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ABSTRACT 14 

Nitrogen (N) and phosphorus (P) are limiting nutrients for many plant communities 15 

worldwide.  Foliar N and P along with leaf area are among the most important controls on 16 

photosynthesis and hence productivity. However, foliar N and P are typically assessed as 17 

species level traits, whereas productivity is often measured at the community scale. Here, 18 

we compared the community-level traits of leaf area index (LAI) to total foliar nitrogen 19 

(TFN) and total foliar phosphorus (TFP) across nearly three orders of magnitude LAI in 20 

grazed and ungrazed tallgrass prairie in north-eastern Kansas, USA. LAI was strongly 21 

correlated with both TFN and TFP across communities, and also within plant functional 22 

types (grass, forb, woody, and sedge) and grazing treatments (bison or cattle, and 23 

ungrazed). Across almost the entire range of LAI values and contrasting communities, 24 

TFN:TFP ratios indicated co-limitation by N and P in almost all communities; this may 25 

further indicate a community scale trend of an optimal N and P allocation per unit leaf area 26 

for growth. Previously, results from the arctic showed similar tight relationships between 27 

LAI:TFN, suggesting N is supplied to canopies to maximize photosynthesis per unit leaf 28 

area.  This tight coupling between LAI, N and P in tallgrass prairie suggests a process of 29 

optimal allocation of N and P, wherein LAI remains similarly constrained by N and P 30 

despite differences in species composition, grazing, and canopy density.  31 

Keywords: grazers, co-limitation, grassland, fire, nutrients 32 

  33 
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INTRODUCTION 34 

In many terrestrial ecosystems, primary production is limited by nutrients (Aerts 35 

and Chapin 2000; Elser et al. 2007), with limitation by nitrogen (N), phosphorus (P), or co-36 

limitation by both N and P common in grasslands worldwide (Fay et al. 2015). Both N and P 37 

play central roles in photosynthesis and cellular function (Reich et al. 2009; Liu et al. 2012; 38 

Walker et al. 2014). Primary production often reflects variability in N and P availability 39 

across multiple scales of measurement (i.e., individual to landscape), as well as the tight 40 

relationship between nutrient uptake and photosynthesis (Schimel et al. 1991; Reich et al. 41 

2009; Quesada et al. 2012; Walker et al. 2014; Stevens et al. 2015; Koller et al. 2016). Foliar 42 

N and P concentrations are typically measured as species-level traits, creating a disconnect 43 

when inferring community level (canopy) growth and productivity from measurements of 44 

individual plant-level N and P concentrations. Because canopy area and foliar N and P play 45 

central roles in a number of key ecosystem functions (including productivity, 46 

decomposition, and hence carbon and nutrient cycling), an improved understanding linking 47 

canopy leaf area and N and P distributions will facilitate predictions of ecosystem 48 

productivity and other ecological functions. It may also improve our ability to accurately 49 

model C cycling across ecosystems and predict how ecosystems will respond to ongoing, 50 

large-scale changes in global N and P inputs (Steffen et al. 2015).  51 

Soil N availability is considered a key limiting factor for plant growth and 52 

productivity in the tallgrass prairie of North America (Turner et al. 1997). Nonetheless, 53 

tallgrass prairie can also exhibit co-limitation by P wherein P addition alone does not alter 54 

biomass, but additions of N and P in concert results in greater productivity than N-addition 55 

alone (Fay et al. 2015). Soil N and P availability vary spatially and temporally according to 56 
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legacies of grazing and burning, as well as edaphic properties, topography, community 57 

composition, and human inputs (Seastedt et al. 1991; Schimel et al. 1991; Ajwa et al. 1998; 58 

Avolio et al. 2014; Fay et al. 2015). Large grazers impact the spatial distribution of N and P 59 

through selective grazing preferences and patchy nutrient additions across the landscape 60 

(Johnson and Matchett 2001; Raynor et al. 2015). Burning generally decreases available 61 

soil N and P concentrations and impacts foliar N concentrations in the vegetative canopy 62 

(Seastedt 1988; Seastedt et al. 1991; Blair 1997). Soil nutrient availability also varies as a 63 

function of topography, with N availability and ANPP generally increasing downslope 64 

(Schimel et al. 1991). In turn, variations in N and P availability by burning, grazing and 65 

topography create strong spatial variability in annual net primary productivity (ANPP) 66 

(Koerner and Collins 2014).   67 

 Canopy development and size are often described using the metric LAI (leaf area 68 

index: leaf area per unit ground area). LAI represents the 1-sided leaf surface area available 69 

for photosynthesis, and variability in this metric strongly influences key ecosystem 70 

functions such as productivity and transpiration (Street et al. 2012).  LAI can increase with 71 

greater N and P supply, and consequently alter species composition of communities and 72 

reduce biodiversity (Bobbink et al. 1991; Suding et al. 2005; Borer et al. 2014). With 73 

increased N, reduced biodiversity can result from more nitrophilous species developing 74 

large canopies that block light to the understory (Bobbink et al. 1991; Hautier et al. 2009). 75 

Because changes in LAI can reflect changes in ecosystem dynamics, a more detailed 76 

investigation is warranted to investigate the linkages among LAI, N and P among 77 

communities and the extent to which these relationships remain consistent or change in 78 

response to landscape heterogeneity.  79 
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To date, such research on canopy nutrient scaling has only been conducted in Arctic 80 

tundra (Williams and Rastetter 1999; van Wijk et al. 2005). In tundra, Williams and 81 

Rastetter (1999) and van Wijk et al. (2005) observed a tight linear coupling between 82 

canopy nitrogen content (total foliar nitrogen; TFN) and LAI.  Critically, this relationship 83 

held across contrasting tundra vegetation types in multiple Arctic locations (Street et al. 84 

2012) and also held at the individual shoot level (Koller et al. 2016). This relationship likely 85 

reflects a combination of community assembly and species plasticity that effectively 86 

maximizes uptake of carbon per unit foliar nitrogen at the community level via species 87 

sorting and allocation of N to the canopy to maximize photosynthesis (van Wijk et al. 88 

