observed in primary forest
communities, the greatest evenness was found in the traditional agroecosystems
(SC and MH) because these land-cover types showed similar abundances in all species
recorded in these environments. In this sense, the increase in the uniformity of species could
be an indicator of disturbance in a community, since when forests are disturbed,
especially tropical ones; the first species that disappear are those that are considered
rare due to their specific ecological requirements. Additionally, amphibian communities
recorded in agroecosystems are represented by species related to undisturbed forest
(e.g., C. augusti and E. longipes) and sites with a lack of canopy cover (e.g., I. valliceps,
R. horribilis, and R. berlandieri); probably these environments have bioclimatic
characteristics (temperature and humidity) intermediate between primary forests and clearly
disturbed sites, such as GA (Trimble & Van Aarde, 2014; Cruz-Elizalde et al., 2016),
or it might be because there are fewer species to compete for available resources.
Although SC and MH showed similar evenness values, the SC had a larger number of
species, including all the species that were recorded in MH; therefore, the SC plays a more
important role at the landscape level in the conservation of amphibians, not so the MH.

Shade coffee showed the greatest diversity even though it had lower richness than
the MCF; however, it should be taken into account that inventory completeness in the SC
where 100%, unlike the MCF where a completeness of 87% was reached. The SC has
larger species evenness, so the effective number of species was greater. This result differs
from other studies conducted in Mexico, which reported a greater diversity of amphibians
in MCF than in SC (Pineda & Halffter, 2004; Murrieta-Galindo et al., 2013). This is
likely due to considerable variation in amphibian assemblages and bioclimatic
characteristics of MCF throughout their distribution (Gual-Díaz & Goyenechea, 2014;
Ruiz-Jiménez, Téllez-Valdés & Luna-Vega, 2012); therefore, each assembly could be
responding differently to habitat modifications. However, the present study and those
carried out by Pineda & Halffter (2004) and Murrieta-Galindo et al. (2013) find that
although the SC presents richness similar to the MCF, the assemblages of species are
different in each land-cover type, and that the primary forests are the ones that present
exclusive species. Additionally, coffee plantations are managed in diverse ways; therefore,
some that have different bioclimatic characteristics to the primary forests, such as
monoculture sun coffee plantations, could be unfavorable for the conservation of
amphibian diversity (Hernández-Martínez, 2008). It is therefore necessary to conduct
studies that consider the effect of agroecosystems in terms of their characteristics,
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such as size, the number of associated tree species, the degree of management (pruning and
use of agrochemicals), and elevation, among others (Gallego-Ropero, 2005). This could
suggest good agricultural management practices that increase productivity and
reduce negative effects on biodiversity.

The slight difference in species composition between the land-cover types may be due
to a nesting effect; however, most of the land-cover types comparisons showed higher
values for replacement (51% ± 32%) than differences in species richness (48% ± 32%;
Carvalho, Cardoso & Gomes, 2012). These results do not show any trend. On the other
hand, the majority of the species that make up the regional assemblage inhabit both
native and non-native land-cover types, because they have physiological characteristics
that enable them to partially resist the microclimatic changes produced by the
establishment of agricultural systems (Trimble & Van Aarde, 2014). The proximity of
native forests to the agroecosystems causes a lax transition between these environments,
especially between shade-grown coffee and undisturbed forests (Macip-Ríos & Muñoz-
Alonso, 2008), which could explain the low beta diversity observed in the SC (Fig. 3).

The moderate dissimilarity (J = 0.63) found between MH and GA could be
due to species with the ability to reproduce in drier habitats. In these environments, there is
an 86% change in species composition due to the replacement of species with a
direct reproductive mode (E. longipes, E. verrucipes, and C. augusti) by species with an
affinity to drier sites (R. miotympanum, R. berlandieri, and R. johni). It is necessary to
emphasize that MH areas were established in sites that were previously MCF, while
the GA areas were TEF; therefore, the changes in species composition between MH and
GA could be a product of the reduction in environmental humidity, since the tropical
forests of the north of the Sierra Madre Oriental have a greater degree of evaporation
and higher temperatures than the open sites of MCF (Badillo-Saldaña, Ramírez-Bautista &
Wilson, 2016). Variation in relative humidity is likely due to MCF areas having greater
precipitation and constant foggy conditions throughout the year (INEGI, 2009; Ruiz-
Jiménez, Téllez-Valdés & Luna-Vega, 2012), allowing species with direct development to
remain in sites devoid of litter or canopy cover, such as MH. Additionally, a large number
of rocks and crevices in this environment may be functioning as suitable microhabitats
for anurans with direct development, such as species of the genera Craugastor and
Eleutherodactylus. In contrast, GA has higher ambient temperatures and lower humidity
since it is located in areas previously dominated by TEF and lacking canopy cover;
therefore, it is mostly generalist species that are able to occupy this kind of environment.
This is the first study of amphibians carried out in the study area and aimed at determining
the effect of environments modified by an anthropic effect. This study provides a
reference framework for estimating the effect on amphibians of anthropogenic
modifications within the types of agroecosystems in the transition zones of two
biogeographic provinces in the central region of Mexico.

