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Abstract Acid mine drainage (AMD) often exerts
various environmental pressures on nearby water
courses: chemical stress from low pH and dissolved
metals; physical stress from metal oxide deposits.
Affected streams can thus display a spatially variable
combination of stress agents that may complicate its
biomonitoring using native communities such as
periphyton. Here, we have measured water and
periphyton variables in four streams that surround an
abandoned copper mine to determine which periphyton
attributes consistently detected AMD impact in a
complex environmental setting. Seventeen years after
the end of commercial exploitation, the abandoned
mine still decreases water quality in nearby streams:
moderate acidification, very high metal load (Al, Ni,
Cu, Zn), and a conspicuous presence of metal oxide
deposits with diverse composition. Even under the
resultant complex pattern of polluted conditions,
periphyton was a reliable bioindicator of AMD.
Epilithic diatom taxa tolerant of acidic conditions
increased in AMD sites and, at severely impacted
locations, species richness decreased. Also, algal
biomass may have been negatively affected in some
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stream reaches affected by metal oxide deposits. Other
periphyton attributes (total biomass, diatom diversity)
seemed mostly unrelated to AMD. Diatom assemblage
composition was the most sensitive and consistent
bioindicator of mine drainage; besides, it rendered a
biological assessment of AMD impact that largely
coincided with the physicochemical evaluation. Still,
including other taxonomic (proportion of acid-tolerant
diatom species, diatom richness) and non-taxonomic
(algal biomass) attributes in the biomonitoring proce-
dure rendered a more comprehensive assessment of the
negative consequences generated by AMD.
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Introduction

Mining, especially when open-cast and/or with large
spoil heaps, represents a serious environmental
problem. Although spatially localised, mining impact
can be nearly irreversible (habitat destruction) or it
may persist long after commercial exploitation has
been abandoned (contamination of nearby surface and
underground waters; Verb and Vis 2000). One case of
particular concern is the acid drainage characteristic
of mines containing sulphide ores such as those
exploited to extract various metals (Cu, Zn) or coal.
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When exposed to weathering, metal sulphides (par-
ticularly pyrite) generate large amounts of sulphuric
acid that increase the leaching of metals from the host
rock. While the precise consequences for the sur-
rounding surface waters depend on the geology of the
area, they usually involve a drop in the pH and an
overall rise in the mineralization of those waters that
includes high concentrations of various metals, many
of them toxic (Warner 1971; Hargreaves et al. 1975).
Additionally, metal precipitates are often found at the
confluence of acid mine drainage (AMD) with surface
waters (Niyogi et al. 1999).

The microalgae of the periphyton, diatoms in
particular, have been frequently employed to assess
the ecological relevance of AMD (Warner 1971;
Hargreaves et al. 1975; Whitton and Diaz 1981; Verb
and Vis 2000, 2005). As diatoms are particularly
sensitive to pH, they are typically regarded as
exceptionally useful indicators of acidification in
continental surface waters (Battarbee et al. 1999;
Stevenson and Pan 1999). However, the spatially
variable combination of various stress agents (chem-
ical stress from low pH and dissolved metals; physical
stress from deposition of metal oxides) typical of
some AMD streams can impose an added difficulty to
their community-level biomonitoring as the various
attributes of the community may not be equally
affected by each one of them. Existing evidence
suggests that this could be the case for the periphyton.
Thus, while periphyton composition has proved highly
responsive to chemical stress (Warner 1971; Whitton
and Diaz 1981; Genter 1996; Planas 1996; Verb and Vis
2000), the consequences of physical stress for the
taxonomic structure of benthic microalgae communities
are less clearly established (DeNicola and Stapleton
2002; Niyogi et al. 2002). Likewise, benthic algal
biomass has been commonly reported to increase in
response to low pH and high metal toxicity (Elwood
and Mulholland 1989; Planas 1996; but see Verb and
Vis 2005) while the deposition of metal oxide precip-
itates has been related to decreases in algal accumula-
tion (Niyogi et al. 1999, 2002; Verb and Vis 2000).

Here we have investigated the watercourses that
surround the Arinteiro mine (Touro, A Corufia), one
of the major deposits of Cu and Fe sulphides (pyrite,
pyrrhotite and chalcopyrite; original content of Cu
approximately 0.63%) in NW Iberian Peninsula
(Calvo de Anta and Pérez Otero 1994). These
deposits were exploited from 1970 to 1986 when

@ Springer

ore extraction was abandoned; later activity has been
restricted to extracting inert material from the aban-
doned spoil heaps for road construction. Mining
activities affect over 12,000 m? distributed between
two adjacent exploitations; roughly 3,500 m” are
covered by mined spoil dumped on the surface. Spoil
heaps have remained mostly unreclaimed, releasing
acid runoff into surrounding surface and underground
waters (Calvo de Anta and Pérez Otero 1994). The
main goals of this investigation have been: (1) to
assess the impact of the AMD from the abandoned
mine by analysing water chemistry variables as well
as taxonomic and non-taxonomic attributes of the
periphyton; and, (2) to evaluate which attributes of
the periphyton provide a more consistent identifica-
tion of impacted areas in an environmental setting
where the patchy combination of various sources of
stress (physical, chemical) has generated a complex
pattern of disturbed conditions.

Methods
Site selection

The 12 sampling sites were distributed among four
streams: Brandelos, Lafias, and Pucheiras receive
AMD from the Arinteiro mine; Besefla is a nearby
stream free from the influence of the mine and
designated as “reference stream” (Fig. 1). Stream
and site selection was intended to cover the various
pollution conditions generated by the mine (Calvo de
Anta and Pérez Otero 1994): slightly acidic pH and
conspicuous white deposits in Brandelos, acidic pH
and reddish deposits in Pucheiras, and circumneutral
pH and reddish deposits in Lanas. Sampling in the
three AMD-streams included locations both upstream
and downstream from the entrance of mine seepage.