2005). The tight LAI-TFN relationship in the Arctic explains why a considerable 80% of 89 

variation in gross primary productivity (gross carbon gain through photosynthesis, GPP) 90 

can be predicted from LAI alone, irrespective of vegetation type (Shaver et al. 2007; Street 91 

et al. 2007). These relationships have vastly simplified the upscaling of GPP in Arctic tundra 92 

since LAI can be remotely estimated from hand-held, aircraft and satellite sensors. Similar 93 

benefits may also arise for other ecosystems if tight coupling between LAI and canopy N 94 

occurs.  This may also apply to LAI-TFP (total foliar phosphorus) relationships in P-limited 95 

or co-NP limited systems found in many grasslands (Fay et al. 2015).  Furthermore, in 96 

herbaceous plant communities where the canopy makes up the majority of above ground 97 

biomass, such relationships may allow estimates of aboveground stocks of N and P from 98 

measurements of LAI, further providing data needed for process-based modelling.  99 

Here, we investigated the relationships between LAI, canopy N and P (i.e. TFN and 100 

TFP) over a growing season across more than two orders of magnitude LAI and three 101 

distinct landscape types (ungrazed, bison-grazed, and cattle-grazed) in tallgrass prairie. We 102 
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included variability in grazing and seasonality because most grasslands experience 103 

seasonal growth cycles, and ungulate grazing is one of the most profound and widespread 104 

driving forces of grassland ecosystems (Milchunas et al. 1988). We hypothesized (i) strong 105 

coupling between LAI: TFN, similar to relationships shown in Arctic tundra (Williams and 106 

Rastetter 1999; van Wijk et al. 2005; Street et al. 2012). While the relationship between 107 

canopy P (TFP) and LAI has not been explored previously, given that N and P are typically 108 

correlated and experimental manipulations of tallgrass prairie exhibit additive responses 109 

to N and P addition (Avolio et al. 2014; Fay et al. 2015), we hypothesized that (ii) LAI and 110 

TFP would also be positively correlated, with any change in the TFN: TFP ratio with 111 

increasing LAI indicating a shift in N or P limitation with increasing productivity. Similar to 112 

observations reported in tundra, we hypothesized that (iii) LAI: TFN and LAI: TFP would 113 

vary by plant growth form (of forbs, sedges, woody shrubs and grasses), with (iv) lower 114 

TFN per unit LAI in grasses than that of forbs (Taylor et al. 2010). The hypothesized 115 

differentiation between grasses and forbs was presumed because C4 grass species 116 

constitute the majority of cover and productivity in the tallgrass prairie, and these species 117 

usually have lower N requirements than C3 forbs (Turner and Knapp 1996). Finally, we 118 

hypothesized that (v) grazing by bison and cattle would increase TFN and TFP per unit LAI 119 

through increased rates of nutrient cycling or by altering community composition toward 120 

nitrophilous species through selective foraging.  121 

METHODS 122 

Study site 123 

The study was performed at the Konza Prairie Biological Station (KPBS), a native 124 

tallgrass prairie located near Manhattan, KS USA (39°ͲͷǯNǡ ͻ͸°͵ͷǯW). KPBS has a rich 125 
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floristic diversity with over 550 vascular plant species documented in its ~25 km2 area 126 

(Towne 2002) of which a few C4 grass species are responsible for most of the annual 127 

aboveground productivity (Knapp et al. 1998). KPBS experiences a mid-continental 128 

climate, with mean monthly maximum temperatures ranging from 4.65°C in January to 129 

32.62 °C in July (1982-2011 mean, Konza Headquarters weather station). Average annual 130 

precipitation is 843 mm, with ~70% occurring between April and September. During the 131 

year of study (2011), the climate was warmer (36.82 °C July) and slightly drier (814 mm yr-132 

1) than the long-term average.  133 

KPBS is divided into watersheds varying in presence or absence of grazers (bison or 134 

cattle) and time interval between burning treatments (1, 2, 4, 20 years). A bison herd of 135 

approximately 280 animals have access to 10 adjacent watersheds with varying fire 136 

frequencies, totaling ~980 hectares. A cattle herd of approximately 26 cow-calf pairs have 137 

access to four adjacent watersheds on the south-eastern most section of KPBS, totaling 138 

~313 hectares.  Cattle are present on site from May-October while bison are present year-139 

round.  140 

KPBS has a weathered topographic landscape of varying chert and limestone layers.  141 

Upland locations have rocky, thin-soil layers (< 30 cm) typically in the Florence soil series, 142 

while lowland locations are less rocky and have deep soils (>200 cm) typically in the Tully 143 

soil series. Primarily as a function of soil depth, roots of vegetation in uplands tend to be 144 

shallower and experience more frequent and extreme reductions in volumetric soil water 145 

content (Nippert and Knapp 2007; Nippert et al. 2011).   146 

Vegetation sampling 147 
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 Vegetation was sampled in three watersheds at KPBS within 1.5 km of each other.  148 

Sampling occurred in locations burned with an annual fire frequency, because this is 149 

currently one of the most common fire frequencies in grasslands of the region (Ratajczak et 150 

al. 2016). The three watersheds varied according to grazing conditions - watershed N1B is 151 

grazed by bison, C1B is grazed by cattle, and 1D has not been grazed since the ͳͻ͹ͲǯsǤ  152 

Watersheds N1B and C1B have been burned annually since 1988 and comprise 120.6 and 153 

21.6 ha, respectively.  Watershed 1D has been burned annually since 1978 and is 41.5 ha.  154 

All prescribed burning occurred in the spring of each year.  155 

Sampling occurred in upland topographic positions on 5 dates, at approximately 14-156 

day intervals from 07-Jun-2011 to 27-Jul-2011. On each round of sampling, two 0.1 m2 157 

quadrats were randomly sampled within three plots per watershed and total aboveground 158 

vegetation was harvested. Quadrats within plots were randomly located within each 159 

sampling period, approximately 5-10 m apart.  Plots within watersheds were separated by 160 

