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ABSTRACT
A greenhouse trial was carried out in Department of Soil and Water Sciences, Faculty of

Agriculture, Benha University, Egypt from November 2012 to May 2013 to determine the effect of
different potassium rates and water regimes on soil microbial properties in a clayey soil. The
experiment was factorial with twelve treatments (4 potassium rates×3 water regimes) in triplicates.
Three soil microbial indicators were evaluated, microbial biomass (carbon and nitrogen), microbial
population (bacteria and fungi) and enzyme activities (urease, phosphatase, catalase and
dehyrdogenase). Moreover, the cumulative CO2  was chosen as a microbial indicator and estimated
during an incubation experiment for 120 days under natural temperature.  Soil microbial properties
were determined four times during the experimental work. Significant increases in soil microbial
biomass, microbial population and enzyme activities were recorded after addition of potassium
fertilizer and these improvements became generally more noticeable with the increase of potassium
applied rates. Changes of soil moisture contents caused marked effects on soil microbial biomass,
microbial population and enzyme activities. Cumulative CO2  was also affected by potassium and
soil water rates and its highest values were found after 120 days of incubation. Both soil water
levels and potassium fertilization rates should be considered as good factors in governing soil
biological properties in clayey soils.
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INTRODUCTION
Soil microorganisms such as bacteria and fungi have indispensable roles in the biosphere and

soil environmental system because they are decisive factors in controlling soil biochemical
processes, including organic matter decomposition, nutrient cycling and bioremediation of soil
pollution (Larkin, 2003; Tejada et al., 2007). Alterations in the population and diversity of soil
microorganisms are responsive and strong indicators of soil biological activity, soil health and
quality,  plant  productivity  and  ecosystem  sustainability  (Doran   and   Parkin,  1994;
Edmeades, 2003). Evaluation of soil microbial properties, including biomass, activity and
community is considered as an important task for improving our knowledge about the governing
factors for soil  health  and  quality  (Garcia  et  al.,  1997;  Hill  et  al.,  2000;  Saviozzi  et  al.,  2002;

72

http://crossmark.crossref.org/dialog/?doi=10.3923/rjsb.2015.72.83&domain=pdf&date_stamp=2015-08-28


Res. J. Soil Biol., 7 (3): 72-83, 2015

Ros et al., 2003). Soil enzymes have vital roles in nutrient cycling processes and decomposition of
organic matter (Dick et al., 1994; Dick, 1997) and the enhancement of their activities can be used
as a good indicator for soil fertility and quality (Ndiaye et al., 2000).

Mineral fertilizers are important amendments and nutrient sources for plant growth in the
agricultural system. Research in this area is generally focused on the improvements of crop yields
but the cumulative effects of mineral fertilizers on soil biology are usually neglected. The influence
of fertilizers on soil microbial properties depends on many factors such as counts and types of
microorganisms, soil type, soil physical and chemical properties, rates and forms of fertilizers and
application time (Cerny et al., 2003; Mandal et al., 2007; Stark et al., 2007; Ge et al., 2008). There
are some studies have been conducted to evaluate the effect of fertilization on soil microbial
properties and found that application of  mineral  fertilizers  can  increase  soil  enzyme  activities
(Li et al., 2011; Simon and Czako, 2014). However, other studies showed that mineral fertilizers
can decrease soil quality (Doran et al., 1996; Zhang et al., 2015) or have no effect on soil microbial
properties (Aref and Wander, 1997; Treseder, 2008). There is also growing evidence that soil
biological properties are influenced by environmental factors and can be potential indicators of
ecological stress (Dick and Tabatabai, 1992).