Water analyses

All sites were sampled once for biological, chemical
and physical variables during October 2003. Conduc-
tivity, dissolved oxygen and pH were measured on
site (conductivity meter Crison 524; pH meter Crison
507; oxygen meter Crison OXI-92). Three water
samples were collected at each site in acid-washed
polyethylene bottles and immediately transported on
ice to the laboratory for analysis: two samples were
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Fig. 1 Sampling locations
and streams. Shaded circles
represent the abandoned
mining area

filtered (0.45 um pore size, Whatman type Puradisc
25 AS filters) for cation/anion and dissolved metal
analyses, the other was left unfiltered for biological
oxygen demand (BODS) estimates. BODS5 estimates
were conducted by duplicate (Wheaton BOD bottles
60 ml) according to standard protocols; previously,
turbidity was measured using a Neurtek Model 8801
turbidimeter. Ammonium and total phosphorous were
quantified spectrophotometrically using commercial
test kits analogous to standard EPA protocols follow-
ing manufacturer’s procedures (Merck Spectroquant
Ammonium test and Phosphate cell test, respectively);
measurements were conducted on a HP 8453 UV—
visible spectrophotometer. Anions (chloride, nitrite,
nitrate, sulphate and fluoride) and cations (potassium,
calcium, magnesium and sodium) were independently
quantified by capillary electrophoresis in a HP 3D
Capillary Electrophoresis system. Metals (Al, Fe, Mn,
Ni, Cu, Zn) were determined in a blind manner by an
external laboratory (Servicios de Apoio a Investigacion,
UDC) using a VGElemental PlamaQuad-II inductively
coupled plasma mass spectrophotometer (ICP-MS).
Al, Fe, Ni, Cu and Zn concentrations were used to
estimate cumulative criterion units (CCUs) for each site
(Clements et al. 2000) given as: CCU= YXm;/c;, where
m; is total metal concentration and ¢; is the U.S. EPA
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chronic criterion value for each metal (United States
Environmental Protection Agency 2006). Metals below
detection were not included in the CCU.

Periphyton biomass and chlorophyll content

Nine replicated periphyton samples were obtained by
randomly selecting nine cobbles within riffle habitats
of each sampling reach. A known area (9 cm?) of
each rock was scraped using a toothbrush and
delimiter, filtered on site (precombusted Whatman
GF/F type filters), and returned to the laboratory in
the dark. Filters were treated with 90% buffered
acetone (buffer: MgCOj3) for chlorophyll analysis;
chlorophyll concentration was determined by reading
absorption before and after acidification (Jeffrey and
Humphrey 1975). Periphyton biomass (as ash-free dry
mass, AFDM) was estimated by calculating the
weight of dried material (105°C, 24 h) lost after
ignition (500°C, 1 h; Steinman and Lamberti 1996).

Taxonomic analysis
At each site, samples for taxonomic analysis were

collected in triplicate within three different riffle
areas. Each replicate consisted of five randomly
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selected cobbles, preferentially from the middle of the
stream. Approximately 100 cm” of each rock was
scraped using a toothbrush and combined into one
composite sample per riffle area. For diatom slide
preparation, centrifuged composite samples were
resuspended in hydrogen peroxide and digested for
24 h at room temperature plus an additional step of
3 h at 90°C; samples were then mounted on slides
with Naphrax. Slides were scanned in zigzag until at
least 400 diatom valves were identified and enumer-
ated to species level using an Olympus BX50
differential interference contrast (Nomarski) micro-
scope. Primary references for species identification
were Krammer and Lange-Bertalot (1986, 1988,
1991a, b, 2000) with amendments by Iserentant and
Ector (1996) and Coste and Ector (2000); when
needed, species nomenclature was corrected follow-
ing current literature.

Data analysis

Stream sites were ordered based on (1) environmental
(Euclidean distance estimated for log-transformed,
standardized water variables) and (2) diatom species
composition (Bray—Curtis distance estimated for
untransformed relative abundances) dissimilarities
using non-metric multidimensional scaling techniques
(NMDS). For each ordination, the original variables
used to estimate the dissimilarities were correlated to
the axes of their respective NMDS to identify a subset
of variables driving most of the ordination. NMDS
was performed using SYSTAT v.11.0. The Mantel test
(999 permutations) was employed to test differences
in diatom species composition between groups of
sites extracted from the NMDS ordination by corre-
lating the matrix of diatom dissimilarities with a
model matrix that identifies sites included in each
group (Quinn and Keough 2002). Mantel test was
also used to determine the significance of the
correlation between the matrices of environmental
and diatom composition dissimilarities. Mantel tests
were performed using GENALEX v.6 (Peakall and
Smouse 2006). Additionally, the subset of environ-
mental variables which best explains the biotic
structure was identified using the BIO-ENV proce-
dure (Clarke and Ainsworth 1993) implemented in the
community ecology package vegan for R (Oksanen et
al. 2007); BIO-ENV searches for the combinations of
environmental variables that maximize the rank
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correlation (Spearman’s coefficient) between environ-
mental Euclidean distances and diatom composition
dissimilarities.

Diatom assemblage composition was summarized
using conventional univariant indices (species rich-
ness, Shannon—Weaver diversity); the proportion of
acidophilous/acidobiontic diatom species was calcu-
lated based on indicator values compiled by van Dam
et al. (1994) adjusted by the relative abundance of
each species. Chlorophyll and AFDM densities were
used to calculate the autotrophic index (AI) (Weber
1973). ANOVA followed by unplanned multiple
comparison tests (Student—-Newman—Keuls, SNK)
were used to test differences in chlorophyll density,
Al, and diversity; data were log-transformed to
produce normal distributions and homogeneous var-
iances. Differences in richness, proportion of acid-
tolerant species (arcsine—square root transformed),
and AFDM were tested by Welch ANOVA followed
by the unplanned multiple comparison Games—
Howell method as these variables displayed hetero-
geneous variances (Day and Quinn 1989). Pearson’s
correlation coefficients were used to examine the
relationship between the various periphyton attributes
and environmental variables. ANOVA, unplanned
comparisons, and correlation coefficients were esti-
mated using SPSS v.12.