60-80 m, and replicates within plots were at least 10 m apart. Leaf samples were stored at 161 

4 °C until processing. All brown tissue was discarded, and remaining green vegetation was 162 

separated according to species. 163 

Leaf area index (LAI) 164 

 Following sorting by species, one-sided projected leaf area from each quadrat was 165 

measured using a LI-3200 leaf area meter (Li-COR Biosciences, Lincoln, NE, USA) following 166 

van Wijk et al. (2005). Total leaf area per quadrat was calculated as the sum of the leaf area 167 

of each species present. Leaf area index (LAI) was derived by dividing total leaf area by the 168 

ground area sampled and reported in units of m2 leaf area per m2 ground area.   169 

Total foliar nitrogen (TFN) 170 
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Samples constituting leaf biomass of individual species within a quadrat were dried 171 

at 60 °C for 48 hours, weighed, and ground. Subsamples (3-5 mg) were analyzed for 172 

percent nitrogen with an elemental analyzer (FlashEA 1112, Thermo Fisher Scientific). 173 

Total nitrogen fraction per species was calculated by multiplying N content (%N/100) by 174 

biomass (g). TFN was calculated at the quadrat-level as the cumulative species sum of the N 175 

fractions per ground area (g m-2) 176 

Eq.1    TFN = σ ௜ܰோ௜ כ  ௜  177ܤ

Where R is the number of species in a plot, N refers to the proportion of biomass as 178 

nitrogen for species i (g of Nitrogen / g of total biomass) and B is the biomass of species i (g 179 

biomass). 180 

Total foliar phosphorus (TFP) 181 

 Total P content per species was analyzed following Kjeldahl acid digestion (Allen 182 

1989) with colorimetric P determination (adapted from Murphy and Riley 1962) using a 183 

CECIL CE 1020 spectrophotometer (Spectronic, Leeds, UK). TFP was determined on one 184 

quadrat per plot, and calculated similarly to TFN as the cumulative species sum of the P 185 

fractions per ground area (g m-2)  186 

Eq. 1    TFN = σ ௜ܲோ௜ כ  ௜  187ܤ

TFP data for time period 5 in the cattle grazing treatment was lost during sample 188 

preparation.   189 

Statistical Analysis  190 

 We used linear mixed-effects ANOVA to assess the relationship between the 191 response variables LAIǡ TFNǡ and TFP to the fixed effects Ǯgrazing typeǯǡ Ǯplant functional 192 typeǯǡ and ǮperiodǯǤ Plant functional types were designated as Ǯgrassesǯǡ Ǯforbsǯǡ Ǯwoodyǯǡ and 193 
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Ǯsedgesǯ because these classifications resulted in the broadest representation of the species 194 sampledǤ  The Ǯgrassesǯ category includes both C4 and C3 species, but C3 species were very 195 

uncommon (accounting for < 6% by frequency and < 1% by dry biomass of all grass 196 

individuals encountered). The interaction term between Ǯplant functional typeǯ and Ǯperiodǯ 197 

was not assessed because not all plant functional types were present in all periods 198 

measured. The random effects structure of the models for LAI and TFN included a random 199 

intercept with the measured replicate nested within plot. For TFP data, the random effects 200 

included the intercept and the plot of measurement within watersheds.   201 

We used linear regression to assess the relationships between LAI: TFN; LAI: TFP; 202 

and TFP: TFN across all time periods. Separate regression analyses were performed by 203 

plant functional types (forb, grass, woody shrub, and sedge) and by grazing contrasts 204 

(bison, cattle, ungrazed).  To test for significance among these categorical variables (plant 205 

functional types and grazing contrasts), we used ANCOVA to compare regression slopes 206 

and intercepts.  For all analyses involving TFP, corresponding LAI and TFN values were 207 derived from quadrat ǮAǯǢ as TFP data was only measured using vegetation from this 208 

sample location.  All analyses were performed using the Ǯnlmeǯ package in R (R Core Team, 209 

2013). 210 

RESULTS 211 

The study sampled nearly three orders of magnitude range in LAI (from 4.16 to 212 

<0.01 m2 m-2), TFN (7.08 to 0.41 g m-2), and TFP (0.33 to <0.001 g m-2).  Leaf area index 213 

(LAI) varied significantly (P < 0.05) by each of the main effects (grazing type, plant 214 

functional type and period) as well as the interactions Ǯsample periodǯ * Ǯgrazing treatmentǯ 215 

and Ǯplant functional typeǯ * Ǯgrazing treatmentǯ (Fig. 1, Appendix 1-Table 1). TFN and TFP 216 
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varied significantly (P < 0.05) by plant functional type* grazing treatment as well as the 217 

main effects plant functional type, grazing treatment, and the intercept (Appendix 1 -Table 218 

2 & Table 3, respectively).  Neither TFN nor TFP were influenced by sample period in this 219 

analysis.   220 

LAI had a statistically significant positive relationship with TFN (y=1.43x+0.67; r2 = 221 

0.74) and with TFP (y=0.11x+0.04; r2 = 0.63) (Fig. 2).  The amount of variance explained 222 

and the slope of the relationship between LAI and TFN differed significantly (P < 0.001) 223 

between plant functional types (Fig. 3, Appendix 2). Woody plants had the greatest slope 224 

(y=2.35x+0.13; r2=0.86), followed by forbs (y=1.67x+0.17; r2=0.90) and sedges (y=1.62x + 225 

0.00; r2=0.92), then grasses (y=1.24x+0.49; r2=0.75). Grasses had the lowest slope between 226 

LAI: TFN, illustrating lower amounts of foliar N with increasing canopy size compared to 227 

the other plant types (Fig. 3a). LAI: TFP had similar slopes by plant functional type 228 

