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Long‑term liming changes pasture 
mineral profile
Guangdi D. Li 1*, Mark K. Conyers 1, Gordon Refshauge 2, Forough Ataollahi 1 & 
Richard C. Hayes 1

There is limited information on changes of pasture mineral concentrations over the long‑term in 
response to liming. A long‑term field experiment was conducted to assess the influence of lime 
application on (a) changes in pasture mineral composition over time; and (b) key pasture mineral 
concentrations and ratios important to animal health. Perennial and annual pastures with or without 
lime application were sampled annually over 12 years and analysed for macro‑ and micro‑minerals. 
Mineral ratios and indices were calculated to assess the potential impact on animal health. Liming 
increased the concentrations of calcium, sodium and silicon, but decreased the concentrations of 
micro‑nutrients including copper, zinc and manganese. The same trend was found in both annual 
and perennial pastures although there were some fluctuations between years. Liming increased the 
calcium:phosphorus ratio and the dietary cation–anion difference but reduced the tetany index on 
both annual and perennial pastures. These findings suggest a potential benefit to improve animal 
health outcomes for some disorders on the limed pastures. However, the reduced concentrations of 
some trace elements following liming potentially decreases antioxidant capacity and requires further 
research.

Liming is the most effective management practice to slow or reverse soil  acidification1. Liming acidic soils 
is known to change soil chemical, physical and biological properties and generally improve soil health and 
 function1–3. The cost of liming can be recovered with cropping in a relatively short  timeframe4 although returns 
vary with crop  type5. However, it is more difficult to demonstrate economically viable responses to lime in pasture 
and animal  production6,7.

Positive yield responses to lime are often observed in  crops8 and  pastures9, with differences in pasture botani-
cal composition improving feed quality by favouring desirable pasture  species10,11. Ultimately, limed pastures 
have been shown to produce more meat and/or  wool12,13, but there has been little attention paid to the direct 
effect of lime on the mineral profile of pastures.

The essential minerals required to maintain function in productive livestock is ultimately supplied through 
their diet. The abundance of a mineral available to livestock is governed by a range of factors including the quan-
tum of that mineral in the forage and mineral interactions that may impact mineral absorption by the animal. 
Table 1 summarised requirements of the major and minor minerals for liveweight gain, pregnancy and lactation 
in sheep, cattle and goats, adopted from  NRC14,15. There are reports of hypomagnesemia in grazing livestock 
caused by either low magnesium (Mg) concentration in forage or by a mineral imbalance such as high potassium 
(K) and low sodium (Na) in which excess K inhibits absorption of Mg in the  rumen16,17. The calculated ratios 
or indices of these minerals are considered as important indicators of metabolic disorders in grazing livestock 
which identify the need for mineral  supplementation18,19. Moreover, mineral requirements (Table 1) provide valu-
able information about known toxicities or deficiencies associated with particular macro- and micro-nutrients.

The addition of lime to an acidic soil is known to change the pasture mineral profile. There are a number of 
mechanisms driving these changes, including (i) the application of large quantities of calcium (Ca) in lime; (ii) 
a change in soil pH affecting the availability of multiple  minerals1; (iii) increases in plant growth in some species 
which may enable greater root exploration of the soil volume leading to increased access to a minerals (especially 
micro-nutrients) in the  soil20, and (iv) dilution of some nutrient contents in association with the increased dry 
matter or  maturity21. Hayes et al.22 evaluated the change in pasture mineral profile following liming in a range 
of species in south-eastern Australia and demonstrated that the addition of lime impacted the concentration of 
over a dozen minerals. However, in a later experiment at the same site, Hayes et al.23 found no effect of lime on 
the mineral profile of pasture herbage other than a reduction in manganese (Mn) concentrations. The disparity 
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in results from these two studies at the same site highlights an inconsistent response of pasture mineral composi-
tion to liming on acidic soils.

In the present study, pasture mineral concentrations were monitored over 12 years in a long-term liming 
experiment. We hypothesized that (a) liming changes pasture mineral composition over the long term; and (b) 
liming alters key pasture mineral ratios, and potentially reducing the risk of metabolic disorders in livestock.

Results
Rainfall
The average rainfall was 627 mm from 1992 to 2003 at the experimental site. The site had experienced 4 drought 
years with rainfall below decile 2 in 1994 (475 mm), 2001 (492 mm), 2002 (410 mm) and 2003 (494 mm), and 
4 wet years with rainfall above decile 7 in 1992 (923 mm), 1993 (719 mm), 1999 (787 mm) and 2000 (720 mm) 
(Fig. 1).

Macro elements in plants
Calcium. There were significant differences in the Ca concentration between lime treatments (P < 0.01) and 
pasture types (P < 0.05) with no interaction between lime and pasture type (Table 2). However, there was a 
significant pasture and year interaction (P < 0.01). Lime increased the Ca concentration in both annual and 
perennial pastures 6 months after lime was applied and Ca concentration in pasture was maintained at a higher 
level throughout the experimental period (Fig. 2). Perennial pastures had a lower Ca concentration than annual 
pastures in the second liming cycle from year 7 onwards, particularly on the limed treatment (Fig. 2). In most 
years, the Ca concentration was above the nutrient requirement for growing, pregnant or lactating sheep, cattle 
and goats (Table 1) under both limed and unlimed treatments for both pasture types. Exceptions included late 
pregnancy sheep, early lactation cattle and goats and growing goats, particularly under the unlimed treatments. 
Perennial pasture failed to supply the mineral concentration requirement for growing and early lactation goats 
and early lactation cattle in more years than the annual pasture (Fig. 2).

