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Abstract It is essential to know the nutrient limi-
tation status of biofilms to understand how they may
buffer uptake and export of nutrients from polluted
watersheds. We tested the effects of nutrient addi-
tions on biofilm biomass (chlorophyll a, ash free dry
mass (AFDM), and autotrophic index (Al, AFDM/chl
a)) and metabolism via nutrient-diffusing substrate
bioassays (control, nitrogen (N), phosphorus (P), and
N + P treatments) at 11 sites in the Upper Snake
River basin (southeast Idaho, USA) that differed in
the magnitude and extent of human-caused impacts.
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Water temperature, turbidity, and dissolved inorganic
N concentrations all changed seasonally at the study
sites, while turbidity and dissolved inorganic N and P
also varied with impact level. Chl a and Al on control
treatments suggested that the most heavily impacted
sites supported more autotrophic biofilms than less-
impacted sites, and that across all sites biofilms were
more heterotrophic in autumn than in summer.
Nutrient stimulation or suppression of biofilm bio-
mass was observed for chl a in 59% of the
experiments and for AFDM in 33%, and the most
frequent response noted across all study sites was N
limitation. P suppression of chl a was observed only
at the most-impacted sites, while AFDM was never
suppressed by nutrients. When nutrient additions did
have significant effects on metabolism, they were
driven by differences in biomass rather than by
changes in metabolic rates. Our study demon-
strated that biofilms in southeast Idaho rivers were
primarily limited by N, but nutrient limitation
was more frequent at sites with good water quality
than at those with poor water quality. Additionally,
heterotrophic and autotrophic biofilm components
may respond differently to nutrient enrichment,
and nutrient limitation of biofilm biomass should
not be considered a surrogate for metabolism in these
rivers.
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Introduction

Anthropogenic impacts can profoundly influence the
structure and function of streams and rivers. One of
the most widespread effects of human activities is an
increase in nutrient concentrations via both point and
non-point source loading (e.g., Royer et al., 2006).
Increased nutrient loads may have direct effects on
the nutrient uptake capacity of river ecosystems by
altering their structural and functional attributes
(Young & Huryn, 1999; Paul & Meyer, 2001; Meyer
et al., 2005). Meyer et al. (2005) argued that the
increased nutrient concentrations and export com-
monly associated with urban streams result from the
complex interactions between increasing nutrient
loads and decreased biological uptake capacity. There
is a need to understand how biological processes
interact with and affect nutrient concentrations in
watersheds, as nutrients that are exported from one
watershed are imported into reservoirs, rivers, and
estuaries downstream (Royer et al., 2006).

Nitrogen (N) and phosphorus (P) commonly limit
biofilm biomass in streams (Francoeur, 2001; Tank &
Dodds, 2003; Elser et al., 2007). Knowledge of how
nutrients limit biofilm biomass and metabolism is key
to understanding the effects of increased nutrient
loads on stream ecosystems, and can help direct
eutrophication management by focusing activities on
reducing concentrations of the limiting nutrient (e.g.,
Schindler, 1974; Dodds & Welch, 2000). This
approach has been successfully used to manage lake
eutrophication (Edmondson & Lehman, 1981). If
biofilm communities are nutrient limited, they can
increase growth and/or production in response to
additional nutrient loads, removing nutrients from the
water column and storing them (albeit temporarily) as
biomass. Nutrient saturation occurs when nutrient
loads exceed the biotic uptake capacity of ecosystems,
leading to increased nutrient export from watersheds
(Stoddard, 1994; Bernot & Dodds, 2005; Earl et al.,
2006). In streams where heterotrophs (fungi and
bacteria) are important members of biofilms, nutrient
additions have been observed to suppress algal
biomass (Bernhardt & Likens, 2004), and hetero-
trophs and autotrophs may be limited by different
nutrients in the same stream (Tank & Dodds, 2003).

Despite the interest in developing nutrient criteria
to manage eutrophication in streams (Dodds &
Welch, 2000), there have been few direct tests of
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the effects of nutrient enrichment on biofilm metab-
olism (but see Lock et al., 1990; Guasch et al., 1995).
Although some researchers have observed positive
linear relationships between biofilm primary produc-
tion and biomass (Bott et al., 1985; Morin et al.,
1999), others have observed weaker relationships
(Mulholland et al., 2001; Fellows et al., 2006a).
Biofilm biomass and metabolism might respond
differently to elevated nutrient concentrations for
several reasons. First, because nutrient uptake kinet-
ics fit a Michaelis—Menten relationship, primary
production may not increase further as nutrient
concentrations increase beyond the uptake capacity
of the biofilm community (Bernot & Dodds, 2005;
Earl et al., 2006). Second, the composition of algal
and microbial assemblages may shift, with differ-
ent taxa becoming more abundant at higher
nutrient concentrations (Fairchild et al., 1985),
altering responses to nutrient enrichment. Finally,
physical characteristics such as flow (Francoeur &
Biggs, 2006), light (Hill et al., 1995), and tempera-
ture (Marcarelli & Wurtsbaugh, 2006), and biological
controls such as invertebrate grazing (Rosemond
et al., 1993), are important structuring factors that
may alter relationships between biofilm biomass and
metabolic rates.

The goal of this study was to test the effects of
nutrient additions on biofilm biomass and metabolism
in the Upper Snake River basin (southeast Idaho,
USA). To test how in-stream nutrient concentrations
alter nutrient limitation of biofilms, we selected sites
that differed in the magnitude and extent of human-
caused impacts, and which therefore experienced a
range of nutrient concentrations. Specifically, we ask
if biofilm biomass and metabolism show similar
responses to nutrient enrichment, and whether their
responses to nutrient enrichment differ between
more-impacted and less-impacted sites.