(P=0.979), but the intercepts varied significantly (P=0.019) (Appendix 2). Grasses had the 229 

highest y-intercept between LAI: TFP (y=0.12x+0.03; r2=0.62). For the forbs, woody, and 230 

sedge plants, the regression analyses produced y-intercepts of zero (forb: y=0.12x+0.00; 231 

r2=0.80) (woody: y=0.13x+0.00; r2=0.83) (sedge: y=0.16x+0.00; r2=0.86) (Fig. 3b).  232 

Similar to differences by plant functional types, the relationship between LAI-TFN 233 

varied significantly among grazing treatments (P < 0.001) (Fig. 4a, c, e). The fit of the 234 

relationship was strongest in grazed (Fig. 4a - Bison: y=1.45x+0.91 r2=0.87) (Fig. 4c - 235 

Cattle: y=2.34x+0.15 r2=0.83) versus ungrazed areas (Fig. 4e - y=1.00x+1.01 r2=0.54) and 236 

had steeper slopes, illustrating that plant canopies in grazed prairie have greater N per unit 237 

increase in leaf area than canopies of ungrazed prairie.  The relationship between LAI: TFP 238 

was similar to LAI: TFN, with strong positive correlations among grazing types (Fig. 4b, d, 239 
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f), but the slopes and intercepts did not vary significantly among grazing treatments (P > 240 

0.05, Appendix 2).    241 

TFN and TFP were also significantly correlated (y=11.25x+0.31; r2=0.73) (Fig. 5).  242 

The canopy N: P ratio (TFN: TFP) for all but 4 quadrats sampled had values between 20:1 243 

and 10:1, suggesting that communities were primarily co-N: P limited (Fig. 5, based on the 244 

co-N: P limitation range of Güsewell et al. 2004).  The relationship between TFN and TFP 245 

exhibited statistically significant differences between functional groups (P < 0.001) (Fig. 6, 246 

Appendix 2) and grazing treatments (P < 0.001) (Fig. 7, Appendix 2). Forbs and woody 247 

plants had more canopy nitrogen per unit phosphorus than grasses (Fig. 6). Sedges did not 248 

span a wide enough range of TFN and TFP values to make meaningful comparisons to other 249 

plant functional groups. The bison and cattle grazing treatments had similar relationships 250 

between TFN and TFP, with more canopy nitrogen per unit canopy phosphorus than the 251 

ungrazed treatment (Fig. 7).  252 

DISCUSSION 253 

In agreement with our primary hypotheses (i and ii), this study demonstrated 254 

consistent linear relationships between LAI: TFN and LAI: TFP across the study area. These 255 

relationships remained statistically strong across plant functional types and grazing 256 

treatments, in agreement with hypothesis iii. The correlation between LAI: TFN and LAI: 257 

TFP suggests that as plant canopies increase in size in tallgrass prairie, N and P foliar 258 

allocation follow similar constraints. Furthermore, treatments across the landscape (i.e., 259 

grazing treatment) or plant functional type likely account for the residuals from the 260 

underlying fundamental relationship.  In addition, this study revealed tight coupling 261 

between TFN: TFP across more than two orders of magnitude in tallgrass prairie LAI. These 262 
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relationships suggest a stoichiometric allocation of N and P to the canopy to maximize C 263 

uptake and productivity per unit of these limiting nutrients, as well as N and P co-limitation 264 

across communities of varying productivity and species composition.  265 

LAI had a strong statistical relationship with TFN and TFP across all plant functional 266 

types examinedȄgrasses, sedges, forbs, and woody shrubs (Fig. 3). The delineation of 267 

functional plant types in our study was used to account for variation in nutritional 268 

requirements that are well documented to exist among growth forms. In particular, we 269 

hypothesized (iv) that the lower N requirements of C4 grass species would result in the 270 

grasses having lower TFN per canopy area than forbs and woody species (Turner and 271 

Knapp 1996; Taylor et al. 2010). Our results supported this hypothesis with grasses having 272 

the lowest slope for LAI: TFN compared to the other plant functional groups, and showing 273 

that grasses can produce larger canopies for relatively less N investment compared to the 274 

other functional groups (Fig. 3a).  This response may partially explain why C4 grasses make 275 

up increasingly greater proportions of the total biomass in more productive locations 276 

(Turner and Knapp 1996; Nippert et al. 2011), since they can maintain greater LAI (hence 277 

light capture and shading of other species) per unit investment of N compared to other 278 

functional types.   279 

Interestingly, the relationship between LAI and TFP was also statistically strong, 280 

supporting hypothesis ii (Fig. 2b). Foliar P plays an important role in photosynthesis (albeit 281 

of less direct importance than foliar N), with lower leaf P associated with reduced 282 

photosynthetic capacity (Amax) and reduced sensitivity of Amax and Vcmax (maximum rate of 283 

carboxylation) to leaf N (Reich et al. 2009; Walker et al. 2014). As canopy size increases and 284 

contains greater amounts of N, the amount of P in the canopy increases, likely to maintain 285 
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optimal rates of photosynthesis (and hence productivity) from these potentially limiting 286 

nutrients.  While the forbs, sedges and woody functional groups had similar allocation of 287 

canopy P per unit LAI, grasses tended to have more canopy P than the other functional 288 

groups per unit LAI (Fig. 3b).  This result may represent a greater demand for P in the 289 

canopies of C4 grasses, or alternatively, the lower demand for N compared to other 290 

functional groups may allow production of canopies with relatively high P content 291 

(essentially luxuriant P uptake). 292 

As the LAI: TFN/TFP relationships remained strong across plant types, they also 293 

remained strong across grazing treatments including bison, cattle, and non-grazed; this 294 

result is consistent with hypothesis v. In the tallgrass prairie, community composition 295 

varies greatly over space due to grazing and burning disturbances, and topography 296 

(Hartnett et al. 1996; Fuhlendorf and Engle 2004; Collins and Calabrese 2012; Koerner and 297 