Potassium. There was no significant difference in the K concentration between lime treatments, although 
both limed annual and perennial pastures tended towards a slightly higher K concentration in the second liming 
cycle due to significant lime and year interaction (P < 0.05, Table 2). The K concentration was higher in perennial 

Table 1.  Required level of major minerals including calcium (Ca), potassium (K), magnesium (Mg), sodium 
(Na), phosphorus (P) and sulphur (S) (g/kg of daily DM intake), and minor minerals including copper (Cu), 
iron (Fe), manganese (Mn) and zinc (Zn) (mg/kg of daily intake) for growing, pregnancy and lactation in 
sheep, beef cattle and meat goats. a 40 kg lamb at 4 months of age, gaining 250 g/day (Tables 15-2 and 15-314) 
or a 20 kg meat goat (kid) gaining 100 g/day (Tables 15-5 and 15-714), adjusted for dry matter intake. b 60 kg 
twin-bearing mature ewe at late pregnancy (Tables 15-1 and 15-314), or 50 kg twin-bearing non-dairy meat 
doe (Tables 15-4 and 15-714), adjusted for dry matter intake. c 60 kg twin-bearing mature ewe (Tables 15-1 and 
15-314), or twin-bearing mature meat doe (Tables 15-4 and 15-714), adjusted for dry matter intake. d Beef cattle 
nutrient concentration requirements taken from Table 5-115.

Livestock Ca K Mg Na P S Cu Fe Mn Zn

Sheep

Growinga 3.1 4.4 0.9 0.6 2.5 1.8 7 78 26 45

Late  pregnancyb 4.9 4.5 1.0 0.5 2.9 1.6 11 51 38 51

Early  lactationc 4.1 5.5 1.3 0.7 3.5 1.6 11 13 25 79

Cattled

Growing 3.6 6.0 1.0 0.7 1.9 1.5 10 50 20 30

Gestation 3.7 6.0 1.2 0.7 1.8 1.5 10 50 40 30

Early lactation 5.3 7.0 2.0 1.0 3.3 1.5 15 50 40 30

Goats

Growinga 6.0 4.9 0.8 0.9 2.9 2.7 17 34 12 11

Late  pregnancyb 4.4 6.1 0.8 0.7 2.2 2.9 27 75 44 59

Early  lactationc 5.8 9.0 0.9 0.8 3.4 2.6 35 26 26 82
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Figure 1.  Annual rainfall (bars) and the average rainfall (dotted line) in 1992–2003 at the experimental site.
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pastures compared to annual pastures (P < 0.01, Table 2). The K concentration was above the nutrient concen-
tration requirement for growing, pregnant or lactating sheep, cattle and goats (Table 1) under both limed and 
unlimed treatments for both pasture types (Fig. 2).

Magnesium. Perennial pastures had a higher Mg concentration compared with annual pastures (P < 0.001, 
Table 2 and Fig. 2). There was no difference in the Mg concentration between limed and unlimed treatments 
(Table 2). However, due to a strong interaction between lime and year (P < 0.001), Mg concentration was lower 
on the limed treatments in most years but higher in the last 3 years, compared to that on the unlimed treatments 
for both pasture types (Fig. 2). The Mg concentration was above the nutrient concentration requirement for 
growing, pregnant or lactating sheep, cattle and goats (Table 1) under both limed and unlimed treatments for 
both pasture types. Sheep requirements in early lactation were not met in 1997 in the annual pastures, but were 
met by the perennial pastures, whereas cattle requirements in early lactation were only met in 1994 and 1995 in 
perennial pastures (Fig. 2).

Sodium. There were significant differences in the Na concentration between lime treatments (P < 0.05), and 
between pasture types (P < 0.01, Table 2). There was also a strong year effect on Na concentration of pastures 
(P < 0.001). The limed treatment had a higher Na concentration than the unlimed treatment (Fig. 2), and peren-
nial pastures had a higher Na concentration than annual pastures (Fig. 2). The Na concentration was above the 
nutrient concentration requirement for growing, pregnant or lactating sheep, cattle and goats (Table 1) under 
both limed and unlimed treatments for both pasture types (Fig. 2).

Phosphorus (P). There was no significant main effect of lime or pasture type on the P concentration in herbage, 
however, both lime × year and pasture × year interactions were highly significant (P < 0.001) due to the strong 
year effect (Table 2). In general, the P concentration on the limed treatments was lower during the first liming 
cycle, but higher in the second liming cycle, particularly at the last 3 years compared to those on the unlimed 
treatments (Fig. 2). The P concentration was below the nutrient concentration requirement for growing sheep, 
late pregnancy in sheep, early lactation in sheep, early lactation cattle and growing, pregnancy and lactation goats 
(Table 1) under both limed and unlimed treatments for both pasture types. Liming helped meet P requirements 
in the perennial pasture for growing goats for most of the years (Fig. 2).

Sulphur (S). There was a significant effect of pasture type on the S concentration, but no lime effect, year 
effect or associated interactions (Table 2). The S concentration was slightly higher, in general, on the perennial 
pastures than on the annual pastures, but was marginally below requirements for growing, pregnant or lactating 
goats (Table 1) for most years regardless of liming, but did meet the requirements for sheep and cattle (Fig. 2).

Chloride (Cl). There was a weak interaction (P = 0.06) between lime and pasture type (Table 2) with a strong 
pasture effect (P < 0.001). Perennial pastures on the limed treatments had higher Cl concentrations in most of 
years than the unlimed treatments, but no difference was found between limed and unlimed treatments on 
annual pastures (Fig. 2).

Figure 2.  Pasture mineral concentration at anthesis for macro elements (Ca, calcium; K, potassium; Mg, 
magnesium; Na, sodium; P, phosphorus; S, sulphur; and Cl, chloride) over 12 years on limed ( ) and unlimed 
( ) treatments in annual (AP) and perennial pastures (PP). The lines are spline-fitted with corresponding 
treatments. No plant samples were taken in 1994 due to the extreme drought condition.



5

Vol.:(0123456789)

Scientific Reports |         (2024) 14:3539  | https://doi.org/10.1038/s41598-024-53908-1

www.nature.com/scientificreports/

Silicon (Si). There were differences in the Si concentration between lime treatments (P < 0.001), and between 
pasture types (P < 0.001) (Table 2). There was also a strong year effect on the Si concentration in pastures 
(P < 0.001). The limed treatments had a higher Si concentration than unlimed treatments and the Si concentration 
was higher in perennial compared to annual pastures (Fig. 2). Authors were not able to find relevant information 
on nutrient requirement of sheep, cattle and goat for Si.