In summary, the effect of anthropic modification of MCF and TEF is clearly seen in the
reduction of amphibian diversity, which is closely related to the loss of canopy cover
(Blaustein & Kiesecker, 2002; Trimble & Van Aarde, 2014), and supports the theory
that primary forests are irreplaceable to conserve tropical biodiversity, both in amphibians
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and in other groups of vertebrates, insects and plants (Gibson et al., 2011). Therefore, to
preserve the amphibian diversity of the study area, it is necessary to ensure the presence
of the last fragments of original forest that still exist, primarily the remaining MCF. In
addition to containing the greatest species richness, it is the only environment that harbors
exclusive species, as well as the most vulnerable according to the conservation status assigned
by SEMARNAT, IUCN, and the EVS system. Additionally, supporting the maintenance
of current areas with traditional agricultural systems (as opposed to monocultures) such
as SC will help secure high diversity and species evenness similar to those found in
primary forest. Finally, it is recommended that implementation of conservation policies
also take into account reduction and optimization of GA, since the latter were shown
to significantly affect amphibian species evenness and diversity.

ACKNOWLEDGEMENTS
We are grateful to the people from the localities of northern Hidalgo State that helped
with logistics. We thank Christian Berriozabal-Islas, Diego Juárez-Escamilla, Uriel
Hernández-Salinas, Jorge Tomas-Villegas, Ismael Reaño Hernández, and Raciel Cruz
Elizalde for their help in the field; Manuel González-Ledezma for assisting with plant
identification. We thank Margaret Schroeder and Vicente Mata-Silva for reviewing the
English language of the manuscript. We thank the editor John Measey and an anonymous
reviewer for their comments, which improved our manuscript.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding
The authors received no specific funding for this work.

Competing Interests
The authors declare that they have no competing interests.

Author Contributions
� José Daniel Lara-Tufiño conceived and designed the experiments, performed the
experiments, analyzed the data, contributed reagents/materials/analysis tools,
prepared figures and/or tables, authored or reviewed drafts of the paper, approved
the final draft.

� Luis M. Badillo-Saldaña conceived and designed the experiments, performed the
experiments, analyzed the data, contributed reagents/materials/analysis tools, prepared
figures and/or tables, authored or reviewed drafts of the paper, approved the final draft.

� Raquel Hernández-Austria conceived and designed the experiments, performed the
experiments, analyzed the data, contributed reagents/materials/analysis tools, authored
or reviewed drafts of the paper, approved the final draft.

� Aurelio Ramírez-Bautista conceived and designed the experiments, authored or
reviewed drafts of the paper, approved the final draft.

Lara-Tufiño et al. (2019), PeerJ, DOI 10.7717/peerj.6390 12/16

http://dx.doi.org/10.7717/peerj.6390
https://peerj.com/


Animal Ethics
The following information was supplied relating to ethical approvals (i.e., approving body
and any reference numbers):

Invasive procedures were not performed on the amphibians. We did not perform any
other activities that required specific permissions. For field sampling in Mexico, the
approval by an Institutional Animal Care and Use Committee (IACUC) or equivalent
animal ethics committee were not required.

Field Study Permissions
The following information was supplied relating to field study approvals (i.e., approving
body and any reference numbers):

Colleting permit (SGPA/DGVS/02419/13) was issued by SEMARNAT (Secretaria del
Medio Ambiente y Recursos Naturales). We only gathered observational records.

Data Availability
The following information was supplied regarding data availability:

The raw data are available in a Supplemental File.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.6390#supplemental-information.