Collins 2014). Bison and cattle alter community composition and increase species diversity 298 

by selectively removing grasses over forbs (Damhoureyeh and Hartnett 1997). Further, 299 

these ungulates create spatial patchiness in canopy area and plant type composition by 300 

grazing more frequently in certain areas over others (Hartnett et al. 1996; Raynor et al. 301 

2015).  302 

Using the N:P ratios of Güsewell (2004), we found that nearly all locations sampled 303 

fell within the range indicative of growth co-limited by N and P (Fig. 5).  The result that 304 

nearly all sampled canopies had TFN: TFP ratios between 10 and 20 across the full range of 305 

LAIs sampled indicates a remarkably consistent stoichiometric ratio between N and P (Fig. 306 

5), despite large differences in LAI (Fig. 2). The Güsewell (2004) range for co-NP limitation 307 

is broader than some ranges proposed by others (e.g., Koerselman and Meuleman 1996). 308 
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However, a recent global analysis in grassland communities showed co-limitation to be 309 

more common than previously thought (Fay et al. 2015). This suggests that past narrow N: 310 

P ratio ranges may have mistakenly predicted single nutrient limitation in some 311 

communities that were co-limited.  Furthermore, a narrow range of N: P ratios supports co-312 

limitation since it suggests the two nutrients are taken up in consistent ratios, which would 313 

be expected if both nutrients were in equal demand.   314 

Despite varying N: P ratios among individual plants and functional groups, the 315 

narrow range of N: P ratios at the community level (Fig. 5) suggests community assembly 316 

may occur to maintain co-NP limitation. Such a mechanism would help explain the narrow 317 

range of N: P ratios across the diverse range of sites sampled.  Such a mechanism within a 318 

community would maximize use of both nutrients (N and P) whereby some species require 319 

more N (typically more N-limited and have a lower N: P ratio) and other species within the 320 

community require more P (typically more P-limited and have a higher N: P).  In this 321 

scenario, competition for the limiting nutrient would be reduced since the limiting nutrient 322 

varies among coexisting species within a community.  However, the evidence for this 323 

proposed mechanism is not strong across the full range of LAIs sampled.  When assessed at 324 

the level of plant functional types, woody plants, forbs (and sedges as far as the data 325 

allows) stay well inside co-NP limitation as LAI increases.  However, grasses illustrate 326 

greater N limitation with increasing LAI, and the most productive (and high LAI) 327 

communities within this ecosystem have greater proportions of C4 grass species (Nippert et 328 

al. 2011).  Thus, no evidence exists in this ecosystem that communities assemble to 329 

maintain co-NP limitation in high productivity locations.  However, in the low productivity 330 

(low LAI) communities which represent the most nutrient-limited locations, it is possible 331 
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that the community (canopy) assembles to be co-NP limited. In this scenario, woody plants 332 

are marginally more P-limited, sedges are marginally more N-limited, and grasses and 333 

forbs are co-NP limited (Fig. 6).  In these low-nutrient sites, species co-existence may be 334 

facilitated via a mix of species with varying N or P-limitations.  This idea is conceptually 335 

similar to resource partitioning (McKane et al. 2002), but here resource competition is 336 

reduced through species having different limiting nutrients, rather than through species 337 

partitioning the same single limiting nutrient or water.  Further evidence for the existence 338 

of such a mechanism is required. 339 

While we argue that N:P co-limitation is apparent across all three grazing 340 

treatments, there are likely differences in N and P limitation between treatments that 341 

contribute to the formation of different communities. Watersheds grazed by bison and 342 

cattle exhibited higher TFN per unit LAI, relative to the ungrazed treatment (Fig. 4). 343 

Ungulate grazers in the tallgrass prairie increase soil N concentration and availability with 344 

their urine and feces, which may provide plants with higher amounts of N from the soil 345 

(Johnson and Matchett 2001). Indeed, TFN in the bison-grazed treatment was greater on 346 

average and covered a much wider range of values, corroborating the ideas that ungulates 347 

increase nitrogen cycling rates overall, while simultaneously increasing the spatial 348 

heterogeneity of nitrogen availability (Towne et al. 2005).  This increase in overall nitrogen 349 

should, on average, favor more nitrophilous plant types (Fig. 1B). However, ungulates also 350 

return P to the ecosystem via excrement (Cech et al. 2010). The shift in grazed TFN: TFP 351 

ratios towards values expected for P-limitation (Fig. 7), suggests that grazers could be 352 

expediting N return to soils and plants more than they are increasing return rates of P. 353 

Selective grazing behavior might also explain some of the relative changes in TFN and TFP 354 
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(Fig. 7). In this study, grasses had lower TFN values and higher TFP values per unit LAI 355 

(Fig. 3), and therefore consumption of grasses by grazers could alter community-scale 356 

patterns towards greater P-limitation.  Because ungulate grazers are a natural presence in 357 

the tallgrass prairie and have a long co-evolutionary history with fire and the herbaceous 358 

community, understanding the effect of grazers on the relationship between TFN and LAI 359 

contributes to an improved knowledge of how nutrients limit canopy growth in grasslands 360 

and savannas (Hobbs et al. 1991; Anderson et al. 2006; Cech et al. 2010). 361 

The strong correlations between TFN and LAI shown here parallel a relationship 362 

previously observed in Arctic tundra where TFN was tightly coupled to LAI across plant 363 

communities (van Wijk et al. 2005; Street et al. 2012). The similarity of this relationship 364 

across the stark contrast of mesic prairie and multiple Arctic tundra communities indicates 365 

that a correlative relationship between N per unit LAI may occur across a wider range of 366 

plant communities and ecosystem types. The coefficient of determination was moderately 367 

higher in Arctic tundra (van Wijk et al. 2005), but unlike in the tundra, variability between 368 