Micro elements in plants
Copper (Cu). In general, the Cu concentration was greater on the unlimed than on the limed treatments, par-
ticularly on perennial pastures (P < 0.001, Table 2). There was a pasture and year interaction with higher Cu 
concentrations on perennial pastures than on annual pastures during the first liming cycle but no difference 
between pasture types during the last 4 years of the experiment (Fig. 3). In most years, the Cu concentration 
was below the nutrient concentration requirement for cattle or goats for all classes, and did not meet sheep 
Cu requirements in late pregnancy or early lactation (Table 1) under both limed and unlimed treatments and 
both pasture types (Fig. 3).

Iron (Fe). There was no lime nor pasture effect on the Fe concentration (P > 0.05) but there was a strong year 
effect (P < 0.001) (Table 2). There was a lime and year interaction (P < 0.05) with slightly lower Fe concentrations 
in the first liming cycle, but slightly higher Fe concentration in the second liming cycle on the limed compared 
with the unlimed treatments (Fig. 3). There was no difference in Fe concentration between annual and peren-
nial pastures (Table 2). The Fe concentration was generally above the nutrient concentration requirement for 
growing, pregnant or lactating sheep, cattle and goats (Table 1) under both limed and unlimed treatments and 
both pasture types. In 1997 and 1998 the requirements for growing lambs or late pregnancy goats were not met, 
or were marginal (Fig. 3).

Manganese (Mn). There was a strong lime effect on the Mn concentration (P < 0.001) with significantly lower 
Mn concentrations on the limed treatments on both pasture types (Table 2). There was no difference in Mn con-
centration between annual and perennial pastures. The significant lime and year interaction was due to strong 
inter-annual variation with the greatest Mn concentration observed in 1993 (Fig. 3). The Mn concentration 
was above the nutrient concentration requirement for growing, pregnant or lactating sheep and cattle (Table 1) 
under both limed and unlimed treatments and both pasture types although the final year of sampling the mineral 
concentration in limed pastures was marginal for late pregnant goats (Fig. 3).

Zinc (Zn). There was a strong lime effect with lower Zn concentrations on the limed compared with unlimed 
treatments (P < 0.001, Table 2). There was a strong year effect with two peaks in 1993 and 2000, but no difference 
was found between annual and perennial pastures (Fig. 3). The Zn concentration was below the nutrient concen-
tration requirement for sheep and particularly for cattle. It did not meet the requirements for late pregnancy or 
early lactation goats (Table 1) under both limed and unlimed treatments and both pasture types. Lime increased 
the number of years when cattle requirements were not met under both pasture types (Fig. 3).

Aluminium (Al). There was a strong year effect on the Al concentration (P < 0.001) with no lime nor pasture 
effects (Table 2). There were 4 peaks and 4 troughs for the Al concentration over the 12 years with the highest Al 
concentration observed in 2002 (Fig. 3). Mineral concentration requirements are not described, but the maxi-
mum tolerable concentration for sheep, cattle and goats (1000 mg/kg18) was not exceeded at any time (Fig. 3).

Figure 3.  Pasture mineral concentration at anthesis for micro elements (Al, aluminium; Mn, manganese; Cu, 
copper; Fe, iron; and Zn, zinc) over 12 years on limed ( ) and unlimed ( ) treatments in annual (AP) and 
perennial pastures (PP). The lines are spline-fitted with corresponding treatments. No plant samples were taken 
in 1994 due to the extreme drought condition.
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Mineral ratios and indices
K:Na and K:(Na + Mg) ratios. There was no significant lime nor pasture effects on the K:Na ratio, but there was 
a strong year effect (Table 2). The K:Na ratio was greater in the first two years, decreased to the lowest value 
in 1997, then increased slightly to reach a plateau from 2000 (Fig. 4). The K:(Na + Mg) ratio followed the same 
trend as the K:Na ratio (Table 2 and Fig. 4). The K:(Na + Mg) ratio was under maximum tolerant limit (< 6 mEq) 
suggested by Dove and  Kelman24.

Ca:P ratio. There were significant differences in the Ca:P ratio between lime treatments (P < 0.001) and 
pasture types (P < 0.05) with no interaction between lime and pastures (Table 2). Lime increased the Ca:P ratio 
significantly on both annual and perennial pastures over the whole experimental period. However, there was a 
significant pasture × year interaction (P < 0.001) with higher Ca:P ratio in the first two years, but lower from 1996 
onwards on the limed perennial pastures (Fig. 4). The Ca:P ratio was above the recommended ratio (1.1–2.1% 
DM) for these  ruminants19,25,26 under both limed and unlimed treatments and both pasture types (Fig. 4).

Tetany index. The tetany index was lower on the limed treatment compared to unlimed treatments and with 
slightly higher value on perennial pastures compared to annual pastures throughout the experimental period 
(P < 0.05, Table 2 and Fig. 4). There was also a strong effect of time with the tetany index observed to be higher in 
the second liming cycle compared to the first liming cycle (P < 0.001, Table 2). The tetany index was below the rec-
ommended limit (< 2.2 mEq) for  ruminants19,25 under both limed and unlimed treatments and both pasture types.

Dietary cation–anion difference. There was a strong lime and time interaction on DCAD (P < 0.001, Table 2 
and Fig. 4), with no effect of pasture type observed (P > 0.05). There was large inter-annual variation with two 
troughs observed in 1997 and 2001 (Fig. 4), associated with dry seasons (Fig. 1). There was little difference 
in DCAD between lime treatments initially but as the experiment progressed, DCAD values increased in the 
limed compared to unlimed treatments. DCAD was above the recommended limit (< 12 meq per 100 g DM) for 
 ruminants19,25 under both limed and unlimed treatments and both pasture types.

Correlations between plant elements in herbage
For macro elements, Ca was positively correlated with Mg, Na, P and S on both limed and unlimed treatments, 
but there was no correlation between Ca and either K or Cl (Fig. 5). Potassium was positively correlated with 
Mg, P, S and Cl on both limed and unlimed treatments, but negatively correlated with Na only on the limed treat-
ment. Magnesium was positively correlated with Na, P, S and Cl on both limed and unlimed treatments. Sodium 
was positively correlated with S and Cl on both limed and unlimed treatments, and with P only on the unlimed 
treatments (Fig. 5). Phosphorus was positively correlated with S and Cl on both limed and unlimed treatments. 
There was no correlation between S and Cl on either limed or unlimed treatments (Fig. 5).