Materials and methods
Study area

The Snake River, a major tributary of the Columbia
River, flows from its source in western Wyoming
across southeast Idaho in the Snake River Plain. We
used sites on the Snake River and on two of its
tributaries, the Portneuf and Blackfoot Rivers. Two
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bioassay locations on the Snake River were near
Blackfoot (Upper Snake, Lower Snake; Table 1,
Fig. 1). At the lower site, the Snake drains approx-
imately 32,110 km? (elevation 1,340—4,180 m.a.s.l.).
These two sites are relatively unimpacted with
overall good water quality (Table 1). Two additional
sites with overall good water quality were located on
the Blackfoot River (Upper Blackfoot, Lower Black-
foot; Table 1, Fig. 1). The Blackfoot, which enters
the Snake between the Upper and Lower Snake sites,
drains approximately 2,670 km” at the lower site
(elevation 1,420-2,980 m.a.s.l.). Six study sites were
located on the Portneuf River, which flows into the
Snake downstream of the Lower Snake site. The
Portneuf is heavily impacted by urban, industrial, and
agricultural land uses and contributes twice the total
phosphorus (TP) load present in the Snake River
upstream of its confluence with the Portneuf (Idaho
Department of Environmental Quality et al., 2006).
The Portneuf River is approximately 170 km long
and drains a 3,445 km’ basin (elevation 1,330-
2,825 m.a.s.l.). It is subjected to direct and indirect
nutrient loading, riparian and river channel degrada-
tion, and hydrologic regime alteration. Sites along the
Portneuf were distributed as follows: three sites with
increasing amount of agricultural land use impact
(Portneuf river kilometer (PRK) 130, 95, 52), one at
the beginning of a major urban area and below the

Table 1 Water characteristics at the bioassay study sites during

largest tributary input (PRK 36), one below the urban
area (PRK 21), and one downstream of both the urban
area and a large influx of groundwater that contains
high concentrations of inorganic N and orthophos-
phate from a major industrial site and adjacent
agriculture (PRK 18; Campbell et al., 1992). The
seventh site was on the largest tributary in the
Portneuf River network, which joins the Portneuf at
river kilometer 50. Marsh Creek (TRB 50) drains an
area heavily used for agriculture and has high nutrient
concentrations and a high sediment load (Fig. 1,
Table 1). Channel structure at all sites was typical of
mid-order, arid-land rivers, with wide channels, little
riparian shading, and high light exposures.

Environmental monitoring

Environmental conditions at all of the study sites
were monitored as part of regular water quality
monitoring efforts. Discharge was directly measured
at sites on the Portneuf using either a Flo-mate (Hach/
Marsh-McBirney, Frederick, MD, USA) or a Flow-
Tracker Handheld (SonTek/YSI, San Diego, CA,
USA) flow meter, based on the method of Davis et al.
(2001). All of the Blackfoot and Snake River sites
corresponded with United States Geological Survey
(USGS) gauging stations; therefore, Q at these sites
was taken as a mean of the gauged daily discharge

the NDS deployment periods in July—August and October—

November
River Site July—August October—November
Discharge Temp Turbidity DIN PO,~P  Discharge Temp Turbidity DIN  PO4,—P
(m*/s) (°C) (NTU) (mg/1) (mg/1) (m%/s) (°C) (NTU) (mg/l) (mg/l)
Blackfoot Upper 2.9 21.5 44 0.02 0.01 1.4 53 6.6 0.08 0.01
Lower 16.4 21.8 NA 0.01 0.01 3.7 NA NA 040  0.01
Snake Upper 154.3 19.0 1.9 0.04 0.01 112.3 6.7 1.2 0.19 0.01
Lower 58.1 19.8 4.1 0.02 0.01 97.9 7.9 6.5 0.13  0.01
Portneuf PRK 130 - - - - - 0.1 45 44 NA NA
PRK 95 4.3 18.2 6.1 0.46 0.03 32 124 59 073  0.02
PRK 52 0.6 19.8 30.3 0.32 0.01 4.0 8.8 11.9 0.64 0.01
PRK 36 1.8 20.7 20.6 0.32 0.02 6.3 8.1 12.5 0.64 0.02
PRK 21 2.9 20.6 14.2 0.25 0.01 6.7 79 14.4 0.67  0.06
PRK 18 9.3 16.1 43 2.62 1.44 13.0 10.1 7.1 220  1.04
Marsh TRB 50 1.5 20.7 14.1 0.46 0.03 2.4 8.5 11.8 1.10  0.03

— Indicates that bioassays were not conducted at that site during that time period; NA indicates that data is not available for that site

on that date
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(data available at http://waterdata.usgs.gov, site codes
13069500, 13060000, 13066000, 13063000). Water
temperature and turbidity were recorded at 10-min
intervals during the incubation period at a subset of
the sites using YSI 6820 or 6920 multi-parameter
sondes equipped with model 6560 combination
temperature/conductivity probes and model 6136
turbidity probes (YSI Incorporated, Yellow Springs,
OH, USA). At the remaining sites, water temperature
was monitored at 15-min intervals using HOBO
temperature loggers (Onset Computer Corporation,
Pocasset, MA, USA). Temperature and turbidity are
reported as mean daily values for the period of bio-
assay deployment. Dissolved nutrient samples were
collected at the study sites monthly and analyzed for
ammonium  (NH4-N), nitrate 4+ nitrite ~ (NO3z—
N 4+ NO,-N), and orthophosphate (PO4—P) using
EPA standard methods (United States Environmental
Protection Agency, 1983) by Energy Labs (Billings,
MT, USA). For our study, we considered all three
dissolved nitrogen species together as dissolved
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inorganic N (DIN). Water chemistry and sonde data
from the Portneuf River were collected to support
management plans and are available at http://www.
portneufriver.org.

Bioassay design

Bioassays were conducted at all sites in summer (July,
August) and autumn (October, November) 2006. On
the Portneuf, bioassays were conducted in July,
August, and late October, and on the Snake and
Blackfoot, they were conducted in July and early
November. Nutrient diffusing substrata (NDS) were
constructed following the design of Gibeau & Miller
(1989). Plastic 37-ml vials were filled with nutrient-
enriched 2% agar and capped with 2.6-cm diameter
fritted glass disks (Leco Corporation, St. Joseph, MI,
USA). Four nutrient treatments (control, N-enriched,
P-enriched, and N + P enriched) were used. Nitrogen
and P were added to the agar as 0.5 mol N/I as NaNO;
and 0.2 mol P/l as KH,PO,. At each site, six replicates
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of each treatment were randomly distributed within
one aluminum rack which was deployed on the
riverbed (approximate depth 0.5 m) for 14 days.