LAI: TFN did not increase at higher values in tallgrass prairie (Fig. 2a). In addition, the 369 

magnitude of LAI and TFN values recorded in tallgrass prairie were nearly double 370 

compared to Arctic tundra (Fig. 2a). Although these two systems have varying 371 

requirements for canopy growth, similarities among sites suggest a key role of TFN on 372 

community development. For tallgrass prairie specifically, we show that allocation of P to 373 

canopies can follow a relationship similarly constrained across a wide range of species, 374 

landscape treatments, and productivity. Further insight into basic ecological theory may be 375 

possible if an emergent relationship between LAI, TFN, and TFP extends to other 376 

community types, given the frequent role of N and P as a limiting nutrients for many 377 
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ecosystems (Walker et al. 2014, Fay et al. 2015) and the central role that foliar N and P play 378 

in photosynthesis, canopy development and productivity. 379 

  380 



19 

 

ACKNOWLEDGEMENTS 381 

We thank John Briggs and the Konza Prairie Biological Station for access and the 382 

maintenance of the landscape treatments that made this work possible.  AEK was 383 

supported by a NSF-REU fellowship to KSU Biology [NSF DBI-0851835], and JBN and ZR 384 

were supported by the Konza Prairie LTER program [NSF DEB-1440484]. GKP was 385 

partially supported by the Institute for Grassland Studies at KSU.  We appreciate thoughtful 386 

discussion and editorial comments from John Blair, Tim Crews, and Anthony Joern.    387 



20 

REFERENCES 388 

Abrams MD, Hulbert LC (1987) Effect of topographic position and fire on species 389 

composition in tallgrass prairie in Northeast Kansas. American Midland Naturalist 390 

117:442-445 doi: 10.2307/2425988. 391 

Aerts R, Chapin FS III (2000) The mineral nutrition of wild plants revisited: a re-evaluation 392 

393 of processes and patterns. Advances in Ecological Research 30:1-67 doi: 

10.1016/S0065-2504(08)60016-1 394 

Ajwa HA, Rice CW, Sotomayor D (1998) Carbon and nitrogen mineralization in tallgrass 395 

prairie and agricultural soil profiles. Soil Science Society of America Journal 62:942-396 

951 doi: 10.2136/sssaj1998.03615995006200040014x 397 

Allen SE (1989) Chemical analysis of ecological materials. (2nd Ed) Blackwell Scientific, 398 

Oxford. 399 

Anderson RH, Fuhlendorf SD, Engle DM (2006) Soil nitrogen availability in tallgrass prairie 400 

under the fireȂgrazing interaction. Rangeland Ecology & Management 59.6:625-631. 401 

Avolio ML, Koerner SE, La Pierre KL, Wilcox KR, Wilson GWT, Smith MD, Collins SL (2014) 402 

Changes in plant community composition, not diversity, during a decade of nitrogen 403 

and phosphorus additions drive above-ground productivity in a tallgrass prairie. 404 

Journal of Ecology 102:1649-1660. 405 

Blair JM (1997) Fire, N availability, and plant response in grasslands: a test of the transient 406 

maxima hypothesis. Ecology 78:2359-2368. 407 

Bobbink R (1991) Effects of nutrient enrichment in Dutch chalk grassland. Journal of 408 

Applied Ecology 28:28-41 10.2307/2404111. 409 



21 

 

Borer ETǡ Seabloom EWǡ Gruner DSǡ OǯHalloran LR et al (2014) Herbivores and nutrients 410 

control grassland plant diversity via light limitation. Nature 508:517Ȃ520. 411 

Cech PG, Venterink HO, Edwards PJ (2010) N and P cycling in Tanzanian humid savanna: 412 

influence of herbivores, fire, and N2-fixation. Ecosystems 13:1079-1096. 413 

Collins SL, Calabrese LB (2012) Effects of fire, grazing and topographic variation on 414 

vegetation structure in tallgrass prairie. Journal of Vegetation Science 23:563-575 415 

doi: 10.1111/j. 1654-1103.2011.01369.x 416 

Damhoureyeh SA, Harnett DC (1997) Effects of bison and cattle on growth, reproduction, 417 

and abundances of five tallgrass prairie forbs. American Journal of Botany 84:1719-418 

1728 doi: 10.2307/2446471 419 

Elser JJ, Bracken MES, Cleland EE, Gruner DS, Harpole WS, Hillebrand H, Ngai JT, Seabloom 420 

EW, Shurin JB, Smith JE (2007) Global analysis of nitrogen and phosphorus 421 

limitation of primary producers in freshwater, marine, and terrestrial ecosystems. 422 

Ecology letters 10:1135-1142 doi: 10.1111/j.1461-0248.2007.01113.x 423 

Fay PA, Prober SM, Harpole WS, Knops JMH, Bakker JD (2015) Grassland productivity 424 

limited by multiple nutrients. Nature Plants Article:15080 425 

Fuhlendorf SD and Engle DE (2004) Application of the fire-grazing interaction to restore a 426 

shifting mosaic on tallgrass prairie. Journal of Applied Ecology 41:604-614 427 

Güsewell S (2004) N:P ratios in terrestrial plants: variation and functional significance. 428 

New Phytologist 164:243-266.  429 

Hartnett DC, Hickman KR, Fischer Walter LE (1996) Effects of bison grazing, fire and 430 

topography on floristic diversity in tallgrass prairie. Journal of Range Management 431 

49: 413-420 doi: 10.2307/4002922 432 



22 

 

Hautier Y, Niklaus PA, Hector A (2009) Competition for light causes plant biodiversity loss 433 

after eutrophication. Science 324:636-638. 434 

Hobbs NT, Schimel DS, Owensby CE, Ojima DS (1991) Fire and grazing in the tallgrass prairie: 435 

contingent effects on nitrogen budgets. Ecology 72:1374-1382. 436 

Johnson LC, Matchett JR (2001) Fire and grazing regulate belowground processes in 437 

tallgrass prairie. Ecology 82:3377-3389  438 

Knapp AK, Briggs JM, Blair JM, Turner CL (1998) Patterns and control of aboveground net 439 

primary production in tallgrass prairie. In: Grassland Dynamics: Long-Term 440 

Ecological Research in Tallgrass Prairie. Knapp AK, Briggs JM, Hartnett DC, Collins 441 