For micro elements, Al was positively correlated with Fe and Si on both limed and unlimed treatments, and 
positively correlated with Cu and Zn only on the limed treatment, but not on the unlimed treatment (Fig. 6). 
Mn was not correlated with Al, Cu and Si on either limed or unlimed treatments, but positively correlated with 
Fe on both limed and unlimed treatments and weakly correlated to Zn on the limed treatment. Fe was positively 
correlated with Zn on both limed and unlimed treatments, but not with Cu and Si for either treatment. Copper 
was highly correlated to Zn on both limed and unlimed treatments, but not with Si, while Zn was weakly cor-
related to Si on the limed treatment only (Fig. 6).

Figure 4.  Pasture mineral concentration ratios and indices [K:Na, K:(Na + Mg), Ca:P ratio, grass tetany index 
and dietary cation–anion difference (DCAD)] with over 12 years on limed ( ) and unlimed ( ) treatments in 
annual (AP) and perennial pastures (PP). The lines are spline-fitted with corresponding treatments. No plant 
samples were taken in 1994 due to the extreme drought condition.
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Liming had no effect on the concentration of either Al or Fe in either pasture type (Fig. 3) despite lim-
ing changed the solubility of these elements in soil. Further, Al and Fe were highly correlated at higher concen-
trations rather than at low concentrations (Fig. 6).

Discussion
The results support the hypothesis that ongoing application of lime changes the mineral composition of both 
perennial and annual pastures at anthesis in the high rainfall region of south-eastern Australia. However, those 
changes in pasture mineral composition do not always lead to improved mineral ratios and animal health indices. 

Figure 5.  Correlations between pasture macro elements (Ca, calcium; K, potassium; Mg, magnesium; Na, 
sodium; P, phosphorus; S, sulphur; and Cl, chloride) at anthesis. Coloured lines are fitted regression lines 
between each pair of plant elements under limed ( ) and unlimed ( ) treatments. *P < 0.05; **P < 0.01; 
***P < 0.001.

Figure 6.  Correlations between pasture micro elements (Al, aluminium; Mn, manganese; Cu, copper; Fe, 
iron; Zn, zinc; and Si, silicon) at anthesis. Coloured lines are fitted regression lines between each pair of plant 
elements under limed ( ) and unlimed ( ) treatments. *P < 0.05; **P < 0.01; ***P < 0.001.
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While the risk of some metabolic disorders in grazing livestock are reduced, but for others they increase. The 
primary drivers of improvements in important mineral ratios in favour of animal health and well-being were the 
increase in Ca and Na concentrations, serving to increased Ca:P ratio and decreased tetany index in this study. 
 Kuusela27 suggested that a Ca:P ratio between 1.1 and 2.1 is ‘ideal’ and could improve the bone calcification. 
However,  Ternouth28 found that livestock could tolerate dietary Ca:P ratios of more than 10:1 without ill effect 
provided that the P intakes meet animals  requirements29. In the present study, the Ca:P ratio was significantly 
higher on the limed treatment than that on the unlimed treatment, but generally below 4:1. The higher Ca con-
centration with liming may reduce susceptibility to  hypocalcaemia17, but higher Ca:P ratio might exert a decrease 
in bone formation and animal growth in a P deficient  diet30.

The DCAD was high in both limed and unlimed pastures and increased with liming, which was not in line 
with the hypothesis. The pasture DCAD level in most years was > 20, likely due to high K and Na concentrations 
relative to S and Cl. Livestock grazing on high DCAD pasture/diets are prone to hypocalcaemia under condi-
tions of high demand because of the inability of the body to mobilise Ca from bone by changing  pH29. Research 
experiments have shown that the low DCAD in the diet can affect the endogenous synthesis or catabolism of 
1,25-hydroxyvitamin D3 via activation of 1-α-hydroxylase31. It is expected that animals grazing on this pasture 
have lower concentration of 1,25-dihydroxyvitamin D3 due to high DCAD level, which may be an issue for 
locations poleward of the 34° latitudes with reduced solar radiation.

The extent to which the negative effects of a higher DCAD may be offset by a higher Ca content due to lime 
is an area warranting further investigation. The study of Masters et al.29 showed that offering low-DCAD sup-
plement to reproducing ewes was less effective at improving Ca status when compared to an industry standard 
supplement. The authors suggested that the lack of an additional response could be due to the inefficiency of 
supplements in reducing the DCAD of total feed, brought about by limits to supplement intake. Thomas and 
 Hargrove32 suggested that soil properties such as pH are likely to have an impact on herbage DCAD through 
effects on the availability of nutrients as low pH soils often have high soil Al, which reduces root growth and 
thus may affect the mineral nutrition of  plants33. Concentrations of Al would be expected to be lower on limed 
compared to unlimed pastures, as in general, plants surviving in acidic soils contend with both Al and Mn toxicity 
and P  deficiency34. In the present study, plant Al was less than 300 mg/kg on both limed and unlimed pastures, 
which is well below the maximum threshold assumed (1000 ppm) for livestock  diets35.

There was a tendency that liming reduced plant Mg, P, S and Fe in the first liming cycle, but increased those 
minerals during the second liming cycle. The reason for those changes in availability over time is not clear. Our 
data showed that herbage concentrations of macro-minerals were highly correlated with exchangeable cations, 
with exchangeable Mg progressively increasing over the experimental period (M K Conyers unpublished data). 
The chance of potential hypomagnesaemia in livestock grazing on either perennial and annual pastures at this 
site was not high because of adequate levels of Mg (> 0.9 g/kg), Na (> 0.9 g/kg) and K (5–30 g/kg) together with 
a low tetany index and low K:(Na + Mg) index in the pasture, based on requirements of sheep and  cattle24.