Results
Chemical and physical variables

Variables commonly used as indicators of AMD were
clearly influenced by the mine and AMD and non-
AMD sites showed largely non-overlapping ranges of
values (Table 1). Thus, pH remained mostly circum-
neutral at non-AMD locations (range 6.4—6.8) while it
ranged from 4.3 to 6.5 in AMD ones; even more
obvious differences were observed for conductivity
(95-149.1 vs. 216-2130 uS), SO4 (3.3-16.2 vs.
41.4-1420.4 mg/l), and several metallic cations (Ca,
2.13-3.91 vs. 8.08-193.9 mg/l; Mg, 2.47-2.93 vs.
7.58-137.93 mg/l; Al, 7.7-54.3 vs. 501.4-8254.0 pg/l;
Mn, 10.5-65.0 vs. 889.3-11170.0 pg/l; Ni, <0.5 vs.
4.0-297.8 pg/l; Cu, <1.1-1.3 vs. 1.5-606.2 ng/l; and
Zn, <2.0-3.0 vs. 5.2-846.0 pg/l).

The two-dimensional NMDS solution yielded a
good representation of environmental dissimilarities
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among sites (Kruskal stress coefficient=0.045, Fig. 2)
that explained 99% of the variance in the environ-
mental distance matrix. The correlation of environ-
mental variables with site locations along the ordination
axes revealed that dimension 1 was primarily driven by
AMD-indicating variables: conductivity (#=0.97), sul-
phate (r=0.93), pH (r=—0.82), and several metals (Ca,
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Fig. 2 Non-metric multidimensional scaling ordination plot of
sites based on physicochemical water variables (up) and on
diatom species assemblages (down). Only the first two
dimensions of a three-dimensional final solution for the diatom
composition NMDS are shown. Kruskal stress coefficients were
0.045 for the final two-dimensional solution of physicochem-
ical NMDS, and 0.023 for the diatom final three-dimensional
solution of the diatom composition NMDS
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Mg, K, Na, Al, Fe, Mn and Ni, all with » values
between 0.73 and 0.96). Weaker correlations for
dimension 2 indicated that it was mainly driven by
the concentration of toxic metals (Ni, Cu and Zn; r
between —0.62 and —0.71) and the presence of
detectable ammonia N in the water (#=0.76). The
ordination separated our sampling locations into two
groups plus one ungrouped site. The first group
included AMD-impacted sites from Brandelos and
Pucheiras characterised by moderate acidity (pH 4.3—
5.4) and high conductivity, sulphates, turbidity, and
dissolved metals (Table 1). The second group was a
conglomeration of locales in the reference stream, sites
upstream from AMD inflow in Lafias and Brandelos,
and site La4. These locations were characterised by
circumneutral pH (6.3-6.8) and, relative to the first
group, lower conductivity and much lower sulphate
and dissolved metals. Water from the ungrouped site
La3 was clearly influenced by AMD as evidenced by
very high values of conductivity, sulphates and various
dissolved metals (Ca, Mg, Al and Fe). Yet, and in
contrast with other AMD sites, the concentration of
toxic metals (Cu, Ni, Zn) was only moderate.

Periphyton biomass and chlorophyll

Average values for biomass, chlorophyll a and the
Autotrophic Index (Al, biomass/chlorophyll) showed
significant differences among sites (ANOVA, p<0.001
for all three variables; Fig. 3). Chlorophyll density
and Al estimates yielded similar spatial patterns.
Average chlorophyll contents from sites in Brandelos
and Lafias under the influence of the mine (range:
0.16-0.62 mg/m?) were significantly lower (SNK test,
p<0.1) than those registered in the reference river, the
upper zone of Brandelos, or the Pucheiras stream
(2.99-7.06 mg/mz), while the two locations from the
upper stretch of Lafias, before AMD influence,
yielded intermediate contents (1.56-1.61 mg/m?).
High within-site variability for Al estimates prevented
from delimiting statistically homogeneous groups of
locations. The biomass pattern was completely differ-
ent. Lowest average estimates were obtained at the
reference stream and La2 (4.3-8.9 g AFDM/m?)
while the highest values were recorded at the upper
stretch of Brandelos and, especially, La3 (22.4—
35.0 g AFDM/m?). Again, high variability between
replicas did not allow for identification of statistically
homogeneous groups of sites.



Environ Monit Assess (2009) 150:351-363

357

Fig. 3 Differences in the

mean concentration of
photosynthetic biomass (as
chlorophyll density,
mg/m?), periphyton biomass
(as AFDM, g/m?),
autotrophic index (Al),
Shannon—Wiener diversity,
species richness, and
proportion of acidophilic
and acidobiontic species
among sampling sites along
the four streams. Error bars
are 1 SE; n=9 for
chlorophyll, biomass, and
autotrophic index; n=3 for
the other variables. Letters
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Taxonomic analysis

A total of 87 diatom species were identified in the
periphyton from the 12 sampling sites. Achnanthes
oblongella Oestrup, Achnanthidium minutissimum
Kiitzing var. minutissimum Kitzing, and various
Eunotia (E. tenella (Grunow) Hustedt, E. exigua
(Brebisson ex Kiitzing) Rabenhorst) dominated the
epilithic diatom flora (Fig. 4). Achnanthes oblongella
dominated the diatom assemblages in non-affected