SL, eds. LTER Press, New York. Pp193-221. 442 

Koerselman W, Meuleman A.F.M. (1996) The vegetation N:P ratio: a new tool to detect the 443 

nature on nutrient limitation. Journal of Applied Ecology 33:1441-1450 444 

Koller EK, Press MC, Callaghan TV, Phoenix GK (2016) Tight coupling between shoot level 445 

foliar N and P, leaf area, and shoot growth in Arctic dwarf shrubs under simulated 446 

climate change. Ecosystems 19, 326-338 doi: 10.1007/s10021-015-9936-z 447 

Koerner SE, Collins SL (2014) Interactive effects of grazing, drought, and fire on grassland 448 

plant communities in North America and South Africa. Ecology 95:98-109 doi: 449 

10.1890/13-0526.1 450 

Liu C, Wang Y, Wang N, Wang GX (2012) Advanced research in plant nitrogen, phosphorus 451 

and their stoichiometry in terrestrial ecosystems: a review. Chinese Journal of Plant 452 

Ecology 36:1205-1216 doi: 10.3724/SPJ.1258.2012.01205 453 



23 

 

McKane, RB, Johnson LC, Shaver GR, Nadelhoffer KJ, Rastetter EB, Fry B, Giblin AE, Kielland 454 

K, Kwiatkowski BL, Laundre A, Murray G (2002). Resource-based niches provide a 455 

basis for plant species diversity and dominance in arctic tundra. Nature, 415: 68Ȃ71 456 

Milchunas DG, Sala OE, Lauenroth WK (1988) A Generalized Model of the Effects of Grazing 457 

by Large Herbivores on Grassland Community Structure. The American 458 

Naturalist 132.1:87Ȃ106. 459 

Murphy J, Riley JP (1962) A modified single solution method for determination of 460 

phosphates in natural waters.  Anal. Chem. Acta. 27:31-36. 461 

Nippert JB and Knapp AK (2007) Soil water partitioning contributes to species coexistence 462 

in tallgrass prairie. Oikos 116:1017-1029. 463 

Nippert JB, Ocheltree TW, Skibbe AM, Kangas LC, Ham JM, Shonkwiler Arnold KB, and  464 

Brunsell NA (2011) Linking plant growth responses across topographic gradients in 465 

tallgrass prairie. Oecologia 166:1131-1142. 466 

Quesada CA, Phillips OL, Schwarz M, Czimczik CI, Baker TR, et al.  (2012) Basin-wide 467 

variations in Amazon forest structure and function are mediated by both soils and 468 

climate. Biogeosciences 9: 2203-2246.  469 

R Core Team (2013) R: A language and environment for statistical computing. R  470 

Foundation for Statistical Computing, Vienna, Austria. URL  http://www.R-471 

project.org/.  472 

Ratajczak Z, Briggs JM, Goodin DG, Luo L, Mohler RL, Nippert JB, Obermeyer B (2016) 473 

Assessing the potential for transitions from tallgrass prairie to woodlands: are we 474 

operating beyond critical fire thresholds? Rangeland Ecology and Management 69: 475 

280-287. 476 



24 

 

Raynor EJ, Joern A, Briggs JM (2015) Bison foraging responds to fire frequency in 477 

nutritionally heterogeneous grassland. Ecology 96:1586-1597 doi: 10.1890/14-478 

2027.1.sm 479 

Reich PB, Oleksyn J, Wright IJ. (2009) Leaf phosphorus influences the photosynthesis-nitrogen 480 

relation: a cross-biome analysis of 314 species. Oecologia 160:207–12. 481 

Seastedt TR (1988) Mass, nitrogen, and phosphorus dynamics in foliage and root detritus 482 

of annually burned and unburned tallgrass prairie. Ecology 69:59-65. 483 

Seastedt TR, Briggs JM, Gibson DJ (1991) Controls of nitrogen limitation in tallgrass prairie. 484 

Oecologia 87:72-79 doi: 10.1007/BF00323782 485 

Schimel DS, Kittel TGF, Knapp AK, Seastedt TR, WJ Parton, Brown VB (1991) Physiological 486 

interactions along resource gradients in a tallgrass prairie. Ecology 72:672-684 doi: 487 

10.2307/2937207 488 

Shaver GR, Street LE, Rastetter EB, van Wijk MT, Williams M (2007) Functional 489 

convergence in regulation of net CO2 flux in heterogeneous tundra landscapes in 490 

Alaska and Sweden. Journal of Ecology 95:802Ȃ817.  491 

Steffen W, Richardson K, Rockstrom J, Cornell SE, Fetzer I, et al (2015) Planetary 492 

boundaries: Guiding human development on a changing planet. Science 493 

347:1259855. 494 

Stevens CJ, Lind EM, Hautier Y, Harpole WS, Borer ET (2015) Anthopogenic nitrogen 495 

deposition predicts local grassland primary production worldwide. Ecology 496 

96:1459-1465.  497 



25 

 

Street LE, Shaver GR, Williams M, van Wijk MT (2007) What is the relationship between 498 

changes in canopy leaf area and changes in photosynthetic CO2 flux in arctic 499 

ecosystems? Journal of Ecology 95:139-150. 500 

Street LE, Shaver GR, Rastetter EB, van Wijk MT, Kaye BA, Williams M (2012) Incident 501 

radiation and the allocation of nitrogen within Arctic plant canopies: implications 502 

for predicting gross primary productivity. Global Change Biology 18:2838-2852. 503 

Suding KN, Collins SL, Gough L, Clark C, Cleland EE (2005) Functional- and abundance-504 

based mechanisms explain diversity loss due to N fertilization. Proceedings of the 505 

National Academy of Sciences, USA. 102:4387-4392. 506 

Taylor SH, Hulme SP, Rees M, Ripley BS, Wood FI, Osborne CP (2010) Ecophysiological 507 

traits in C3 and C4 grasses: a phylogenetically controlled screening experiment. New 508 