At the conclusion of the incubation period, NDS
vials were collected, placed into plastic bags, and
transported on ice to the laboratory where they were
frozen for storage. Within one month of collection,
the glass disks were separated from the vials and
analyzed for chlorophyll a (chl a) and ash-free dry
mass (AFDM) using standard methods (American
Public Health Association, 2005). Disks were
extracted in methanol overnight, and the methanol
was analyzed for chl a spectrophotometrically. Disks
were then dried to a constant weight, oxidized at
500°C for 4 h, rewetted, and dried to a constant
weight for AFDM determination following the
methods of Davis et al. (2001). Autotrophic index
(AI) was calculated as the ratio of AFDM to chl a
(AFDM/chl a; Steinman et al., 2006).

Metabolism measurement

To test the relationship between metabolism and
biomass, both were measured on the same substrata
on the August and October 2006 study dates. To
minimize transport and analysis time, metabolism
was only measured for samples from the Portneuf
River sites. The light—dark bottle technique was used
to measure net primary production (NPP), commu-
nity respiration (CR), and gross primary production
(GPP; Wetzel & Likens, 2000). At the study site,
rather than being placed in plastic bags, each
substrate was placed into a separate 480-ml glass
jar filled with river water. Replicates of each
treatment were split equally between dark and light
bottles, resulting in three light and three dark bottles
for each treatment at each site. Light and dark bottle
blanks containing only river water were also col-
lected at each study site. Jars were transported to a
greenhouse at Idaho State University where the
metabolism incubations occurred.

At the greenhouse, initial dissolved oxygen con-
centration (DO,) was measured in each jar using an
Accumet AR40 DO, meter (Fisher Scientific, Pitts-
burgh, PA, USA). Jars were then distributed to
minimize self-shading and incubated for 1.5-3 h.
Photosynthetically active radiation (PAR) was mon-
itored using a LI-COR Quantum sensor and LI-1000
data logger (LI-COR, Incorporated, Lincoln, NE,

USA), and averaged approximately 350 pumol pho-
tons m~2 s~ ' during the incubations. Air temperature
in the greenhouse was maintained at 20-23°C. After
the incubation period, final DO, concentration was
measured and incubation time was recorded. Vials
were then frozen and analyzed for biomass as
described above. Metabolism metrics (NPP, CR,
GPP) were calculated using the changes in light and
dark bottle DO, concentrations, corrected for changes
in blanks, using equations from Wetzel & Likens
(2000). Metabolism rates were then scaled per unit
chl a and AFDM biomass on the NDS.

Calculation of responses and statistical analysis

Differences in chl a and AFDM on control substrates
were compared among sites and seasons using two-
way analysis of variance (ANOVA, factors = site and
season). To determine nutrient limitation status,
responses of chl a, AFDM, GPP/chl a, and CR/chl a
were analyzed at each site on each study date using a
two-way ANOVA (factors = N presence/absence, P
presence/absence). Limitation was classified following
the criteria of Tank & Dodds (2003). Nutrient limita-
tion by a single nutrient (N or P) was indicated when a
significant response to only one nutrient was observed,
but the interaction term was not significant. Primary
limitation by either nutrient was indicated when a
significant response to either N or P added alone was
observed, and there was a significant interaction when
both nutrients were added simultaneously. Co-limita-
tion was indicated (1) if neither N nor P alone increased
biomass, but there was a significant interaction
between the two or (2) if both nutrients added
individually increased biomass, with or without a
significant interaction. No limitation was indicated by
the lack of a significant response to any single or
combined nutrient addition. ANOV As were conducted
in SAS version 9.1 (SAS Institute, Cary, NC, USA),
and significance was considered at o = 0.05.

Results

Seasonal and site variation in environmental
characteristics, biofilm biomass, and metabolism

Discharge, temperature, turbidity, and nutrient con-
centrations varied strongly among sites and with
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season. Discharge ranged from 0.1 to 154 m’/s and
varied seasonally between sites (Table 1). Discharge
on the Blackfoot and Snake River sites tended to be
lower during autumn than summer, except at the
lower Snake site where discharge almost doubled
during autumn. However, discharge increased at all
Portneuf and Marsh sites except PRK 95 in autumn
because of cessation of summer irrigation diversions.
In general, discharges were similar at the Portneuf
and Blackfoot sites, and 2-10 times higher at the
Snake sites. Water temperatures were warmer during
summer than autumn (Table 1). Temperature varied
the least seasonally at PRK 18 and 95, likely due to
groundwater inputs upstream of these sites. Turbidity
was low at the less-impacted Snake and Blackfoot
sites (1.2-6.6 NTU; Table 1). On the Portneuf,
turbidity was also low at the less-impacted PRK
130 and 95 sites (4.4-6.1 NTU), and then increased
at the more-impacted mid-river sites (PRK 52, 36,
and 21). At these mid-river sites, turbidity was higher
during summer (14.2-30.3 NTU) than autumn
(11.9-14.4 NTU). Turbidity was lower at the PRK
18 site, again because of the groundwater inputs
above this site. DIN concentrations tended to be
greater during autumn than summer at all study sites,
while there was no consistent seasonal pattern for
PO4—P (Table 1). DIN concentrations on the Portneuf
were typically 1-2 orders of magnitude greater than
those at the Snake and Blackfoot sites. On the
Portneuf, DIN declined slightly (summer) or
remained steady (autumn) between PRK 95 and
PRK 21, and then increased 3-10-fold between the
PRK 21 and PRK 18 sites at all sampling times
(Table 1). PO4~P concentration on the Portneuf
showed similar patterns to DIN, but with much larger
increases (17-140-fold) between PRK 21 and PRK
18 (Table 1).

Chl a concentrations were significantly greater in
summer than in autumn across all sites, and generally
greater at the Portneuf than the Snake or Blackfoot
sites (two-way ANOVA, Fy 131 = 22.9, P < 0.001;
Fig. 2A-C). Chl a concentration was greatest at the
heavily impacted TRB 50 (Marsh Creek), and lowest
at less-impacted PRK 130 (Table 2A). In addition,
chl a concentration was significantly greater at the
more-impacted PRK 52, 21, and 18 than at the less-
impacted Upper Snake or Lower Blackfoot sites. A
final group of sites (PRK 36, 95, Lower Snake, and
Upper Blackfoot) had chl a concentrations that were
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intermediate and not significantly different from one
another (Table 2A).