REFERENCES
Amador L. 2010. Técnicas para el monitoreo de vertebrados. Ecuador: Escuela de Biología.

Facultad de Biología, Facultad de Ciencias Naturales, Universidad de Guayaquil. Available at
https://es.scribd.com/doc/41194484/Tecnicas-para-el-Monitoreo-de-Vertebrados-Amador2010.

AmphibiaWeb. 2019. Worldwide amphibian declines: What is the scope of the problem, what are
the causes, and what can be done? Berkeley: University of California, Berkeley. Available at
https://amphibiaweb.org (accessed 25 January 2019).

Badillo-Saldaña L, Ramírez-Bautista A, Wilson LD. 2016. Effects of establishment of grazing
areas on diversity of amphibian communities in tropical evergreen forests and mountain
cloud forests of the Sierra Madre Oriental. Revista Mexicana de Biodiversidad 87(1):133–139
DOI 10.22201/ib.20078706e.2016.1.1682.

Bitar YOC, Pinheiro LPC, Abe PS, Santos-Costa MC. 2012. Species composition and
reproductive modes of anurans from a transitional Amazonian forest, Brazil. Zoologica
29(1):19–26 DOI 10.1590/s1984-46702012000100003.

Blaustein AR, Kiesecker JM. 2002. Complexity in conservation: lessons from global decline of
amphibian populations. Ecology Letters 5(4):597–608 DOI 10.1046/j.1461-0248.2002.00352.x.

Carvalho JC, Cardoso P, Gomes P. 2012. Determining the relative roles of species replacement
and species richness differences in generating beta-diversity patterns. Global Ecology and
Biogeography 21(7):760–771 DOI 10.1111/j.1466-8238.2011.00694.x.

Challenger A, Soberón J. 2008. Los ecosistemas terrestres. In: Soberón J, Halffter G, Llorente-
Bousquets J, eds.Capital Natural deMéxico, Vol I: Conocimiento actual de la biodiversidad. Comisión
Nacional Para el Conocimiento y Uso de la Biodiversidad. Mexico: Distrito Federal, 87–108.

Lara-Tufiño et al. (2019), PeerJ, DOI 10.7717/peerj.6390 13/16

http://dx.doi.org/10.7717/peerj.6390#supplemental-information
http://dx.doi.org/10.7717/peerj.6390#supplemental-information
http://dx.doi.org/10.7717/peerj.6390#supplemental-information
https://es.scribd.com/doc/41194484/Tecnicas-para-el-Monitoreo-de-Vertebrados-Amador2010
https://amphibiaweb.org
http://dx.doi.org/10.22201/ib.20078706e.2016.1.1682
http://dx.doi.org/10.1590/s1984-46702012000100003
http://dx.doi.org/10.1046/j.1461-0248.2002.00352.x
http://dx.doi.org/10.1111/j.1466-8238.2011.00694.x
http://dx.doi.org/10.7717/peerj.6390
https://peerj.com/


Chao A, Jost L. 2012. Coverage-based rarefaction and extrapolation: standardizing samples by
completeness rather than size. Ecology 93(12):2533–2547 DOI 10.1890/11-1952.1.

Chao A, Tsung-Jen S. 2003. Nonparametric estimation of Shannon’s index of diversity when
there are unseen species in sample. Environmental and Ecological Statistics 10:429–443.

Collins JP, Crump ML. 2009. Extinction in our times: global amphibian decline. Oxford:
Oxford University Press.

Collins JP, Storfer A. 2003. Global amphibian declines: sorting the hypotheses. Diversity and
Distributions 9(2):89–98 DOI 10.1046/j.1472-4642.2003.00012.x.

Cruz-Elizalde R, Berriozabal-Islas C, Hernández-Salinas U, Martínez-Morales MA, Ramírez-
Bautista A. 2016. Amphibian species richness and diversity in a modified tropical environment
of central Mexico. Tropical Ecology 57:407–417.

Cushman SA. 2006. Effects of habitat loss and fragmentation on amphibians: a review and
prospectus. Biological Conservation 128(2):231–240 DOI 10.1016/j.biocon.2005.09.031.

DuellmanWE, Marion AB, Hedges SB. 2016. Phylogenetics, classification, and biogeography of the
treefrogs (Amphibia: Anura: Arboranae). Zootaxa 4104(1):1–109 DOI 10.11646/zootaxa.4104.1.1.