Soil moisture has a vital role in controlling soil biota and the change of its levels can affect
microbial  properties  such  as  enzyme  activities,  microbial  population  and  microbial  biomass
(Ma et al., 2012; Hassan et al., 2013). The deficiency of soil water content has adverse effects on soil
microorganisms through microbial death and cell lysis (Hassan et al., 2013). Microbial properties
are highly and generally tied to soil conditions such as soil texture, water retention, porosity, soil
depth, water content, temperature and pH (Goncalves and Carlyle, 1994; Rodrigo et al., 1997;
Leiros et al., 1999; Sinegani and Mahohi, 2010). In semiarid environment, soil microbial activity
is particularly affected by the water availability, since the good presence of water has positive
influence on respiration and nutrient mineralization processes (Collins et al., 2008). Ma et al. (2012)
reported that alterations of soil water content can cause significant changes in physiology and
growth of soil microbial communities by affecting nutrients availability and oxygen concentrations.
To our knowledge, managements of water content and K fertilization in clayey soils are important
factors for improving soil quality indicators. Therefore, this experimental work aims to assess the
potential impact of soil water content and different K levels on microbial properties in a clayey soil
planted with common wheat (Triticum aestivum).

MATERIALS AND METHODS
Soil: Surface soil samples (0-30 cm) were collected in October 2012 from the Experimental Farm
of Faculty of Agriculture, Benha University, Kalubia Governorate, Egypt. Soil samples were passed
through a 2 mm sieve and divided into two parts. The first part was air dried for one week at room
temperature for determination of soil physical and chemical properties, while the second part was
stored at 4°C for microbial analyses. The physical, chemical and microbial properties of the studied
clayey soil are given in Table 1.

Experimental work: A pot experiment was conducted from November 2012 to May 2013 in the
greenhouse of Department of Soil and Water Sciences, Faculty of Agriculture, Benha University,
Egypt. The experiment was factorial with two factors and contained 12 treatments resulted from
the combination  of  four potassium  rates  (0, 25, 50 and 75 mg kgG1)  and  three  water  regimes:
W1 = 40%, W2 = 55% and W3 =  70%  of  Water-Holding  Capacity  (WHC).  The  experimental  pots
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Table 1: Some properties of the studied clayey soil
Properties Values
Physical
Sand (%) 14.84
Slit (%) 25.74
Clay (%) 59.42
Texture Clay
SOM (g kgG1) 25.7
CaCO3 (g kgG1) 15.26
B.D (g cmG3) 1.38
Chemical
pH 7.96
EC (dS mG1) 1.85
Available N (mg kgG1) 49.60
Available P (mg kgG1) 28.30
Available K (mg kgG1) 128.00
Total N (g kgG1) 1.03
Total P (g kgG1) 0.39
Total K (g kgG1) 1.48
Biological
Urease 1.97
Catalase 0.08
Alk. Phos. 189.00
Dehydrogenase 11.70
MBC (mg kgG1) 208.00
MBN (mg kgG1) 46.30
Total bacteria (1010 CFU gG1) 2.64
Total fungi (103 CFU gG1) 5.11
EC: Electrical conductivity, SOM: Soil organic matter, Alk. Phos.: Alkaline  phosphatase, B.D: Bulk density,  measured units of urease,
catalase, alkaline phosphatase and dehydrogenase are mg  NH4  kgG1  hG1,  0.01  M KMnO4  mol  LG1, mg pNP kgG1 hG1,  mg  TPF  kgG1 hG1, 
 respectively.  MBC:   Microbial   biomass  carbon, MBN:  Microbial biomass nitrogen

(20×20 cm) were filled with 4 kg of the above mentioned clayey soil and then organized in a
complete randomize block design. Wheat (Triticum aestivum L.) var. Sakha 93 was used as an
indicator plant in this experiment. The grains were obtained from Department of Agronomy,
Faculty of Agriculture, Benha University, Egypt. Ten grains of wheat were sown in each pot and
then the pots were irrigated with tap water. After 15 days, seedlings of wheat were thinned and
5 plants were kept in each pot.

Soil sampling: Soil samples were taken on intervals (30, 60 and 120 days after wheat thinning
and after the harvest of wheat) using an auger at five randomly selected spots, mixed well in plastic
bags and transferred directly to the laboratory. After  that,  soil  samples  were  passed  through 
a 2 mm sieve and then stored at 4°C for microbial analyses.