In contrast to chl a, Al (AFDM/chl a) was
significantly greater during autumn than summer
across all sites, indicating a more heterotrophic
community in autumn (two-way ANOVA, Fyq
131 = 14.1, P < 0.001; Fig. 2D-F). The among-site
differences in Al were opposite to those of chl a, with
the less-impacted PRK 130 having the greatest Al
and the more-impacted TRB 50 and PRK 52 the
lowest (Table 2B). Between these extremes were two
groups of sites that were not significantly different
from one another: the first contained Lower Black-
foot, PRK 95, PRK 36, and Upper Snake, and the
second contained Lower Snake, PRK 21, and 18
(Table 2B). Al at Upper Blackfoot was intermediate
between and not statistically different from these two
groups. Differences in chl a and Al suggest that the
most heavily impacted sites on the Portneuf (PRK 52,
18 and 21) and Marsh Creek (TRB 50) supported
more autotrophic biofilms than other, less-impacted
sites on the Portneuf (e.g., PRK 130 and 95), Snake,
and Blackfoot, and that across all sites biofilms were
more heterotrophic in autumn than in summer.

Although limited to sites on the Portneuf and
Marsh Creek, GPP and CR on control NDS also
varied among sites and between the two sampling
dates (Fig. 3). A two-way ANOVA showed signifi-
cant differences in GPP/chl a due to both season and
site (F1, 22 = 3.6, P = 0.005), with higher rates in
summer than in autumn (Fig. 3). In August, GPP/chl
a was greater at PRK 95, 52, and 36 than at PRK 21,
PRK 18, and TRB 50 (Fig. 3A), likely because of
increased chl a concentrations at the three lower sites
(Fig. 2B). Despite greater CR/chl a values across
sites in autumn versus summer, the two-way ANOVA
was marginally non-significant (Fy;, 23 = 2.0,
P = 0.07), perhaps because of high variability and
low replication at each site (Fig. 3A, B). However,
higher CR/chl a during autumn was related to
observations of more heterotrophic communities
(higher AI) in autumn (Fig. 2F).

Nutrient limitation of biofilm biomass and
metabolism

In the 27 NDS tests, nutrient stimulation or suppres-
sion of biofilm biomass was observed for chl a in 16
cases (59%) and for AFDM in 9 (33%; Table 3). For
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all 27 tests, the most common chl a response
observed was P suppression (18%), followed by N
stimulation (15%), N and P co-stimulation (11%),
primary N secondary P co-stimulation (11%), and N
suppression (4%). The most common AFDM
responses were N stimulation (15%) and N and P
co-stimulation (15%), followed by primary N sec-
ondary P co-stimulation (4%). Phosphorus alone
never stimulated or suppressed AFDM, and nutrient
suppression of AFDM was never observed.

The biomass responses to nutrient enrichment
differed among sites, and were more different in July
than in October. In July, chl a at all four and AFDM
at three of four less-impacted Snake and Blackfoot
sites were significantly stimulated by N alone or N

and P together. In contrast, on the Portneuf and Marsh
Creek in July, chl a at one of six and AFDM at four of
six sites was stimulated by N alone or by N and P
together (Table 3). On the Portneuf and Marsh Creek
in August, chl a was stimulated at four of six sites by
N alone or by N and P together, while AFDM was
never stimulated. Nutrient stimulation responses were
rare in October/November across all the study sites (1
of 11 cases for chl a, 2 of 11 for AFDM). Suppression
of chl a by P was observed only at three heavily
impacted sites, PRK 21 (November), PRK 18 (July
and August), and TRB 50 (July and November).
When nutrient additions had significant effects on
metabolism (GPP and CR), they were driven by
differences in biomass rather than by changes in
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Table 2 Post hoc Tukey

groupings of (A) chl a . A Tukey B Tukey
biomass and (B) autotrophic Site Site
index (AI, AFDM/chl a) on Groupings Groupings
control NDS across all
study sites TRB 50 PRK 130 A
PRK52 ] B LowerBlackfoot B
PRK 21 B C PRK 95 B C
PRK 18 B C PRK 36 B C
‘LowerSnake ~ C D Upper Snake B C
PRK 36 C D “Upper Blackfoot BCD
PRK 95 cCD ‘Lower Snake cCD
Upper Blackfoot C D PRK 21 C D
“Upper Snake D PRK 18 CD
Tests were performed after
significant differences were Lower Blackfoot D PRK 52 D E
determined using two-way
PRK 130 E TRB 50 E

ANOVA (see text for
details). Dashed lines

illustrate possible grouping
of sites

metabolic rates. When metabolism rates were scaled
per unit area of the NDS (not normalized for biomass
differences on the disks) there were no significant
differences due to nutrient addition observed for
either GPP or CR, except for P suppression of CR at
PRK 36 in August (two-way ANOVA, F3 g = 4.7,
P = 0.03). It should be noted that we measured a
number of negative values for GPP; however,
whenever these negative values were measured the
standard errors were large and included zero. When
normalized to chl a biomass of the biofilms, GPP was
significantly suppressed by N on two of six occasions
in August, simultaneously stimulated by P and
suppressed by N on one occasion and suppressed by
P and stimulated by N on one occasion, while CR was
suppressed by N on one occasion and co-suppressed
by N and P on one occasion. Almost all of these
responses correspond to stimulation of chl a by N or
N and P together (Table 4). Both biomass and
metabolism responses to nutrients were rare in
October. At this time, GPP/chl a was never affected
by nutrients, and CR/chl a was suppressed by P on
one occasion, stimulated by N on one occasion, and
stimulated by P and suppressed by N on one
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occasion. None of these responses corresponded to
significant biomass responses (Table 4).