Gallego-Ropero MC. 2005. Intensidad del manejo del agroecosistema del café
(Coffea arabiga L.) (monocultivo y policultivo) y riqueza de especies generalistas. Boletín del
Museo de Entomología de la Universidad del Valle 6:16–29.

Gibson L, Lee TM, Koh LP, Brook BW, Gardner TA, Barlow J, Peres CA, Bradshaw CJ,
Laurance WF, Lovejoy TE, Sodhi NS. 2011. Primary forests are irreplaceable for
sustaining tropical biodiversity. Nature 478(7369):378–381 DOI 10.1038/nature10425.

Green DM. 2003. The ecology of extinction: population fluctuation and decline in amphibians.
Biological Conservation 111(3):331–343 DOI 10.1016/S0006-3207(02)00302-6.

Gual-Díaz M, Goyenechea I. 2014. Anfibios en el bosque mesófilo de montaña en México. In:
Gual-Díaz M, Rendón-Correa A, eds. Bosques mesófilos de montaña de México: diversidad,
ecología y manejo. Comisión Nacional para el Conocimiento y Uso de la Biodiversidad. México:
Distrito Federal, 249–262.

Hammer O, Harper DAT, Ryan PD. 2001. PAST: paleontological Statistics software package
for education and data analysis. Palaeontological Electronica 4:1–9.

Henderson RW, Powell R. 2001. Responses by the West Indian herpetofauna to human-
influenced resources. Caribbean Journal of Science 37:41–54.

Hernández-Martínez G. 2008. Clasificación agroecológica. In: Manson RH, Hernández-Ortiz V,
Gallina S, Mhltreter K, eds. Agroecosistemas cafetaleros de Veracruz: biodiversidad, manejo y
conservación. Veracruz: Instituto de Ecología, A. C. e Instituto Nacional de Ecología, 15–34.

IUCN. 2018. The IUCN Red List of threatened species. Version 2018-2.
Available at http://www.iucnredlist.org (accessed 25 January 2019).

Jansen A, Healey M. 2003. Frog communities and wetland condition: relationships with grazing by
domestic livestock along an Australian floodplain river. Biological Conservation 109(2):207–219
DOI 10.1016/s0006-3207(02)00148-9.

Jost L. 2006. Entropy and biodiversity. Oikos 113:363–375.

Legendre P. 2014. Interpreting the replacement and richness difference components of beta
diversity. Global Ecology and Biogeography 23(11):1324–1334 DOI 10.1111/geb.12207.

López-Barrera F. 2004. Estructura y función en bordes de bosques. Ecosistemas 13:67–77.

López-Mejía M, Moreno CE, Zuria I, Sánchez-Rojas G, Rojas-Martínez MA. 2017. Comparación
de dos métodos para analizar la proporción de riqueza de especies entre comunidades: un

Lara-Tufiño et al. (2019), PeerJ, DOI 10.7717/peerj.6390 14/16

http://dx.doi.org/10.1890/11-1952.1
http://dx.doi.org/10.1046/j.1472-4642.2003.00012.x
http://dx.doi.org/10.1016/j.biocon.2005.09.031
http://dx.doi.org/10.11646/zootaxa.4104.1.1
http://dx.doi.org/10.1038/nature10425
http://dx.doi.org/10.1016/S0006-3207(02)00302-6
http://www.iucnredlist.org
http://dx.doi.org/10.1016/s0006-3207(02)00148-9
http://dx.doi.org/10.1111/geb.12207
http://dx.doi.org/10.7717/peerj.6390
https://peerj.com/


ejemplo con murciélagos de selvas y hábitats modificados. Revista Mexicana de Biodiversidad
88(1):183–191 DOI 10.1016/j.rmb.2017.01.008.

Macip-Ríos R, Casas-Andreu G. 2008. Los cafetales en México y su importancia para la
conservación de los anfibios y reptiles. Acta Zoológica Mexicana (N.S.) 24(2):143–159
DOI 10.21829/azm.2008.242710.

Macip-Ríos R, Muñoz-Alonso A. 2008. Diversidad de lagartijas en cafetales y bosque primario
en el Soconusco chiapaneco. Revista Mexicana de Biodiversidad 79:185–195.