Many factors can impact both the supply and uptake of minerals, such as the availability of mineral nutrients 
in the rhizosphere, improvement in root growth allowing more soil to be  explored1, altered uptake of nutrients 
per unit length of  root36, and the moisture status of the  soil37 for some minerals, such as P that moves by diffusion 
or S that moves via mass flow. The growth stage of the pasture also alters the relative content of minerals due to 
growth induced  dilutions21. The action of lime in altering concentrations of macro elements in shoots could occur 
through change to the supply such as large quantities of Ca in lime competing with other base cations and changes 
in mineral availability in soils due to change in soil pH after  liming1,38. This is in addition to dilution effects due 
to extra plant  growth20,36. Consideration of all results indicates long-term liming would have beneficial role in 
reducing the incidence of hypocalcaemia and hypomagnesemia by improving Ca, Mg and Na concentration. 
These conclusions need to be validated with appropriate feeding or grazing studies.

Results showed that liming decreased the concentrations of some micro-nutrients including Cu, Zn and 
Mn. This is in broad agreement with the earlier evaluation conducted by Hayes et al.22, except that in that study 
the reduction in Cu concentrations was not observed in two (chicory and subterranean clover) of the six spe-
cies tested. Manganese is available to plants in the reduced form, and  Mn2+ can be toxic in some acidic soils. 
The application of lime on such soils lowers net Mn reduction, leading to lower Mn concentrations in shoots of 
pasture  species39. Decreases of Cu, Mn and Zn concentration are notable because of their role on immunity and 
health by reducing oxidative stress and boosting innate and acquired immunity in dams and their  offspring40. 
These minor elements play important roles in the superoxide dismutase pathway as the first line of the antioxi-
dant defence, converting superoxide anion to hydrogen  peroxide41. There may be implications for the plant in its 
ability to manage oxidative stress, as well as for the animal consuming it, when exposed to certain environmental 
stressors, such as heat stress, lamb marking, gestation, lactation stress and other stress when animal welfare is 
compromised. Copper deficiency is the most common trace element deficiency affecting beef cattle in southern 
Australia, as they have a higher dietary requirement for Cu than  sheep42. Copper deficiency can be induced by 
low levels of Cu in the soil, high dietary intakes of molybdenum (Mo), S, Zn, Fe, cadmium (Cd) and  Ca42. In the 
present study, the Cu concentrations on the limed treatment were lower than that on the unlimed treatment. 
Liming would seem to pose an elevated risk of Cu deficiency due to the lower concentrations of Cu in herbage, 
higher concentrations of Ca and Mo that may decrease absorption, and induced precipitation of Cu-hydroxides 
and/or Cu-carbonates43. There is an interaction between Cu, Mo, S and Fe, indicating that Cu absorption is 
dependent on these elements in the diet as well as Cu  concentration44,45.

Lime would increase availability of  Mo1,46, hence, concentrations of Mo would be expected to be higher on 
limed compared to unlimed  pastures47, although they were not quantified in the present study. Copper concen-
trations in the range of 5–30 and Cu:Mo ratios > 2–4 are suggested to avoid Cu deficiency in  livestock47. Further 
research on Cu nutrition and its interactions is recommended as the nutrient concentration of Cu in the present 
study did not meet the requirements for cattle or goats and failed to meet the requirements for late pregnancy 
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or early lactating ewes. Molybdenum has been shown to have antagonistic and inhibitory effects on the Cu 
absorption in the rumen. The diet rich in Mo and S forms thiomolybdates which prevents Cu absorption and 
incorporation into plasma  proteins48.

Deficiency of Zn can interrupt many biochemical and enzymatic processes in cattle, such as protein synthesis 
and carbohydrate metabolism, with risk of deficiency increasing in diets when Zn is below 40 mg/kg49. Most of 
the Zn concentration values observed in the present study were below that nominal risk threshold and its nutrient 
concentration did not meet the requirements for sheep at any stage considered in the present study, and often 
did not meet the requirements for cattle, or late pregnancy/early lactation goats. There is inconclusive evidence 
that other minerals, such as Ca, impede the absorption of Zn in cattle but high dietary Cd has been implicated. 
Cadmium was not measured in the present study, but it has been shown by Hayes et al.22 that Cd concentrations 
in subterranean clover decreased with lime. Therefore, Zn deficiency impacting livestock reproduction and 
health that is associated with lime application is more likely to be a direct result of reduced Zn availability in the 
herbage, rather than associated minerals impeding  absorption49,50.

There were large year-to-year variations in herbage mineral concentrations, largely following rainfall distri-
bution patterns. In general, pasture mineral concentrations tended to be higher under drought years (e.g. 1994, 
2001–2003), but lower in the years with above-average rainfall (e.g. 1992, 1999 and 2000). Undoubtedly, this is 
due to a dilution of mineral concentrations in higher rainfall years when pasture growth is greater. Nevertheless, 
the study does demonstrate the large variability in mineral concentrations that can occur in a field environment 
highlighting the fact that lime alone cannot mitigate all risks of animal health disorders in all years, in the same 
way that risks of mineral deficiencies due to lime will not be constant from year to year.

In conclusion, long-term liming changed the pasture mineral profile on both perennial and annual pastures. 
Liming increased the Ca:P ratio and decreased the tetany index, potentially improving animal health outcomes. 
However, the likelihood of hypocalcaemia may remain as an issue with high DCAD levels in herbage, increasing 
the risk of vitamin D deficiency and bone disorders in livestock. Reduced concentrations of some micro elements, 
such as Mn, may also potentially impair antioxidant capacity in livestock.

Methods
Site description and experimental design
The experiment was conducted for 12 years from 1992 to 2003 on the property ‘Brooklyn’, at Book Book (147° 30′ 
E, 35° 23′ S; 40 km south-east of Wagga Wagga) where long-term average annual rainfall was 650 mm. The soil 
was a subnatric Yellow Sodosol with some red phases across the  site51. The average pH in 0.01 M  CaCl2  (pHCa) 
was 4.0 and 4.2 in the 0–10 and 10–20 cm soil depths, respectively, with aluminium (Al) comprising 31% and 
43% of total exchangeable cations in the corresponding depths.