Discussion

Biomass responses to nutrient addition across
study sites

It is important to understand the interactions among
nutrient supply, nutrient demand, and biofilm bio-
mass and metabolism in streams, as biotic uptake can
be an important mechanism that controls in-stream
nutrient concentrations (Fellows et al.,, 20006a;
Mulholland et al., 2006). Our results demonstrate
that in southeast Idaho rivers, biofilm biomass
responses to nutrient addition bioassays are highly
variable both spatially and seasonally. Chl a was
affected by nutrient additions in 59% of cases and
AFDM in 33%. This response rate is typical of those
observed in other stream systems; Francoeur (2001)
found in a meta-analysis that chl a significantly
responded to nutrients in 57% of nutrient bioassay
experiments considered.
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respiration or CR, scaled per unit chl @, on NDS controls in (A)
August and (B) October, £SE. Sites are arranged on the X-axis
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The most commonly limiting nutrient for both
biomass metrics was N, either alone or co-limiting
with P (100% of AFDM and 63% of chl a responses).
Despite the common paradigm that P limits algal
biomass in freshwater ecosystems, N limitation of
algal biomass was also the most frequent response
noted in an interbiome stream nutrient limitation
study (Tank & Dodds, 2003), and meta-analyses
reveal frequent N and P co-limitation of algal
biomass in both streams (Francoeur, 2001) and lakes
(Elser et al., 1990, 2007). It should be noted that our
study excluded macrophyte biomass and metabolism,
which may comprise a significant portion of the
primary producer biomass in certain reaches of the
study rivers. Studies in the Portneuf River have
demonstrated that rooted macrophytes are able to
increase biomass and tissue P concentrations in
response to increased P loads (Wilhelm, 2006).

Both water quality and nutrient limitation patterns
appear to have been affected by the varying land use,
particularly during summer. Less-impacted sites
(Upper and Lower Snake, Upper and Lower Black-
foot, and Portneuf PRK 130 and 95) had lower DIN
concentrations and turbidities, while more-impacted
sites (Portneuf PRK 52, 36, 21, 18 and Marsh Creek
TRB 50) had higher nutrient concentrations,

Table 3 Chl @ and AFDM responses to nutrient enrichments at each study site and date, determined using two-way ANOVA

River Site Chl a AFDM
July August October/ July August October/
November November
Blackfoot Upper 1° N+ 2° P4##* NS NS - NP+*
Lower 1° N+ 2° P#** - NS N+* - NS
Snake Upper 1° N+ 2° P##* - NS N+ #% - NS
Lower NP+ ##* - NS N+** - NS
Portneuf PRK 130 - - Nk - - NP+
PRK 95 NS N## NS NS NS NS
PRK 52 NS NP+ #* NS NP+* NS NS
PRK 36 N—* N+#%* NS 1° N+ 2° P+* NS NS
PRK 21 NP+* N+#* pP—* NP+ *** NS NS
PRK 18 pP—* P -k NS NS NS NS
Marsh TRB 50 P—* NS pP—* N+* NS NS
* Indicates P = 0.01-0.05, ** indicates P = 0.001-0.01, *** indicates P < 0.001
Bold letters indicate the type of response, N = nitrogen, P = phosphorus, NP = nitrogen + phosphorus co-limitation
1° = primary limitation, 2° = secondary limitation, + = stimulation response, — = suppression response, NS indicates no

significant response was observed, — indicates that bioassays were not conducted at that site during that time period
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Table 4 Comparison of nutrient limitation in August and October at sites on the Portneuf River and Marsh Creek where both
biomass and metabolic parameters were estimated, determined using two-way ANOVA

Site August October

Chl a AFDM GPP/chl a CR/chl a Chl a AFDM GPP/chl a CR/chl a
PRK 130 - - - - N ##% NP+ ##% NS NS
PRK 95 N+#** NS N N—* NS NS NS NS
PRK 52 NP+ ** NS NS NS NS NS NS P—*
PRK 36 N+** NS N—* NP —##% NS NS NS NS
PRK 21 N+ #%* NS NS NS P—* NS NS NS
PRK 18 Pk NS P+, N—#¥* NS NS NS NS N+*
TRB 50 NS NS N+, P—* NS pP—* NS NS P+, N—*

* Indicates P = 0.01-0.05, ** indicates P = 0.001-0.01, *** indicates P < 0.001

Bold letters indicate a significant nutrient response and the direction of that response, N = nitrogen, P = phosphorus,

NP = nitrogen + phosphorus co-limitation

1° = primary limitation, 2° = secondary limitation, + = stimulation response, — = suppression response, NS indicates no
significant response was observed, — indicates that bioassays were not conducted at that site during that time period

turbidities, and chl a concentrations. In summer, the
frequency of N limitation was higher at less-impacted
sites than at more-impacted sites, and P suppression
was observed only at the most-impacted study sites.
More-impacted sites tended to have higher turbidity,
which is positively related to light attenuation
(Davies-Colley & Smith, 2001). Therefore, it is
likely that more-impacted sites had lower overall
light availability than less-impacted sites, which
could also be related to the lower frequency of
nutrient limitation responses at more-impacted sites
(von Schiller et al., 2007).

Nutrient limitation responses were rare in autumn,
even at the least-impacted sites. For example, in
August biofilms at the Blackfoot and Snake River sites
were very clearly limited by N or N and P together,
while they were not nutrient limited in October. The
lack of responses to nutrient additions in autumn
could have been due to low water temperature, higher
nutrient concentrations, and low light availability.
Other studies have observed positive relationships
between water temperature and algal biomass (Lam-
berti & Resh, 1983; Fellows et al., 2006b), and the
presence of additional nutrients in the water column
could suppress biomass responses on NDS. In the
current study, temperature showed much more dra-
matic differences seasonally than spatially, despite the
potential for human impacts to alter water tempera-
tures (Paul & Meyer, 2001; Hagen et al., 2006),
perhaps contributing to the large differences in nutri-
ent limitation observed seasonally versus among sites.

@ Springer

It is also possible that seasonal changes in light
availability lead to lack of nutrient limitation
responses by biofilms in autumn, as light availability
has been linked to nutrient limitation responses in
other studies (e.g., Tank and Dodds, 2003; von Schiller
et al., 2007; but see Mosisch et al., 1999).

Despite the frequent responses of chl a to nutrient
additions, metabolism responses seemed to be driven
by changes in biomass rather than metabolic rates,
which could be a result of the way we measured
metabolism. First, although bottle incubations are easy
to conduct and replicate, they are problematic because
they eliminate water flow and subsequent gas
exchange between the biofilm and overlying water
(Hall et al., 2007) and can supersaturate easily with
oxygen or carbon dioxide (Bottet al., 1997). We opted
for bottle assays despite their limitations because we
were interested in their potential as a management tool
and in comparing a large number of nutrient treatments
among many sites. Second, we measured metabolism
after 14 days of deployment, when diffusion rates
from NDS have decreased from initial rates and
biofilms would be experiencing lower nutrient con-
centrations than when initially deployed (Rugenski
et al., 2008). The effects of decreased nutrient-diffu-
sion rates on biomass metrics should be less
pronounced than on metabolism, as biofilms grow
gradually and therefore integrate biomass responses to
nutrient enrichment over time. In contrast, metabolic
rates are instantaneous measurements and not inte-
grated over time. However, at 14 days nutrients should
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still be diffusing from the substrate, as other studies
reported that nutrients are not depleted until after
21 days (Fairchild et al., 1985; Rugenski et al., 2008).