Magurran AE. 1988. Ecological diversity and its measurement. Reino Unido: Croom Helm Ltd.

Manzanilla J, Péfaur JE. 2000. Consideraciones sobre métodos y técnicas de campo para el estudio
de anfibios y reptiles. Revista de Ecología Latinoamericana 7:17–30.

Mayfield MM, Daily GC. 2005. Countryside biogeography of neotropical herbaceous and
shrubby plants. Ecological Applications 15(2):423–439 DOI 10.1890/03-5369.

Moreno C. 2001. Métodos para medir la biodiversidad. M&T-Manuales y Tesis SEA, Vol. 1.
Zaragoza.

Murrieta-Galindo R, López-Barrera F, González-Romero A, Parra-Olea G. 2013. Matrix and
habitat quality in a montane cloud-forest landscape: amphibians in coffee plantations in
central Veracruz, Mexico. Wildlife Research 40(1):25–35 DOI 10.1071/wr12076.

National Institute of Statistics and Geography (INEGI). 2009. Prontuario de información
geográfica municipal de los Estados Unidos Méxicanos. Pisaflores, Hidalgo.
Clave geoestadística: 13049. Instituto Nacional de Estadística y Geografía. Available at
http://www3.inegi.org.mx/contenidos/app/mexicocifras/datos_geograficos/13/13049.pdf.

Oksanen J, Blanchet FG, Kindt R, Legendre P, O’Hara RB, Simpson GL, Solymos P,
Stevens MHH, Wagner H. 2010. Vegan: community ecology package. R Package Version
1.17-3. Available at http://cran.r-project.org (accessed 7 February 2017).

Pimentel D, Stachow U, Takacs DA, Brubaker HW, Dumas AM, Meaney JJ, O’Neil JAS,
Onsi DE Corzilius DW. 1992. Conserving biological diversity in agricultural/forestry systems.
BioScience 42:354–362.

Pineda E, Halffter G. 2004. Species diversity and habitat fragmentation: frogs in a tropical
montane landscape in Mexico. Biological Conservation 117(5):499–508
DOI 10.1016/j.biocon.2003.08.009.

Ramírez-Bautista A, Hernández-Salinas U, Cruz-Elizalde R, Berriozabal-Islas CS, Lara-Tufiño
JD, Goyenechea I, Castillo-Cerón J. 2014. Los anfibios y reptiles del estado de Hidalgo, México:
Diversidad, biogeografía y conservación. México: Sociedad Herpetológica Mexicana, A. C., 385.

Rovito SM, Parra-Olea G, Recuero E, Wake DB. 2015. Diversification and biogeographical
history of Neotropical plethodontid salamanders. Zoological Journal of the Linnean Society
175(1):167–188 DOI 10.1111/zoj.12271.

Ruiz-Jiménez CA, Téllez-Valdés O, Luna-Vega I. 2012. Clasificación de los bosques mesófilos de
montaña de México: afinidades de la flora. Revista Mexicana de Biodiversidad 83:1110–1144
DOI 10.7550/rmb.29383.

Rzedowski J. 2006. Vegetación de México. México: Comisión Nacional para el Conocimiento y
Uso de la Biodiversidad.

Rzedowski J. 2015. Flora del Bajío y de regiones adyacentes. Catálogo preliminar de las especies de
árboles silvestres de la Sierra Madre Oriental. Comisión Nacional para el Conocimiento y Uso de
la Biodiversidad, Instituto de Ecología, y Consejo Nacional de Ciencia y Tecnología. Available at
http://inecolbajio.inecol.mx/floradelbajio/documentos/fasciculos/complementarios/
ComplementarioXXX.pdf.

Lara-Tufiño et al. (2019), PeerJ, DOI 10.7717/peerj.6390 15/16

http://dx.doi.org/10.1016/j.rmb.2017.01.008
http://dx.doi.org/10.21829/azm.2008.242710
http://dx.doi.org/10.1890/03-5369
http://dx.doi.org/10.1071/wr12076
http://www3.inegi.org.mx/contenidos/app/mexicocifras/datos_geograficos/13/13049.pdf
http://cran.r-project.org
http://dx.doi.org/10.1016/j.biocon.2003.08.009
http://dx.doi.org/10.1111/zoj.12271
http://dx.doi.org/10.7550/rmb.29383
http://inecolbajio.inecol.mx/floradelbajio/documentos/fasciculos/complementarios/ComplementarioXXX.pdf
http://inecolbajio.inecol.mx/floradelbajio/documentos/fasciculos/complementarios/ComplementarioXXX.pdf
http://dx.doi.org/10.7717/peerj.6390
https://peerj.com/


Santos-Barrera G, Urbina-Cardona JN. 2011. The role of the matrix-edge dynamics of amphibian
conservation in tropical montane fragmented landscapes. Revista Mexicana de Biodiversidad
82:679–687.