Basic soil physical and chemical analyses: The  particle-size  distribution  of  soil  was
measured by the pipette method (Kettler et al., 2001). The pH was analyzed in a  suspension  of
1:2.5 soil/water (w/v), while soil Electrical Conductivity (EC) was determined in the extraction
solution of 1:1 soil/water (w/v). Total Organic Carbon (TOC) was estimated in the presence of
K2Cr2O7 and concentrated H2SO4 followed by ferrous ammonium sulfate (NH4)2 Fe (SO4)2.6H2O
titration (Yeomans and Bremner, 1998).  A  factor  of  1.72  was  used  to  convert TOC to SOM.
Total  N,  P  and  K  were  determined  after  samples  digestion  by  a  concentrated  mixture of
H2SO4-HClO4  (2:1, v/v).  Available  N,  P  and  K  were  extracted   by  KCl  (2  mol LG1),  NaHCO3

(0.5 mol  LG1, pH  =  8.5) and  NH4OAc  (1 mol LG1,  pH = 7.0).  Total  and  available  N  values  were
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determined by the Kjeldahl method (Hinds and Lowe, 1980), while amounts of total and available
P were measured using the spectrophotometer in blue molybdate-phosphate complexes in the
presence of ascorbic acid (Murphy and Riely, 1962). The flame-photometer was used to detect total
and available K. Total CaCO3 was measured by estimating quantity of CO2 that produced after
addition of HCl to the soil (Dewis and Freitas, 1970). Soil bulk density was determined by the core
method (Blake, 1965). The soil was dried at 105°C for 48 h and the bulk density was calculated as
the ratio between soil dry weight and the cylinder volume.

Cumulative soil CO2: An incubation experiment was conducted in plastic jars (1 L) for 120 days
under natural temperature in the dark to estimate the cumulative soil CO2. The jars were covered
with plastic films that contained small holes for air exchange between the soil and the atmosphere.
Carbon dioxide that produced from the respiration process  was  trapped in  NaOH  (2 mol LG1). The
residual NaOH was titrated with HCl in the presence of phenolphthalein as an  indicator
(Anderson, 1982). The experiment contained control jars without soil. Values of cumulative CO2

were determined after: 5, 10, 20, 40, 80 and 120 days.

Enzyme activities: Fresh soil samples were collected to determine four soil enzyme activities.
Dehydrogenase (DHA) was determined as described in Friedel et al. (1994) after soil incubation at
37°C for 24 h with 2,3,5-triphenyl-tetrazolium chloride (TTC) and the red color of
triphenylformazan (TPF) absorbance was measured at 546 nm using spectrophotometer. Catalase
(CAT) activity was measured by titration of the excess of H2O2 by KMnO4 (0.1 mol LG1) in the
presence of H2SO4  following method of Johnson and Temple (1964). Urease activity was
determined in the form of  during incubation of soil samples for 3 h with urea (0.2 mol LG1)4NH

as a substrate at 37°C in Tris buffer (pH = 9) and the absorbance  of  blue  color  was  checked  at
578 nm by the spectrophotometer (Tabatabai and Bremner, 1972). Alkaline phosphatase activities
were measured after the soil incubation for 1 h at 37°C with a 0.025 mol LG1 p-nitrophenyl
phosphate (pNPP) substrate and Modified Universal Buffer (MUB) (0.17 mol LG1), at pH 11 and
finally yellow color of the released p-nitrophenol (pNP) was estimated at wavelength of 400 nm with
a spectrophotometer (Tabatabai and Bremner, 1969).

Microbial biomass carbon and nitrogen: The collected fresh soil samples were separated into
two parts. The first part (non-fumigated) was directly extracted by K2SO4 (0.5 mol LG1). The second
part (fumigated) was put in Petri dishes and transferred to a desiccator had 30 mL CHCl3 for
fumigation. A vacuum pump was used to increase the pressure until the beginning of CHCl3 
boiling. The desiccator was kept for 24 h in darkness at 25°C and then soil samples extracted also
by K2SO4  (0.5 mol LG1) (Brookes et al., 1985). The concentrations of C and N in non-fumigated and
fumigated samples were determined by K2Cr2O7 oxidation (Yeomans and Bremner, 1998) and
Kjeldahl method (Hinds and Lowe, 1980), respectively. Values of microbial biomass C and N were
calculated as the difference between the fumigated and non-fumigated extracts and then divided
by 0.45 (KC) (Beck et al., 1997) and 0.54 (KN) (Brookes et al., 1985).