Assuming that our metabolic responses relative to
control treatments would not be affected by the
methodological limitations identified above, it is
notable that in this eutrophic river, production and
respiration responses to nutrient additions seemed to
be mediated by increases in biomass, and not
increases in overall biofilm metabolism. This could
suggest that biofilm metabolism in this system is
saturated with respect to nutrients at all of our study
sites (e.g., Earl et al., 2006), or that some other factor
is limiting primary production in our system. Bio-
mass and metabolism of biofilm communities showed
different responses to nutrient limitation when mea-
sured simultaneously. Therefore, biomass should not
be considered a surrogate for biofilm metabolism in
this ecosystem.

Evidence for autotrophic—heterotrophic
competition in bioassay experiments

Phosphorus additions suppressed algal chl a in 18% of
our experiments and only at the three most-impacted
study sites (PRK 18, PRK 21, and TRB 50). Nitrogen
suppression of algal biomass has been observed in
headwater forest streams (Bernhardt & Likens, 2004),
and P suppression of chl a has been observed in several
other stream studies (Mosisch et al., 1999; Tank &
Dodds, 2003). It is notable that although P additions
decreased chl a in this study, there was never a
concomitant decrease in AFDM, which includes algal
biomass as well as heterotrophic biofilm components
such as bacteria and fungi. It has been hypothesized
that suppression of chl a could be due to competition
between algae and heterotrophic bacteria for P, as the
latter are superior competitors for this nutrient (Brus-
sard & Riegman, 1998; Danger et al., 2007).

We hypothesize that at high nutrient sites, limita-
tion of biofilms by N and P is alleviated and
heterotrophic bacteria become limited by carbon
supply, while autotrophic algae can fix carbon and
therefore out-compete the heterotrophs. This could
explain some of the differences in responses we
observed between more- and less-impacted sites. For
example, at our most-nutrient-impacted sites (PRK
18, PRK 21, and TRB 50), the Al on control NDS
was significantly lower than at the other study sites,

meaning the communities at those sites were more
autotrophic, despite potential decreases in light
availability due to increased water turbidity. In
contrast, the Al generally increased at less-nutrient-
impacted sites, suggesting that the communities at
these sites were more heterotrophic, perhaps because
of nutrient competition between algae and bacteria or
fungi. Alternately, algal community composition at
the most nutrient rich sites could have shifted to
include more chl a rich species, which could have the
same effect on the chl a-AFDM balance and resulting
Al value. However, as we did not analyze community
composition on our nutrient diffusing substrata, we
do not have data to test this hypothesis.

The relative abundance of autotrophic and hetero-
trophic community elements varied seasonally, as chl
a concentration decreased from summer to autumn
while the autotrophic index increased. This suggests
that biofilms are more dominated by heterotrophs in
autumn than in summer. In addition, respiration by
biofilm communities was greater in autumn than in
summer, suggesting that the seasonal shift between
autotrophs and heterotrophs translated into altered
biofilm metabolism patterns. However, it is unclear
what environmental factor led to this shift. Water
temperatures were lower in autumn than in summer
across all study sites, while DIN concentrations
increased. Leaf fall also occurs during October and
November in this area, which in streams is linked to
increased organic C concentrations (Meyer et al.,
1998) and increased heterotrophic activity (Bernhardt
& Likens, 2002). It is all the more interesting that
heterotrophic community responses occurred on the
inorganic growth substrates used in the current study;
organic growth substrates might further alter hetero-
trophic community responses (e.g., wood; Tank &
Webster, 1998; Tank & Dodds, 2003). Further
experiments with concomitant manipulations of
nutrient and carbon supply are necessary to explicitly
test our autotroph—heterotroph competition hypothe-
sis in streams.

Conclusions
Our study demonstrated that biofilms in southeast
Idaho rivers were primarily limited by N. Nutrient

limitation was more frequent at sites with good water
quality than at sites with poor water quality, and was
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more common in summer than in autumn. In addition,
responses of biofilm metabolism to nutrient additions
were driven by changes in community biomass rather
than changes in metabolic rates. While biofilm
biomass is important for assessing river trophic state
(Biggs, 2000), metabolism may be a more important
metric for understanding the energy available for food
web production (Lindeman, 1942) or the nutrient
uptake capacity of the biotic community (Mulholland
et al., 2006). A more thorough analysis of nutrient
limitation in these rivers should include macrophyte
communities, which comprise a significant portion of
the primary producer biomass in certain river reaches.
One important implication of our findings is that
heterotrophic and autotrophic biofilm components
have the potential to respond differently to nutrient
enrichments seasonally and across water-quality
impacts. Future work should focus on this interaction
among biofilm components and the commonly
observed P suppression responses to gain a more
complete understanding of how biofilms may respond
to and buffer uptake and export of nutrient loads from
nutrient-polluted rivers and watersheds.

Acknowledgments This work was funded by the NSF-Idaho
EPSCoR program (EPS 04-47689), the Idaho Department of
Environmental Quality (EPA X7-96009701), and, for Inouye,
was completed in part while serving at the National Science
Foundation. Any opinion, findings, and conclusions or
recommendations expressed in this material are those of the
authors and do not necessarily reflect the views of the National
Science Foundation. Collaborators at the Idaho DEQ (G.
Mladenka, M. Rowe, and A. Ray) provided valuable guidance,
discussion, and field assistance for this project. The Shoshone-
Bannock tribes graciously provided access to study sites on Fort
Hall Reservation; we thank S. Matsaw and C. Tanaka for their
assistance. C. Baxter, R. Clay, S. Matsaw, S. Mathies, M.
Mineau, A. Ruiz, M. Thompson, and C. Waite provided field
and/or lab assistance. J. Anderson provided cartographic services
for Fig. 1. The chemistry and sonde data were collected as part of
the Portneuf Basin Monitoring Program, and is supported by the
Center for Ecological Research and Education at Idaho State
University, the City of Pocatello, J. R. Simplot Company, the
Portneuf Soil and Water Conservation District, the Shoshone-
Bannock Tribes, Three Rivers RC&D Council Inc., the United
States Environmental Protection Agency, Rapid Creek Research
Inc., and the Idaho Departments of Agriculture, Environmental
Quality, and Fish and Game.