A long-term experiment, known as MASTER (Managing Acid Soil Through Efficient Rotations) was estab-
lished in  19928. Four treatments were chosen for this study, namely, perennial pastures with or without lime 
(PP+ and PP−) and annual pastures with or without lime (AP+ and AP−). The experiment was then embedded 
with 6 liming phases for PP+ and AP+, with 2 plots per phase, effectively 12 replicates for the limed treatments. 
For PP− and AP−, there were only 6 replicates for each treatment. There were 36 plots in total with plot size as 
30 m × 45 m with 10 m laneways. The perennial pasture was sown to phalaris (Phalaris aquatica L.), cocksfoot 
(Dactylis glomerata L.), lucerne (Medicago sativa L.) and subterranean clover and the annual pasture was sown to 
annual ryegrass (Lolium rigidum Gaudin.) and subterranean clover (Table 3). Lucerne and subterranean clover 
were inoculated with recommended rhizobia. Phosphorus (P) was applied at 30 kg P/ha at sowing in 1992, and 
surface-spread at 15 kg P/ha in autumn every year over the life of the experiment. The pastures were rotationally 
grazed as per protocols described in Li et al.9 and Li et al.12.

Superfine lime (70% ≤ 250 μm, neutralising value 98%, Omya Southern Pty Ltd) was used in the experiment. 
Lime was applied on a 6-year cycle with the first year when lime was applied as phase 1 and the last year before 
re-liming as phase 6. However, all limed treatments were limed in April 1992 with different lime rates (3.4–4.1 

Table 3.  Treatment description and pasture species mixes at establishment in 1992. a PP+ versus PP−, 
Perennial pastures with or without lime application; AP+ versus AP−, Annual pastures with or without lime 
application.

Treatmenta Species Variety Sowing rate

Perennial pastures (PP+ vs PP−)

Phalaris (Phalaris aquatica L.)
Australian 0.5 kg/ha

Holdfast 1.0 kg/ha

Cocksfoot (Dactylis glomerata L.) Currie 1.0 kg/ha

Lucerne (Medicago sativa L.) Aurora 3.0 kg/ha

Subterranean clover (Trifolium subterraneum L.)

Junee 1.5 kg/ha

Goulburn 1.5 kg/ha

Trikkala 1.5 kg/ha

Annual pastures (AP+ vs AP−)

Annual ryegrass (Lolium rigidum Gaudin.) Wimmera 2.0 kg/ha

Subterranean clover (Trifolium subterraneum L.)

Junee 2.5 kg/ha

Goulburn 2.5 kg/ha

Trikkala 2.5 kg/ha
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t/ha) depending on the designated phases. The initial lime application was incorporated into the 0–10 cm soil 
layer and the maintenance lime was top-dressed at the start of phase 1 for a given plot. The target was to main-
tain the average pH at 5.5 in the 0–10 cm depth. Further details of the liming regime were reported in Li et al.2.

Plant sampling and analysis
Pasture pluck-samples were taken at anthesis each year to mimic sheep grazing by avoiding the less digestible 
and unpalatable stem fraction and reflecting the composition of the sward at the time of sampling. The pasture 
samples (~ 500 g from each plot at 20 locations) were kept cool in an insulated box in the field for transport to 
the laboratory where they were dried at 70 °C for 48 h in a dehydrating oven. The samples were initially ground 
to pass a 2-mm sieve in a plant grinder, and then ground into a fine powder in a puck mill. Subsamples were 
pressed into 32-mm pellets using a hydraulic press. The mineral content of the pasture was evaluated for macro 
minerals Ca, Mg, K, Na, P, S, Cl and Si; and micro minerals Al, Mn, Cu, Fe and Zn with a Philips 1404 X-ray 
fluorescence spectrometer (Philips, Almeto, the Netherlands) using a dual anode Sc-Mo  tube52.

Pasture mineral ratios including Ca:P; K:Na and K:(Na + Mg) ratio, and indices, including tetany index 
[K:(Ca + Mg)] and the dietary cation anion difference [DCAD = (Na + K) − (Cl + S)] in milli-equivalent were 
 calculated18.

Statistical analysis
Pasture mineral concentrations for macro elements (Ca, K, Mg, Na, P, S, Cl and Si), micro elements (Al, Mn, 
Cu, Fe and Zn), mineral ratios [Ca:P, K:Na and K:(Na + Mg)] and indices (tetany index and DCAD) were spline-
fitted using ASReml-R53. The fixed factors were lime, pasture type, sampling year and associated two-way and 
three-ways interactions. Random factors were replicate, the spline component of sampling year, and associated 
interactions. All random terms were included in the initial model, but terms that failed to achieve statistical 
significance at P = 0.05 were excluded from the final model. The fixed effects were tested using the Wald statis-
tics, and the random effects were tested using the residual maximum likelihood ratio test. Correlations between 
pasture macro elements were computed using ‘GGally’ package in R  environment54.

Statement of research involving plants
The authors wish to affirm our commitment to compliance with relevant institutional, national, and international 
guidelines and legislation governing the collection and utilisation of plant materials.

Data availability
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Received: 23 November 2023; Accepted: 6 February 2024

References
 1. Hayes, R. C., Condon, J. R. & Li, G. D. Chapter 14.The role of liming in improving soil health. In Improving Soil Health (ed. Horwath, 

W.) (Burleigh Dodds Science Publishing, 2023).
 2. Li, G. D. et al. Long-term surface application of lime ameliorates subsurface soil acidity in the mixed farming zone of south-eastern 

Australia. Geoderma 338, 236–246 (2019).
 3. Hirth, J. R., Li, G. D., Chan, K. Y. & Cullis, B. R. Long-term effects of lime on earthworm abundance and biomass in an acidic soil 

on the south-western slopes of New South Wales, Australia. Appl. Soil Ecol. 43, 106–114 (2009).
 4. Scott, B. J., Conyers, M. K., Poile, G. J. & Cullis, B. R. Subsurface acidity and liming affect yield of cereals. Aust. J. Agric. Res. 48, 

843–854 (1997).
 5. Holland, J. E. & Behrendt, K. The economics of liming in arable crop rotations: Analysis of the 35-year Rothamsted and Woburn 

liming experiments. Soil Use Manag. 37, 342–352 (2020).
 6. Scott, B. J., Ridley, A. M. & Conyers, M. K. Management of soil acidity in long-term pastures of south-eastern Australia: A review. 