Lanas Pucheiras Besefia Brandelos Lafas

100 b d

a
b
751

504

Proportion acid-tolerant species

254

Pucheiras

sites but it was absent or much less abundant in
AMDe-affected sites. Achnanthidium minutissimum
comprised an important fraction of the diatom
assemblage present in the stretch of Brandelos that
receives the mine drainage. As for the Eunotia, this
genus was greatly abundant in severely impacted
sites; yet, it also dominated the diatom assemblage in
La4, a site only mildly disturbed by AMD according
to chemical variables. Other diatoms were only
abundant in particular locations. Thus, the abundance
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of Surirella linearis W.M. Smith var. helvetica (Brun)
Meister distinguished the three AMD-sites of Bran-
delos while La3 stood out from the rest of locations
because of the predominance of Pinnularia acoricola
Hustedt var. acoricola. In fact, the whole assemblage
from site La3 was rather unusual as the three genera
that dominated throughout the study area displayed
low relative abundance there.

The three-dimensional solution obtained for the
NMDS ordination explained 99.5% of variance in the
diatom distance matrix (Kruskal stress coefficient=
0.023, Fig. 2). Dimension 1 was primarily driven by the
relative abundance of A. oblongella (r=0.78), E. exigua
and E. tenella (r=—0.93 for both) and secondarily by
Frustulia romboides (r=-0.65). Dimension 2
depended mainly on the abundance of Gomphonema
parvulum (r=—0.85) and P. acoricola var. acoricola
(r=—0.76); while dimension 3 was primarily driven by
the relative abundance of S. linearis (r=—0.79) and
secondarily by A. minutissimum (r=—0.67) and P
acoricola var. acoricola (r=0.60). The ordination
arranged sites into three groups and highlighted the
unusual composition of site La3. Sites free from AMD
influence formed a compact conglomerate while
AMD-affected sites were divided into two groups: on
the one hand, the two sites from Pucheiras plus La4; on
the other hand, the three polluted locations of
Brandelos. Assemblage composition was significantly
different among those three groups (Mantel test, p=
0.002); partial comparisons between each pair of
groups also gave statistically significant results.
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The three univariant indices that summarized
diatom composition (species richness, S—W diversity,
and proportion of acidophilous/acidobiontic species;
Fig. 3) varied significantly among sites (ANOVA, p<
0.001 in all three cases). The three locations with the
lowest number of species were close to the mine
(average values: 4.3—7.3) while the four sites with the
highest estimates included most locations free from
mine influence (21.0-34.0); both sets of sites were
statistically different (Games—Howell test, p<0.1).
Diversity estimates seemed mostly unrelated to the
influence of the mine and the highest estimates
included both AMD and no-AMD sites. Finally,
acidophilous/acidobiontic species were significantly
more abundant in Pucheiras and La4 (average values:
91.4-99.9%) than in any other site (Games—Howell
test, p<0.1). Diatoms tolerant of acid stress were less
abundant in other AMD-affected sites (Br3, Br4 and
La3; 29.8-52.9%); still, their proportion in these sites
was above, albeit non-significant, the values regis-
tered at reference locations (5.3—10.0%).

Relationship between environmental variables
and periphyton attributes

The environmental dissimilarity between water samples
was significantly and positively correlated with diatom
distance between sites (Mantel test, p=0.002); yet, the
physicochemical properties of the water samples
explained only 29% of the variance in diatom compo-
sition (r=0.54). The correlation slightly improved (=
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Table 2 Pearson’s correlation coefficients for periphyton univariant attributes with physicochemical water variables linked to acid

mine drainage

Richness Diversity Proportion Chlorophyll AFDM Al
acid-tolerant
species
pH 0.66" ns. —-0.48"" n.s. -0.22" -0.24"
Conductivity -0.72" -0.43" 0.51%" ns. 032" 0.28™"
Turbidity —-0.43" n.s. n.s. -0.20" 0.35™" 0.34™
SO, -0.71"" -0.40" 0.47" n.s. 0.33" 0.29™"
Al —0.63"" -0.34" 0.62"" n.s. n.s. n.s.
Fe —0.42" n.s. n.s. -0.19" 033" 0.32™"
Mn -0.75™ -0.47" 0.73"" n.s. n.s. n.s.
Ni -0.53™ n.s. 0.59"" n.s. n.s. n.s.
Cu —0.43™" n.s. n.s. n.s. n.s. n.s.
Zn -0.43"™ n.s. 0.50™" n.s. n.s. n.s.

%£p<0.05, **p<0.01

n.s. non-significant

0.66) for the subset of variables that, according to
BIO-ENV, best explains the biotic structure (Cl, SOy,
NO;, Na, Al and Mn). Unfortunately, the high
intercorrelation displayed by many of our environ-
mental variables impedes drawing any strong conclu-
sion about causality from this result as the variables in
the subset selected by BIO-ENV may be acting as
proxies for others. The environmental ordination
obtained with the BIO-ENV subset largely resembles
that shown in Fig. 2 for all variables except for the fact
that it more clearly highlights the anomalous nature of
Pul while La4 adopts a more distinctly intermediate
position between control and AMD-impacted sites. As
for the univariant descriptors, species richness was the
only periphyton attribute significantly correlated with
all water variables indicative of mine impact (Table 2);
the highest correlations were obtained for Mn,
sulphate, and conductivity (+*=50-56%). The propor-
tion of acid tolerant diatoms yielded significant
correlation coefficients often as high as those obtained
for species richness but for fewer water variables.
Chlorophyll, biomass, Al and diversity seemed mostly
uncorrelated with water variables.