References

American Public Health Association, 2005. Standard Methods
for the Examination of Water and Wastewater. American
Public Health Association, Washington DC.

@ Springer

Bernhardt, E. S. & G. E. Likens, 2002. Dissolved organic
carbon enrichment alters nitrogen dynamics in a forest
stream. Ecology 83: 1689-1700.

Bernhardt, E. S. & G. E. Likens, 2004. Controls on periphyton
biomass in heterotrophic streams. Freshwater Biology 49:
14-27.

Bernot, M. J. & W. K. Dodds, 2005. Nitrogen retention,
removal, and saturation in lotic ecosystems. Ecosystems
8: 442-453.

Biggs, B. J. F., 2000. Eutrophication of streams and rivers:
dissolved nutrient—chlorophyll relationships for benthic
algae. Journal of the North American Benthological
Society 19: 17-31.

Bott, T. L., J. T. Brock, C. S. Dunn, R. J. Naiman, R. W. Ovink
& R. C. Petersen, 1985. Benthic community metabolism
in four temperate stream systems: an inter-biome com-
parison and evaluation of the river continuum concept.
Hydrobiologia 123: 3-45.

Bott, T. L., J. T. Brock, A. Baattrup-Pederson, P. A. Chambers,
W. K. Dodds, K. T. Himbeault, J. R. Lawrence, D. Planas,
E. Snyder & G. M. Wolfaardt, 1997. An evaluation of
techniques for measuring periphyton metabolism in
chambers. Canadian Journal of Fisheries and Aquatic
Sciences 54: 715-725.

Brussard, C. P. D. & R. Riegman, 1998. Influence of bacteria
on phytoplankton cell mortality with phosphorus or
nitrogen as the algal-growth-limiting nutrient. Aquatic
Microbial Ecology 14: 271-280.

Campbell, T., S. Wood, R. James, R. Rodriguez & G. M.
Arcand, 1992. An evaluation of the concentration of
orthophosphate in the Portneuf River, Idaho. Journal of
the Idaho Academy of Science 28: 40—47.

Danger, M., C. Oumarou, D. Benest & G. Lacroix, 2007.
Bacteria can control stoichiometry and nutrient limitation
of phytoplankton. Functional Ecology 21: 202-210.

Davies-Colley, R. J. & D. G. Smith, 2001. Turbidity, sus-
pended sediment, and water clarity: a review. Journal of
the American Water Resources Association 37: 1085—
1101.

Davis, J. C., G. W. Minshall, C. T. Robinson & P. Landres,
2001. Monitoring wilderness stream ecosystems. General
Technical Report RMRS-GTR-70. US Department of
Agriculture, Forest Service, Rocky Mountain Research
Station, Ogden, UT.

Dodds, W. K. & E. B. Welch, 2000. Establishing nutrient
criteria in streams. Journal of the North American Ben-
thological Society 19: 186-196.

Earl, S. E., H. M. Valett & J. R. Webster, 2006. Nitrogen
saturation in stream ecosystems. Ecology 87: 3140-3151.

Edmondson, W. T. & J. T. Lehman, 1981. The effect of
changes in the nutrient income on the condition of Lake
Washington. Limnology and Oceanography 26: 1-29.

Elser, J. J., E. R. Marzolf & C. R. Goldman, 1990. Phosphorus
and nitrogen limitation of phytoplankton growth in the
freshwaters of North America: a review and critique of
experimental enrichments. Canadian Journal of Fisheries
and Aquatic Sciences 47: 1468-1477.

Elser, J. J., M. E. S. Bracken, E. E. Cleland, D. S. Gruner, W.
S. Harpole, H. Hillebrand, J. T. Ngai, E. W. Seabloom, J.
B. Shurin & J. E. Smith, 2007. Global analysis of nitrogen
and phosphorus limitation of primary producers in



Hydrobiologia (2009) 620:63-76

75

freshwater, marine and terrestrial ecosystems. Ecology
Letters 10: 1135-1142.

Fairchild, G. W., R. L. Lowe & W. B. Richardson, 1985. Algal
periphyton growth on nutrient-diffusing substrates: an in
situ bioassay. Ecology 66: 465-472.

Fellows, C. S., H. M. Valett, C. N. Dahm, P. J. Mulholland &
S. A. Thomas, 2006a. Coupling nutrient uptake and
energy flow in headwater streams. Ecosystems 9: 788—
804.

Fellows, C. S., J. E. Clapcott, J. W. Udy, S. E. Bunn, B. D.
Harch, M. J. Smith & P. M. Davies, 2006b. Benthic
metabolism as an indicator of stream ecosystem health.
Hydrobiologia 572: 71-87.

Francoeur, S. N., 2001. Meta-analysis of lotic nutrient
amendment experiments: detecting and quantifying subtle
responses. Journal of the North American Benthological
Society 20: 358-368.

Francoeur, S. N. & B. J. F. Biggs, 2006. Short-term effects of
elevated velocity and sediment abrasion on benthic algal
communities. Hydrobiologia 561: 59-69.

Gibeau, G. G. & M. C. Miller, 1989. A micro-bioassay for
epilithon using nutrient-diffusing artificial substrata.
Journal of Freshwater Ecology 5: 171-176.

Guasch, H., E. Marti & S. Sabater, 1995. Nutrient enrichment
effects on biofilm metabolism in a Mediterranean stream.
Freshwater Ecology 33: 373-383.

Hagen, E. M., J. R. Webster & E. F. Benfield, 2006. Are leaf
breakdown rates a useful measure of stream integrity
along an agricultural landuse gradient? Journal of the
North American Benthological Society 25: 330-343.

Hall, R. O., S. Thomas & E. E. Gaiser, 2007. Measuring
freshwater primary production and respiration. In Fahey,
T. J. & A. K. Knapp (eds), Principles and Standards for
Measuring Primary Production. Oxford University Press,
New York: 175-203.

Hill, W. R, M. G. Ryon & E. M. Schilling, 1995. Light lim-
itation in a stream ecosystem: responses by primary
producers and consumers. Ecology 76: 1297-1309.