Aust. J. Exp. Agric. 40, 1173–1198 (2000).
 7. Li, G. D., Singh, R. P., Brennan, J. P. & Helyar, K. R. A financial analysis of lime application in a long-term agronomic experiment 

on the south-western slopes of New South Wales. Crop Pasture Sci. 61, 12–23 (2010).
 8. Li, G. D. et al. Crop responses to lime in long-term pasture-crop rotations in a high rainfall area in south-eastern Australia. Aust. 

J. Agric. Res. 52, 329–341 (2001).
 9. Li, G. D. et al. Pasture and sheep responses to lime application in a grazing experiment in a high-rainfall area, south-eastern 

Australia. I. Pasture production. Aust. J. Agric. Res. 57, 1045–1055 (2006).
 10. Norton, M. R., Garden, D. L., Orchard, B. A., Armstrong, P. & Brassil, T. Effects of lime, phosphorus and stocking rate on an 

extensively managed permanent pasture: Botanical composition and groundcover. Crop Pasture Sci. 71, 700–713 (2020).
 11. Li, G. D. et al. Effects of lime on the botanical composition of pasture over nine years in a field experiment on the south-western 

slopes of New South Wales. Aust. J. Exp. Agric. 43, 61–69 (2003).
 12. Li, G. D. et al. Pasture and sheep responses to lime application in a grazing experiment in a high-rainfall area, south-eastern 

Australia. II. Liveweight gain and wool production. Aust. J. Agric. Res. 57, 1057–1066 (2006).
 13. Norton, M. R. et al. Lime, phosphorus and stocking rate of an extensively managed permanent pasture affect feed-on-offer, sheep 

growth rate, carrying capacity and wool production. Anim. Prod. Sci. 63(9), 878–894 (2023).
 14. NRC. Nutrient Requirements of Small Ruminants: Sheep, Goats, Cervids, and New World Camelids (National Academy Press, 2007).
 15. NRC. Nutrient Requirements of Beef Cattle: Seventh Revised Edition. Update 2000, Seventh Revised Edition edn (National Academy 

Press, 2010).
 16. Refshauge, G. et al. The plasma and urine mineral status of lambs offered diets of perennial wheat or annual wheat, with or without 

lucerne. Small Rumin. Res. 209, 106639 (2022).
 17. Edwards, J. E. H. et al. Calcium and magnesium status of pregnant ewes grazing southern Australian pastures. Anim. Prod. Sci. 

58, 1515–1521 (2018).



11

Vol.:(0123456789)

Scientific Reports |         (2024) 14:3539  | https://doi.org/10.1038/s41598-024-53908-1

www.nature.com/scientificreports/

 18. Dove, H., Masters, D. G. & Thompson, A. N. New perspectives on the mineral nutrition of livestock grazing cereal and canola 
crops. Anim. Prod. Sci. 56, 1350–1360 (2016).

 19. Masters, D. G. et al. Mineral status of reproducing ewes grazing vegetative cereal crops. Anim. Prod. Sci. 58, 2049–2060 (2018).
 20. Hayes, R. C. et al. Prospects for improving perennial legume persistence in mixed grazed pastures of south-eastern Australia, with 

particular reference to white clover. Crop Pasture Sci. 70, 1141–1162 (2019).
 21. Smith, F. W. & Loneragan, J. F. Interpretation of plant analysis: Concepts and principles. In Plant Analysis: An Interpretation Manual 

(eds Reuter, D. J. & Robinson, J. B.) (CSIRO Publishing, 1997).
 22. Hayes, R. C., Dear, B. S., Orchard, B. A., Peoples, M. B. & Eberbach, P. L. Response of subterranean clover, balansa clover, and 

gland clover to lime when grown in mixtures on an acid soil. Aust. J. Agric. Res. 59, 824–835 (2008).
 23. Hayes, R. C., Li, G. D., Conyers, M. K., Virgona, J. M. & Dear, B. S. Lime increases productivity and the capacity of lucerne (Med-

icago sativa L.) and phalaris (Phalaris aquatica L.) to utilise stored soil water on an acidic soil in south-eastern Australia. Plant 
Soil 400, 29–43 (2016).

 24. Dove, H. & Kelman, W. M. Liveweight gains of young sheep grazing dual-purpose wheat with sodium and magnesium supplied 
as direct supplement, or with magnesium supplied as fertiliser. Anim. Prod. Sci. 55, 1217–1229 (2015).

 25. Dove, H. & McMullen, K. G. Diet selection, herbage intake and liveweight gain in young sheep grazing dual-purpose wheats and 
sheep responses to mineral supplements. Anim. Prod. Sci. 49, 749–758 (2009).

 26. Pugh, D. G. Nutritional requirements of sheep—Management and nutrition. In MSD Veterinary Manual (ed MSD) (Merck & Co., 
Inc., 2022).

 27. Kuusela, E. Annual and seasonal changes in mineral contents (Ca, Mg, P, K and Na) of grazed clover-grass mixtures in organic 
farming. Agric. Food Sci. 15, 23–34 (2006).

 28. Ternouth, J. H. Phosphorus and beef production in northern Australia. 3. Phosphorus in cattle—A review. Trop. Grassl. 24, 159–169 
(1990).

 29. Masters, D. G., Norman, H. C. & Thomas, D. T. Minerals in pastures—Are we meeting the needs of livestock?. Crop Pasture Sci. 
70, 1184–1195 (2019).

 30. Bethke, R. M., Kick, C. H. & Wilder, W. The effect of the calcium-phosphorus relationship on growth, calcification, and blood 
composition of the rat. J. Biol. Chem. 98, 389–403 (1932).

 31. Rodney, R. M. et al. Effects of prepartum dietary cation-anion difference and source of vitamin D in dairy cows: Vitamin D, mineral, 
and bone metabolism. J. Dairy Sci. 101, 2519–2543 (2018).

 32. Thomas, G. W. & Hargrove, W. L. The chemistry of soil acidity. In Soil Acidity and Liming Second Edition (ed Adams, F.) 
(Madison,1984).