Secretaría de Medio Ambiente y Recursos Naturales (SEMARNAT). 2010. Norma Oficial
Mexicana 059 (NOM-059). Protección ambiental de especies nativas de México de flora y
fauna silvestre, categorías de riesgo y especificaciones para su inclusión o cambio, lista de
especies en riesgo. Diario Oficial de la Federación (segunda edición). Available at
http://dof.gob.mx/nota_detalle.php?codigo=5173091&fecha=30/12/2010.

Stuart SN, Chanson JS, Cox NA, Young B. 2010. The global decline of amphibians: current
trends and future prospects. In: Wilson LD, Townsend JH, Johnson JD, eds. Conservation of
Mesoamerican Amphibians and Reptiles. Eagle Mountain: Eagle Mountain Publishing, LC, 3.15.

Trimble MJ, Van Aarde RJ. 2014. Amphibian and reptile communities and functional groups
over a land-use gradient in a coastal tropical forest landscape of high richness and endemicity.
Animal Conservation 17(5):441–453 DOI 10.1111/acv.12111.

Urbina-Cardona JN, Olivares-Pérez MI, Reynoso VH. 2006. Herpetofauna diversity and
microenvironment correlates across the pasture-edge interior gradient in tropical rain
forest fragments in the region of Los Tuxtlas, Veracruz. Biological Conservation 132(1):61–75
DOI 10.1016/j.biocon.2006.03.014.

Velázquez A, Mas JF, Díaz-Gallegos JR, Mayorga-Saucedo R, Alcántara PC, Castro R,
Fernández T, Boccoy G, Palacio JL. 2002. Patrones y tasas de cambio del uso del suelo
en México. Gaceta ecológica 62:21–37.

Waltert M, Bobo KS, Sainge NM, Fermon H, Mühlenberg M. 2005. From forest to farmland:
Habitat effects on afrotropical forest bird diversity. Ecological Applications 15(4):1351–1366
DOI 10.1890/04-1002.

Weyrauch SL, Grubb TC Jr. 2004. Patch and landscape characteristics associated with the
distribution of woodland amphibians in an agricultural fragmented landscape: and
information-theoretic approach. Biological Conservation 115(3):443–450
DOI 10.1016/s0006-3207(03)00161-7.

Williams-Guillén K, Perfecto I. 2010. Effects of agricultural intensification on the assemblage
of leaf-nosed bats (Phyllostomidae) in a coffee landscape in Chiapas, Mexico. Biotropica
42(5):605–613 DOI 10.1111/j.1744-7429.2010.00626.x.

Wilson LD, Johnson JD, Mata-Silva V. 2013. A conservation reassessment of the amphibians
of Mexico based on the EVS measure. Amphibian and Reptile Conservation 7:97–127.

Young BE, Stuart SN, Chanson JS, Cox NA, Boucher TM. 2004. Disappering jewels: the status of
new world amphibians. Arlington: NatureServe.

Lara-Tufiño et al. (2019), PeerJ, DOI 10.7717/peerj.6390 16/16

http://dof.gob.mx/nota_detalle.php?codigo=5173091&fecha=30/12/2010
http://dx.doi.org/10.1111/acv.12111
http://dx.doi.org/10.1016/j.biocon.2006.03.014
http://dx.doi.org/10.1890/04-1002
http://dx.doi.org/10.1016/s0006-3207(03)00161-7
http://dx.doi.org/10.1111/j.1744-7429.2010.00626.x
http://dx.doi.org/10.7717/peerj.6390
https://peerj.com/

	Effects of traditional agroecosystems and grazing areas on amphibian diversity in a region of central Mexico
	Introduction
	Material and Methods
	Results
	Discussion
	flink5
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /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 true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /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

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. 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 quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