Idaho Department of Environmental Quality, Shoshone-Ban-
nock Tribes, Environmental Protection Agency, 2006.
American Falls Subbasin Total Maximum Daily Load
Plan: Subbasin Assessment and Loading Analysis. Idaho
Department of Environmental Quality, Pocatello, ID.

Lamberti, G. A. & V. H. Resh, 1983. Geothermal effects on
stream benthos: separate influences of thermal and
chemical components on periphyton and macroinverte-
brates. Canadian Journal of Fisheries and Aquatic
Sciences 40: 1995-2009.

Lindeman, R. L., 1942. The trophic-dynamic aspect of ecol-
ogy. Ecology 23: 399-418.

Lock, M. A., T. E. Ford, M. A. J. Hullar, M. Kaufman, J. R.
Vestal, G. S. Volk & R. M. Ventullo, 1990. Phosphorus
limitation in an Arctic river biofilm — a whole ecosystem
experiment. Water Research 24: 1545-1549.

Marcarelli, A. M. & W. A. Wurtsbaugh, 2006. Temperature
and nutrients interact to control nitrogen fixation in oli-
gotrophic  streams: an experimental examination.
Limnology and Oceanography 51: 2278-2289.

Meyer, J. L., B. J. Wallace & S. L. Eggert, 1998. Leaf litter as a
source of dissolved organic carbon in streams. Ecosystems
1: 240-249.

Meyer, J. L., M. J. Paul & W. K. Taulbee, 2005. Stream eco-
system function in urbanizing landscapes. Journal of the
North American Benthological Society 24: 602-612.

Morin, A., W. Lamoureux & J. Busnarda, 1999. Empirical
models predicting primary productivity from chlorophyll
a and water temperature for stream periphyton and lake
and ocean phytoplankton. Journal of the North American
Benthological Society 18: 299-307.

Mosisch, T. D., S. E. Bunn, P. M. Davies & C. J. Marshall,
1999. Effects of shade and nutrient manipulation on
periphyton growth in a subtropical stream. Aquatic Bot-
any 64: 167-177.

Mulholland, P. J., C. S. Fellows, J. L. Tank, N. B. Grimm, J. R.
Webster, S. K. Hamilton, E. Marti, L. Ashkenas, W. B.
Bowden, W. K. Dodds, W. H. McDowell, M. J. Paul & B.
J. Peterson, 2001. Inter-biome comparison of factors
controlling stream metabolism. Freshwater Biology 46:
1503-1517.

Mulholland, P. J., S. A. Thomas, H. M. Valett, J. R. Webster &
J. Beaulieu, 2006. Effects of light on NO;~ uptake in
small forested streams: diurnal and day-to-day variations.
Journal of the North American Benthological Society 25:
583-595.

Paul, M. J. & J. L. Meyer, 2001. Streams in the urban land-
scape. Annual Review of Ecology and Systematics 32:
333-365.

Rosemond, A. D., P. J. Mulholland & J. W. Elwood, 1993.
Top-down and bottom-up control of stream periphyton:
effects of nutrients and herbivores. Ecology 74: 1264—
1280.

Royer, T. V., M. B. David & L. E. Gentry, 2006. Timing of
riverine export of nitrate and phosphorus from agricultural
watersheds in Illinois: implications for reducing nutrient
loading to the Mississippi River. Environmental Science
and Technology 40: 4126-4131.

Rugenski, A. T., A. M. Marcarelli, H. A. Bechtold & R. S.
Inouye, 2008. Effects of temperature and concentration on
nutrient release rates from nutrient diffusing substrates.
Journal of the North American Benthological Society 27:
52-57.

Schindler, D. W., 1974. Eutrophication and recovery in
experimental lakes: implications for lake management.
Science 184: 897-899.

Steinman, A. D., G. A. Lamberti & P. R. Leavitt, 2006. Bio-
mass and pigments of benthic algae. In Hauer, F. R. &
G. A. Lamberti (eds), Methods in Stream Ecology, 2nd ed.
Academic Press, San Diego: 357-379.

Stoddard, J. L., 1994. Long-term changes in watershed reten-
tion of nitrogen. In Baker, L. A. (ed.), Environmental
Chemistry of Lakes and Reservoirs. American Chemical
Society, Washington DC: 223-284.

Tank, J. L. & W. K. Dodds, 2003. Nutrient limitation of epi-
lithic and epixylic biofilms in ten North American
streams. Freshwater Biology 48: 1031-1049.

Tank, J. L. & J. R. Webster, 1998. Interaction of substrate and
nutrient availability on wood biofilm processes in streams.
Ecology 79: 2168-2179.

United States Environmental Protection Agency, 1983. Meth-
ods of Chemical Analysis of Water and Wastes, EPA-600/
4-79-020. National Exposure Research Laboratory,
Cincinnati.

@ Springer



76

Hydrobiologia (2009) 620:63-76

von Schiller, D., E. Marti, J. L. Riera & F. Sabater, 2007.
Effects of nutrients and light on periphyton biomass and
nitrogen uptake in Mediterranean streams with contrasting
land uses. Freshwater Biology 52: 891-906.

Wetzel, R. G. & G. E. Likens, 2000. Limnological Analyses.
Springer, New York.

@ Springer

Wilhelm, C. P., 2006. Assessing phosphorus inputs in the lower
Portneuf River through measurement of macrophyte bio-
mass. Journal of the Idaho Academy of Science 42: 32—40.

Young, R. G. & A. D. Huryn, 1999. Effects of land use on
stream metabolism and organic matter turnover. Ecolog-
ical Applications 9: 1359-1376.



	Nutrient limitation of biofilm biomass and metabolism �in the Upper Snake River basin, southeast Idaho, USA
	Abstract
	Introduction
	Materials and methods
	Study area
	Environmental monitoring
	Bioassay design
	Metabolism measurement
	Calculation of responses and statistical analysis

	Results
	Seasonal and site variation in environmental characteristics, biofilm biomass, and metabolism
	Nutrient limitation of biofilm biomass and metabolism

	Discussion
	Biomass responses to nutrient addition across study sites
	Evidence for autotrophic-heterotrophic competition in bioassay experiments

	Conclusions
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /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
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /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 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /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 0.15
    /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /Description <<
    /ENU <>
    /DEU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [5952.756 8418.897]
>> setpagedevice