 33. Delhaize, E. & Ryan, P. R. Aluminum toxicity and tolerance in plants. Plant Physiol. 107, 315–321 (1995).
 34. Chen, Z. C. & Liao, H. Organic acid anions: An effective defensive weapon for plants against aluminum toxicity and phosphorus 

deficiency in acidic soils. J. Genet. Genom. 43, 631–638 (2016).
 35. Chaney, R. Toxic element accumulation in soils and crops: Protecting soil fertility and agricultural food-chains. In Inorganic 

Contaminants in the Vadose Zone (eds Bar-Yosef. B. et al.) (Springer, 1989).
 36. Pelletier, S. et al. Dietary cation-anion differences in some pasture species, changes during the season and effects of soil acidity 

and lime amendment. Aust. J. Exp. Agric. 48, 1143–1153 (2008).
 37. Alam, S. M. Nutrient uptake by plants under stress conditions. In Handbook of Plant and Crop Stress (ed. Pessarakli, M.) (Marcel 

Dekker, 1999).
 38. Hartemink, A. E. & Barrow, N. J. Soil pH—nutrient relationships: The diagram. Plant Soil 486, 209–215 (2023).
 39. Hayes, R. C. et al. Spatial and temporal variation in soil  Mn2+ concentrations and the impact of manganese toxicity on lucerne and 

subterranean clover seedlings. Crop Pasture Sci. 63, 875–885 (2012).
 40. Gonzalez-Rivas, P. A., Lean, G. R., Chambers, M. & Liu, J. A trace mineral injection before joining and lambing increases marking 

percentages and lamb weights on diverse farms in Victoria, Australia. Animals 13, 178 (2023).
 41. Masters, D. G. Practical implications of mineral and vitamin imbalance in grazing sheep. Anim. Prod. Sci. 58, 1438–1450 (2018).
 42. Brightling, A. Stock Diseases: Diseases of Beef Cattle, Sheep, Goats and Farm Dogs in Temperate Australia (Inkata Press, 1994).
 43. Brunetto, G. et al. Copper accumulation in vineyard soils: Rhizosphere processes and agronomic practices to limit its toxicity. 

Chemosphere 162, 293–307 (2016).
 44. Suttle, N. F. The interactions between copper, molybdenum, and sulphur in ruminant nutrition. Annu. Rev. Nutr. 11, 121–140 

(1991).
 45. Bremner, I., Humphries, W. R., Phillippo, M., Walker, M. J. & Morrice, P. C. Iron-induced copper deficiency in calves: Dose-

response relationships and interactions with molybdenum and sulphur. Anim. Sci. 45, 403–414 (1987).
 46. Condon, J., Burns, H. & Li, G. The extent, significance and amelioration of subsurface acidity in southern New South Wales, 

Australia. Soil Res. 59, 1–11 (2021).
 47. Gupta, U. C. & Lipsett, J. Molybdenum in soils, plants, and animals. In Advances in Agronomy (ed. Brady, N. C.) (Academic Press, 

1981).
 48. Suttle, N. F. Mineral Nutrition of Livestock 4th edn. (CABI Digital Library, 2010).
 49. Miller, W. J. Zinc nutrition of cattle: A review. J. Dairy Sci. 53, 1123–1135 (1970).
 50. National Research Council. Mineral Toleraance of Animals (The National Academies Press, 2005).
 51. Isbell, R. F., National Committee on Soil and Terrain. The Australian Soil Classification 3rd edn. (CSIRO Publishing, 2021).
 52. Norrish, K. & Hutton, J. T. Plant analyses by X-ray spectrometry I—Low atomic number elements, sodium to calcium. X-Ray 

Spectrom. 6, 6–11 (1977).
 53. Gilmour, A. R., Gogel, B. J., Cullis, B. R., Welham, S. J. & Thompson, R. ASReml User Guide, Release 4.1 (VSN International, 2015).
 54. Schloerke, B. et al. GGally: Extension to ’ggplot2’. R package version 2.12. https:// github. com/ ggobi/ ggally (2021).

Acknowledgements
Many scientists and technical staff within New South Wales Department of Primary Industries (NSW DPI) and 
outside NSW DPI made significant contributions to setup and run this long-term experiment over 18 years from 
1992 to 2010. The senior author is in debt to Drs Keith Helyar, Brian Cullis and Mr Peter Cregan for the design 
and setup of the long-term experiment, and provision of guidance over the whole period, or early part of the 
experimental period. We are grateful to Mr. Bob Chambers (1992–2003) and Mr. John Glendining (2004–2010), 
the managers of the property ‘Brooklyn’ owned by the Hurstmead Pastoral Company, for the lease of the land 
and continuous support; to staff from NSW DPI, namely Richard Lowrie, Graeme Poile, Albert Oates, Rod 
Fisher, Lisa Castleman, Catherine Evans, Mark Wilson, Dennis Skerry, Gertraud Norton and Les Rodham for 
their quality technical assistance during different funding periods; to Patricia Wallace for XRF analysis (CSIRO, 
Canberra). The project was funded by NSW DPI with financial support from Australian Wool Innovation Lim-
ited (1991–1997, 2003–2008), Grain Research and Development Corporation, Australia (1997–2002); Acid Soil 
Action, NSW Government Initiative (1997–2003); Meat and Livestock Australia (1994–1997, 2010); Land and 

https://github.com/ggobi/ggally


12

Vol:.(1234567890)

Scientific Reports |         (2024) 14:3539  | https://doi.org/10.1038/s41598-024-53908-1

www.nature.com/scientificreports/

Water Australia (1994–1997). Incitec-Pivot Pty Ltd. and Omya Australia Pty Ltd. supplied fertilisers and lime 
(1992–2010).

Author contributions
G.L. and M.C. conceived the idea, designed and conducted the experiment. G.L. performed the analysis and 
wrote the first draft. G.R., F.A. and R.H. contributed to the interpretation of the results. All authors contributed 
to review and editing of the manuscript.

Competing interests 
The authors declare no competing interests.

Additional information
Correspondence and requests for materials should be addressed to G.D.L.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access  This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/.

© The Author(s) 2024

www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Long-term liming changes pasture mineral profile
	Results
	Rainfall
	Macro elements in plants
	Micro elements in plants
	Mineral ratios and indices
	Correlations between plant elements in herbage

	Discussion
	Methods
	Site description and experimental design
	Plant sampling and analysis
	Statistical analysis
	Statement of research involving plants

	References
	Acknowledgements