Discussion

Impact on physicochemical water quality

The Arinteiro mine substantially diminishes the
physicochemical quality of nearby streams inducing

a drop in pH, an increase in sulphate, a drastic
increase in most elements originally found in the host
rock, and a conspicuous gain in electrical conductiv-
ity. All variables affected by AMD are highly
correlated with each other and the impact of the mine
can be traced with a measure as simple as conductiv-
ity (Alvarez et al. 1993). Conductivity, sulphate or pH
reveals that Pucheiras and Lafias (site La3) suffer the
strongest impact from the mine while Brandelos
should be left in a second, lower category of
physicochemical damage. Acidity at the most severe-
ly impacted sites is well above the extreme conditions
reported for other mining areas (DeNicola 2000;
Sabater et al. 2003), suggesting that the mine
generates only moderate acidification. In contrast,
the high concentrations of several toxic metals (Cu,
Zn, Al and, to a lesser extent, Ni) registered in
Brandelos and Pucheiras (but not in Lafas), whilst
again lower than the extreme values measured in
other cases of pyrite mining (Sabater et al. 2003),
surpass the maximum concentration criteria recom-
mended for even brief exposures (United States
Environmental Protection Agency 2006). As a result,
those sites display CCU values (range from 43.0 to
175.1) that greatly exceed the arbitrary cutoff point
proposed by Clements et al. (2000) for high-metal
sites. In addition, the seepage from the mine gives rise
to a conspicuous presence of metal oxide deposits at
most AMD sites (Table 1). As observed in other
streams that receive mine drainage (Niyogi et al.
1999; Niyogi et al. 2002), deposition rate is greatest
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close to the inflow of AMD (site La3) or at the
confluence of streams carrying mine drainage with
streams less or none contaminated (sites Br3—Br4,
where the less acidified Brandelos meets the more
acidic Pucheiras).

Despite the high correlation between water varia-
bles affected by the mine, the physicochemical
consequences of mine runoff vary among stream
reaches. This is graphically depicted in the environ-
mental NMDS ordination: polluted sites in Lafias
separate from those in Pucheiras and Brandelos,
mostly as a consequence of major differences in the
concentration of various toxic metals (an order of
magnitude, or more, lower in Lafas). Yet, the most
striking consequence of the patchy influence of the
mine is the variable amount and appearance of metal
precipitates. AMD sites in Pucheiras and Lafias
accumulate a reddish metal deposit, exceptionally
thick in La3, composed of non-crystalline forms of Fe
(Calvo de Anta and Pérez Otero 1994). In contrast,
the streambed in Brandelos, particularly downstream
from its confluence with Pucheiras, is characterized
by a conspicuous white deposit whose likely compo-
sition is a mixture of non-crystalline sulphates and
hydroxylated forms of Al with some Fe (Alvarez et al.
1993). The variable nature of these precipitates
conceivably reflects broader differences in the general
chemistry of each zone as the reddish precipitate is
generally deposited when river waters have a pH
below 4.0 while the white aluminium hydroxides
typically occur when the pH rises with dilution with
uncontaminated waters (Calvo de Anta and Pérez
Otero 1994).

The impact of the Arinteiro mine on nearby
streams is far from recent. Studies conducted shortly
after the end of the deposit’s exploitation in 1986
(Alvarez et al. 1993; Calvo de Anta and Pérez Otero
1994) reveal that the spatial pattern of those variables
under the influence of the mine has remained mostly
unchanged. Yet, water quality levels may have
experienced a slight improvement (pH, conductivity,
sulphate, Al, Fe, Zn and, to a lesser extent, Cu) most
evident at sites closest to the mine. Failing to improve
water quality with time since abandonment seems
characteristic of exploitations which, as Arinteiro,
have been left unreclaimed or have been subjected to
insufficient restoration procedures. The exposure of
large quantities of mine spoil, barren of vegetation,
have been shown to lead to inputs of AMD into

@ Springer

aquatic systems for decades (Verb and Vis 2000).
Consequently, and unless some reclamation proce-
dures are implemented in the abandoned Arinteiro
mine, it is anticipated that the surrounding aquatic
ecosystems will stay in a deteriorated physicochem-
ical condition for years to come.

Impact detection using periphyton attributes

Despite the spatially heterogeneous combination of
agents of stress shown above, some periphyton
attributes still provided a consistent identification of
AMD-impacted sites. Specifically, diatom assemblage
composition proved very reliable at this task; even
though polluted sites, in contrasts with what has been
observed in other studies (Hill et al. 2000), did not
show a predictable taxonomic composition. Indeed,
diatom composition not only detected mine-impacted
reaches, it also ranked their alteration in a classifica-
tion that largely resembled our previous physico-
chemical assessment. Thus, accepting that the
dissimilarity to reference assemblages might approx-
imate the magnitude of the mine impact, AMD sites
in Pucheiras and Lafas should again be regarded as
the most heavily impacted while the three AMD sites
from Brandelos should be left to a second, lower
category of impact. Assemblages in Pucheiras and
Lafas sites were largely dominated by species
characteristic of acidic (van Dam et al. 1994; Planas
1996; Ledger and Hildrew 1998) or extremely acidic
(DeNicola 2000; Sabater et al. 2003; Lohr et al. 2006)
environments that have been repeatedly reported for
AMD streams (Warner 1971; Hargreaves et al. 1975;
Whitton and Diaz 1981; Niyogi et al. 1999; Verb and
Vis 2005). As for the Brandelos locations, their
assemblages displayed the highest relative abundances
of A. minutissimum, a species known to tolerate high
metal concentrations (Deniseger et al. 1986; Hill et al.
2000) but to avoid acidic environments (van Dam
1984; Planas 1996; Hirst et al. 2004), two conditions
met by this sector of Brandelos. In other AMD areas,
its dominance has been linked to streams with
intermediate water quality receiving treated waters
from active mines or AMD buffered by the geology
of the area (Verb and Vis 2000, 2005); as in our sites
from Brandelos, water from those streams typically is
circumneutral with elevated sulphate levels and high
conductivity. Interestingly, A. oblongella was also
moderately abundant in Brandelos. This diatom has
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been occasionally regarded as sensitive to high metal
concentrations (Hirst et al. 2002); yet, both the present
and earlier studies (Calvo de Anta and Pérez Otero
1994) reveal chronically high levels of several toxic
metals (Cu, Ni, Zn) along this stretch of Brandelos.