Phytologist 185: 780-791 doi: 10.1111/j.1469-8137.2009.03102.x 509 

Towne EG (2002) Vascular plants of Konza Prairie Biological Station: An annotated 510 

checklist of species in a tallgrass prairie. Sida 20: 269-294. 511 

Towne EG, Hartnett DC, and Cochran RC (2005) Vegetation trends in tallgrass prairie from 512 

bison and cattle grazing. Ecological Applications 15:1550-1559. 513 

Turner CL, Knapp AK (1996) Responses of a C4 grass and three C3 forbs to variation in 514 

nitrogen and light in tallgrass prairie. Ecology 77:1738-1749 doi: 10.2307/2265779 515 

Turner CL, Blair JM, Schartz RJ, and NeelJC (1997) Soil N and plant responses to fire, 516 

topography and supplemental N in tallgrass prairie. Ecology 78:1832-1843. 517 

van Wijk MT, Williams M, Gough L, Hobbie SE, Shavers GR (2003) Luxury consumption of 518 

soil nutrients: a possible competitive strategy in above-ground and below-ground 519 



26 

 

biomass allocation and root morphology for slow-growing arctic vegetation? Journal 520 

of Ecology 91:664-676. doi: 10.1046/j.1365-2745.2003.00788.x 521 

van Wijk MT, Williams M, Shaver GR (2005) Tight coupling between leaf area index and 522 

foliage N content in arctic plant communities. Oecologia 142:421-427. doi: 523 

10.1007/s00442-004-1733-x. 524 

Walker AP, Beckerman AP, Gu L, Kattge J, Cernusak LA (2014) The relationship of leaf 525 

photosynthetic traits Ȃ Vcmax and Jmax Ȃ to leaf nitrogen, leaf phosphorus, and specific 526 

leaf area: a meta-analysis and modeling study. Ecology and Evolution 4:3218Ȃ3235. 527 

Williams M, Rastetter EB (1999) Vegetation characteristics and primary productivity along 528 

an arctic transect: implications for scaling up. Journal of Ecology 87: 885-898. 529 



 

 

FIGURE LEGENDS 530 

Figure 1: Bar plots reflect significant statistical interactions for Grazing Treatments 531 

reported in Appendix 1, Tables 1-3.  The mean ± 1 SE are shown for a, c) LAI, b) TFN, and d) 532 

TFP.  533 

Figure 2: Leaf area index (LAI; m2 leaf area m-2 ground area) vs. a) total foliar nitrogen 534 

(TFN; g m-2 ground area) and b) total foliar phosphorus (TFP; g m-2 ground area) as 535 

measured bi-weekly throughout the growing season in annually burned tallgrass prairie. 536 

Solid red line depicts LAI: TFN reported for arctic tundra in van Wijk et al. 2005. For a) 537 

y=1.43x+0.67, r2=0.74, n= 87.  For b) y=0.11x+0.04, r2=0.63, n= 42. 538 

Figure 3: The correlation between a) LAI and TFN and b) LAI and TFP for four plant 539 

functional groups in the tallgrass prairie: Grass (filled circle), Forb (grey square), Woody 540 

(blue diamond), and Sedge (red triangle). Relationships for sedges are also shown as an 541 

inset figure in both panels for increased resolution.  Fit statistics for each functional group 542 

include: Panel a) Grass: y=1.24x+0.49, r2=0.75, n=87; Forb: y=1.67x+0.17, r2=0.90, n=61; 543 

Woody: y=2.35x+0.13, r2=0.86, n=24; Sedge: y=1.62x+0.00, r2=0.92, n=52; and Panel b) 544 

Grass: y=0.12x+0.03, r2=0.62, n=42; Forb: y=0.12x+0.00, r2=0.80, n=34; Woody: 545 

y=0.13x+0.00, r2=0.83, n=13; Sedge: y=0.16x+0.00, r2=0.86, n=25.  546 

Figure 4: The correlation between LAI-TFN (panel a, c, e - left y-axis) and LAI-TFP (panel b, 547 

d, f - right y-axis) for the three grazing treatments. Fit statistics for each grazing treatment 548 

include: a) Bison-grazed: y=1.45x+0.91, r2=0.87, n=30; b) Bison-grazed: y=0.07x+0.09, 549 

r2=0.74, n=15; c) Cattle-grazed: y=2.34x-0.15, r2=0.83, n=27; d) Cattle-grazed: 550 

y=0.16x+0.00, r2=0.80, n=12; e) Ungrazed: y=1.00x+1.01, r2=0.54, n=30; f) Ungrazed: 551 

y=0.11x+0.06, r2=0.44, n=15.  552 



 

 

Figure 5: The correlation between TFP and TFN as measured bi-weekly throughout the 553 

growing season in annually burned tallgrass prairie (y=11.25x+0.31, r2=0.73, n=42). 554 

Dashed lines depict the region defined by N: P co-limitation according to Güsewell 2004 555 

(N:P of 20:1 to 10:1, respectively).  556 

Figure 6: The correlation between TFP and TFN for each of the four plant function types:                 557 

Grass (filled circle), Forb (grey square), Woody (blue diamond), and Sedge (red triangle). 558 

Fit statistics for each functional group are: Grass: y=7.99x+0.44, r2=0.84, n=42; Forb: 559 

y=15.38x-0.03, r2=0.97, n=28; Woody: y=15.65x+0.17, r2=0.91, n=13; Sedge: 560 

y=10.56x+0.01, r2=0.98, n=25.  561 

Figure 7: The correlation between TFP and TFN for the three grazing treatments: Bison-562 

grazed (filled triangle), Cattle-grazed (grey circle), and Ungrazed (blue square). Fit 563 

statistics for each grazing treatment are: Bison: y=15.04x-0.07, r2=0.89, n=15; Cattle: 564 

y=14.13x+0.00, r2=0.90, n=12; Ungrazed: y=6.74x=0.74, r2=0.84, n=15. 565 
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