Other than diatom composition, species richness
was the univariant assemblage descriptor that best
revealed the presence of AMD. This observation is far
from surprising since acid-stress, either natural
(Kwandrans 1993; Meegan and Perry 1996; Planas
1996) or human-induced (Warner 1971; Hargreaves et
al. 1975; Verb and Vis 2000, 2005), is known to
induce declines of species richness. Still, species
number in our study showed statistically significant
declines in severely impacted reaches only, remaining
largely unaltered at sites of intermediate water quality
(e.g. Brandelos). Previous studies have noted that
diatom richness experience relatively abrupt drops
only after some threshold pH is exceeded (Warner
1971; Kwandrans 1993; DeNicola 2000). Likewise,
our intermediate sites experience mild acidification
only that conceivably is insufficient to induce a
significant decrease in diatom richness. Those sites
do receive a high load of dissolved metals suggesting
that, as noted in former wider surveys of metal-
mining areas (Hirst et al. 2002), metals may exert a
lower influence on diatom richness than pH.

In contrast with richness, diatom diversity did not
serve as indicator of AMD-stress and diversity
estimates from intermediate sites even exceeded those
obtained at reference sites upstream. The dubious,
sometimes misleading, relationship of diversity with
water quality has been widely acknowledged (Archibald
1972; Stevenson and Pan 1999; Sabater and Admiraal
2005). Combining into a single index species richness
and evenness can lead to ambiguous results as a
moderate toxic pollution could increase evenness while
a severe pollution could decrease species numbers
(Patrick 1973). Likewise, the gain in diversity regis-
tered in our intermediate sites could be attributed to a
moderate impact of the mine that barely influences
richness but increases evenness. Actually, even the
sharp drop in species number experienced at our
strongly impacted sites left only a weak, inconsistent
imprint on our diversity estimates, highlighting the
poor performance of this index to monitor water
quality in our study area. However, our results are at
odds with what has been observed in other lotic
systems where even moderate impacts from mining

effluents have been reported to induce significant drops
in the diversity of the periphyton (Verb and Vis 2000,
2005; Niyogi et al. 2002).

In contrast with the indicator value of some taxo-
nomic attributes, the two non-taxonomic properties
investigated here were poorly (chlorophyll density) or
none (biomass) related to AMD presence. At least for
chlorophyll density, this result was unexpected since
acidification has been often associated to increases in
the benthic algae biomass of lotic systems (Mulholland
et al. 1986; Elwood and Mulholland 1989; Planas
1996). The causes of the inconsistent behaviour of
autotrophic biomass are difficult to ascertain. Periphy-
ton biomass can be influenced by a wide array of
abiotic and biotic factors (Planas 1996) and it often
displays high natural variability in streams and rivers
(Ledger and Hildrew 1998; Stevenson and Pan 1999;
Sabater and Admiraal 2005). As a result, biomass has
often been regarded as an unreliable indicator of water
quality (Whitton and Kelly 1995; Stevenson and Pan
1999). Indeed, similarly wide ranges of periphyton
biomass, again with no clear relation to water chemistry
variables, have been reported for other streams moder-
ately or severely affected by AMD (Verb and Vis 2005).
Moreover, two factors may further prevent a simple
relationship between chlorophyll density and AMD
presence in our study. First, average chlorophyll con-
tents are all very low indicating limitation for autotro-
phic biomass both in AMD and non-AMD sites. While
we cannot resolve the precise causes for this limitation
from the available information, it still suggests that
factors other than AMD presence may be exerting a
greater influence on benthic algal biomass accrual.
Second, our polluted sites experience not only chemical
but also physical stress. Periphyton biomass has been
shown to decrease in areas of metal oxide precipitation,
even at low intensity deposition rates (Niyogi et al.
1999, 2002; Verb and Vis 2000). Likewise, the sharp
drop of chlorophyll density registered in some AMD
sites (e.g. downstream from Br3 and downstream from
La3) could be arguably attributed to the conspicuous
deposition of metal oxide precipitates along these river
stretches (exceptionally abundant at La3 where we
recorded our lowest estimates of algal biomass). Still,
metal deposition cannot completely explain the differ-
ences in autotrophic biomass since Pucheiras sites
registered chlorophyll contents similar to those at
reference locations despite the prominent presence of
ferrous deposits.
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In conclusion, more than a decade after abandon-
ment of commercial exploitation, the Arinteiro mine
still causes substantial reductions in the water quality
of nearby streams: moderate acidification; remarkably
high concentrations of several inorganic ions, partic-
ularly sulphate and various metals; and metal oxide
deposits of variable composition. Despite the complex
pattern of polluted environments generated by the
combination of these various agents of stress, periph-
yton was a reliable indicator of AMD. Severely
polluted sites were characterized by diatom assemb-
lages with lowered richness, dominated by organisms
tolerant of acidic conditions. Additionally, there is
some evidence that metal oxide deposits may have
lessened the accumulation of photosynthetic biomass
at some, but not all, stream reaches. Despite very high
concentrations, dissolved metals apparently exerted
less influence on the periphyton attributes than the
acid stress generated by the mine seepage.

Acknowledgements Equipment for this work was partly
acquired thanks to funding from the Ministerio de Educacion y
Ciencia (Programa FEDER de Proyectos I+D, project reference
number 1FD97-0058). SPG acknowledges the economical
support of the Xunta de Galicia through a pre-doctoral grant.

References

Alvarez, E., Pérez, A., & Calvo, R. (1993). Aluminium
speciation in surface waters and soil solutions in areas of
sulphide mineralization in Galicia (N.W.Spain). The
Science of the Total Environment, 133, 17-37.

Archibald, R. E. M. (1972). Diversity in some South African
diatom associations and its relation to water quality. Water
Research, 6, 1229-1238.

Battarbee, R. W., Charles, D. F., Dixit, S. S., & Renberg, L.
(1999). Diatoms as indicators of surface water acidity. In E.
F. Stoermer, & J. P. Smol (Eds.) The Diatoms: Applications
for the Environmental and Earth Sciences (pp. 85-127).
Cambridge, UK: Cambridge University Press.

Calvo de Anta, R., & Pérez Otero, A. (1994). Soils affected by
acid mine waters in Galicia (N.W. Spain). Water, Air, &
Soil Pollution, 73, 247-263.

Clarke, K. R., & Ainsworth, M. (1993). A method of linking
multivariate community structure to environmental varia-
bles. Marine Ecology—Progress Series, 92, 205-219.

Clements, W. H., Carlisle, D. M., Lazorchak, J. M., & Johnson,
P. C. (2000). Heavy metals structure benthic communities
in a Colorado mountain stream. Ecological Applications,
10, 626-638.

Coste, M., & Ector, L. (2000). Diatomées invasives exotiques
ou rares en France: principales observations effectuées au
cours des derniéres décennies. Systematics and Geography
of Plants, 70, 373-400.

@ Springer

Day, R. W., & Quinn, G. P. (1989). Comparisons of treatments
after an analysis of variance in ecology. Ecological
Monographs, 59, 433-463.

DeNicola, D. M. (2000). A review of diatoms found in highly
acidic environments. Hydrobiologia, 433, 111-122.
DeNicola, D. M., & Stapleton, M. G. (2002). Impact of acid
mine drainage on benthic communities in streams: the
relative roles of substratum vs. aqueous effects. Environ-

mental Pollution, 119, 303-315.

Deniseger, J., Austin, A., & Lucey, W. P. (1986). Periphyton
communities in a pristine mountain stream above and below
heavy metal mining operations. Freshwater Biology, 16,
209-218.

Elwood, J. W., & Mulholland, P. J. (1989). Effects of acidic
precipitation on stream ecosystems. In D. C. Adriano, A.
H. Johnson, & W. Salomons (Eds.) Acidic Precipitation,
Biological and Ecological Effects (pp. 85-135). New
York: Springer.

Genter, R. B. (1996). Ecotoxicology of inorganic chemical
stress to algae. In R. J. Stevenson, M. L. Bothwell, & R. L.
Lowe (Eds.) Algal Ecology: Freshwater benthic ecosys-
tems (pp. 403—468). London: Academic.

Hargreaves, J. W., Lloyd, E. J. H., & Whitton, B. A. (1975).
Chemistry and vegetation of highly acidic streams.
Freshwater Biology, 5, 563-576.

Hill, B. H., Willingham, W. T., Parrish, L. P., & McFarland, B.
H. (2000). Periphyton community responses to elevated
metal concentrations in a Rocky Mountain stream. Hydro-
biologia, 428, 161-169.

Hirst, H., Juttner, 1., & Ormerod, S. J. (2002). Comparing the
responses of diatoms and macroinvertebrates to metals in
upland streams of Wales and Cornwall. Freshwater
Biology, 47, 1752-1765.

Hirst, H., Chaud, F., Delabie, C., Juttner, 1., & Ormerod, S. J.
(2004). Assessing the short-term response of stream diatoms
to acidity using inter-basin transplantations and chemical
diffusing substrates. Freshwater Biology, 49, 1072—-1088.

Iserentant, R., & Ector, L. (1996). Gomphonema rhombicum M.
Schimidt (Bacillariophyta): Typification et description en
microscopie optique. Bulletin Frangais de la Péche et de
la Pisciculture, 341-342, 115-124.

Jeffrey, S. W., & Humphrey, G. F. (1975). New spectrophoto-
metric equations for determining chlorophylls a, b, c1 and
c2 in higher-plants, algaec and natural phytoplankton.
Biochemie und Physiologie der Pflanzen, 167, 191-194.

Krammer, K., & Lange-Bertalot, H. (1986). Bacillariophyceae.
Teil 1. Naviculaceae. Jena: Fischer.

Krammer, K., & Lange-Bertalot, H. (1988). Bacillariophyceae.
Teil 2. Epithemiaceae, Bacillariophyceae, Surirellaceae.
Jena: Fischer.

Krammer, K., & Lange-Bertalot, H. (1991a). Bacillariophy-
ceae. Teil 3. Centrales, Fragilariaceae, Eunotiaceae. Jena:
Fischer.

Krammer, K., & Lange-Bertalot, H. (1991b). Bacillariophy-
ceae. Teil 4. Achnanthaceae, Kritische Ergdnzungen zu
Navicula (Lineolatae) und Gomphonema. Jena: Fischer.

Krammer, K., & Lange-Bertalot, H. (2000). Bacillariophyceae.
Part 5. English and French Translations of the Keys. Jena:
Fischer.

Kwandrans, J. (1993). Diatom communities of acidic mountain
streams in Poland. Hydrobiologia, 269, 335-342.



Environ Monit Assess (2009) 150:351-363

363

Ledger, M., & Hildrew, A. G. (1998). Temporal and spatial
variation in the epilithic biofilm of an acid stream.
Freshwater Biology, 40, 655-670.

Lohr, A. J., Sluik, R., Olaveson, M. M., Ivorra, W., Van Gestel,
C. A. M., & Van Straalen, N. M. (2006). Macroinverte-
brate and algal communities in an extremely acidic river
and the Kawah Ijen crater lake (pH<0.3), Indonesia.
Archiv fiir Hydrobiologie, 165, 1-21.

Meegan, S. K., & Perry, S. A. (1996). Periphyton communities
in headwater streams of different water chemistry in the
central Appalachian Mountains. Journal of Freshwater
Ecology, 11, 247-256.

Mulholland, P. J., Elwood, J. W., Palumbo, A. V., & Stevenson, R. J.
(1986). Effect of stream acidification on periphyton composi-
tion, chlorophyll and productivity. Canadian Journal of
Fisheries and Aquatic Sciences, 43, 1846—1858.

Niyogi, D. K., Mcknight, D. M., & Lewis, W. M. (1999).
Influences of water and substrate quality for periphyton in
a montane stream affected by acid-mine drainage. Lim-
nology and Oceanography, 44, 804-809.

Niyogi, D. K., Lewis, W. M., & McKnight, D. M. (2002).
Effects of stress from mine drainage on diversity, biomass,
and function of primary producers in mountain streams.
Ecosystems, 5, 554-567.

Oksanen, J., Kindt, R., Legendre, P., O’Hara, B., Henry, M.,
& Stevens, H. (2007). vegan: Community Ecology
Package. R package version 1.8-8. http://cran.r-project.
org/, http://r-forge.r-project.org/projects/vegan/.

Patrick, R. (1973). Use of algae, specially diatoms, in the
assessment of water quality. In J. Cairns Jr., & K. L.
Dickson (Eds.) Biological Methods for the Assessment of
Water Quality (pp. 76-95). Philadelphia, PA: American
Society for Testing and Materials.

Peakall, R., & Smouse, P. E. (2006). GENALEX 6: Genetic
analysis in Excel. Population genetic software for teaching
and research. Molecular Ecology Notes, 6, 288-295.

Planas, D. (1996). Acidification effects. In R. J. Stevenson, M. L.
Bothwell, & R. L. Lowe (Eds.) Algal Ecology: Freshwater
Benthic Ecosystems (pp. 497-530). London: Academic.

Quinn, G. P, & Keough, M. J. (2002). Experimental Design
and Data Analysis for Biologists. Cambridge, UK: Cam-
bridge University Press.

Sabater, S., & Admiraal, W. (2005). Periphyton as biological
indicators in managed aquatic ecosystems. In M. E. Azim,
M. C. J. Verdegem, A. A. van Dam, & M. C. M.

Beveridge (Eds.) Periphyton: Ecology, Exploitation and
Management (pp. 71-89). Cambridge, MA: CABI.

Sabater, S., Buchaca, T., Cambra, J., Catalan, J., Guasch, H.,
Ivorra, N., Munoz, 1., Navarro, E., Real, M., & Romani, A.
(2003). Structure and function of benthic algal communities
in an extremely acid river. Journal of Phycology, 39, 481.

Steinman, A. D., & Lamberti, G. A. (1996). Biomass and
pigments of benthic algae. In F. R. Hauer, & G. A.
Lamberti (Eds.) Methods in Stream Ecology (pp. 295—
313). San Diego, CA: Academic.

Stevenson, R. J., & Pan, Y. (1999). Assessing environmental
conditions in rivers and streams with diatoms. In E. F.
Stoermer, & J. P. Smol (Eds.) The Diatoms: Applications
for the Environmental and Earth Sciences (pp. 11-40).
Cambridge, UK: Cambridge University Press.

United States Environmental Protection Agency (2006). Na-
tional Recommended Water Quality Criteria. (USEPA).

van Dam, H. (1984). A guide to the literature for the
identification of freshwater diatoms in The Netherlands.
Hydrobiological Bulletin, 18, 11-16.

van Dam, H., Mertens, A., & Sinkeldam, J. (1994). A coded
checklist and ecological indicator values of freshwater
diatoms from The Netherlands. Netherlands Journal of
Aquatic Ecology, 28, 117-133.

Verb, R. G., & Vis, M. L. (2000). Comparison of benthic
diatom assemblages from streams draining abandoned and
reclaimed coal mines and nonimpacted sites. Journal of
the North American Benthological Society, 19, 274-288.

Verb, R. G., & Vis, M. L. (2005). Periphyton assemblages as
bioindicators of mine-drainage in unglaciated Western
Allegheny plateau lotic systems. Water, Air, & Soil
Pollution, 161, 227-265.

Warner, R. W. (1971). Distribution of biota in a stream polluted by
acid mine-drainage. Ohio Journal of Science, 71, 202-215.

Weber, C. L. (1973). Biological Field and Laboratory Methods for
Measuring the Quality of Surface Waters and Effluents. U.S.
Environmental Protection Agency, Cincinnati: 4-73-001.

Whitton, B. A., & Diaz, B. M. (1981). Influence of environ-
mental factors on photosynthetic species composition in
highly acidic waters. Verhandlungen—Internationale Ver-
einigung fuer Theoretische und Angewandte Limnologie,
21, 1459-1465.

Whitton, B. A., & Kelly, M. G. (1995). Use of algae and other
plants for monitoring rivers. Australian Journal of
Ecology, 20, 45-56.

@ Springer


http://cran.r-project.org/
http://cran.r-project.org/
http://r-forge.r-project.org/projects/vegan/

	Biomonitoring acidic drainage impact in a complex setting using periphyton
	Abstract
	Introduction
	Methods
	Site selection
	Water analyses
	Periphyton biomass and chlorophyll content
	Taxonomic analysis
	Data analysis

	Results
	Chemical and physical variables
	Periphyton biomass and chlorophyll
	Taxonomic analysis
	Relationship between environmental variables and periphyton attributes

	Discussion
	Impact on physicochemical water quality
	Impact detection using periphyton attributes

	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /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 <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