Total microbial count: Total bacteria and fungi were estimated using dilution plate method as
described by Hu et al. (2013). A soil sample of 10 g was shaken with 100 mL sterile water for 20 min
at 250 rpm. For bacteria, the medium of Luria Broth (LB) that contained 5 g NaCl, 5 g tryptone,
2.5 g yeast extract and  7.5 g  agar  was  used.  The  fungi  was  cultured  on  Martin’s  rose  Bengal
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Fig. 1: Mean of temperature during the experimental  season  of  wheat  from November 2012 to
May 2013

streptomycin medium that contained 10.0 g glucose, 5.0 g peptone, 1.0 g KH2PO4, 0.5 g
MgSO4@7H2O, 33 mg rose Bengal and 3.0 mL 1% streptomycin. The experimental plates were
incubated at 28°C for 2 days for the assay of bacteria and 4 days for fungi. The total counts of the
bacteria and fungi were expressed as CFU gG1 dry soil.

Temperature changes: Monthly changes of temperature were measured during the wheat
growing season from November 2012 to May 2013 and recorded in Fig. 1.

Statistical analysis: Data was statistically analyzed by Statistica  8.1  for  Windows  software.
A two-way analysis of variance was performed to examine the main effect of K fertilizer rates and
water regimes on soil properties. The significant differences between the treatments were
evaluated using Least Significant Difference (LSD) test at p<0.05.

RESULTS AND DISCUSSION
Cumulative CO2: Data in Table 2 showed the effect of water regimes and K rates on cumulative
CO2 during an incubation experiment for 120 days. The increase of K rates from 0-75 mg kgG1 was
responsible for considerable improvements in cumulative CO2. The effect of K2 (medium dose) on
cumulative CO2 was higher than those of K1 and K3. This could be used to confirm the significant
role of K2 in soil respiration that expressed by cumulative CO2 as compared with K1 and K3
additions. Changes of the water regime at K1, K2 and K3 were also significantly affected
cumulative CO2. However, when the soil did not treat with K (K0), increase of soil water levels from
40-55% of WHC (W1 and W2) had no significant effect on cumulative CO2 at all incubation periods.
Generally, the use of 70% of WHC (W3) at all K rates caused higher enhancements in cumulative
CO2 compared to W1 and W2. These results are in harmony with the findings of Iqbal et al. (2009),
who showed that application of water at 60 and 80% of WHC caused higher increases in soil
respiration in comparison to 20 and 40% of WHC in paddy, upland, woodland and orchard soils.
Hassan et al. (2014) found that alteration of soil moisture is considered as a vital factor in
controlling soil respiration and then cumulative CO2 in Ultisol soil. The highest values of
cumulative CO2 were noticed at K2W3 treatment (268, 478, 685, 894, 1042 and 1279 mg kgG1 soil),
whereas the lowest values were found at K0W1 (128, 155, 204, 276, 331 and 380 mg kgG1 soil) after
5, 10, 20, 40, 80 and 120 days, respectively. Increasing incubation times showed high effects on
cumulative CO2 and its highest values were recorded after 120 days at all rates of K and water
regime. This could be explained by the release of carbon during  the  decomposition  process  of  soil
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organic matter. Also, addition of K fertilizer at different rates under good water regime might
improve values of cumulative CO2 due to the increase of organic matter mineralization and
nutrients releasing. Tejada et al. (2007) reported that soil respiration could be one of the best
indicators of soil microbial properties and provided important information about amounts of easily
decomposable substrates. The highest values of cumulative CO2 after 120 days could be also due
to the increase of temperature in these periods. Increase of temperature could strongly enhance soil
respiration that illustrated by cumulative CO2 as a result of high microbial activity and
mineralization of soil organic matter (Iqbal et al., 2009; Hassan et al., 2014).

Microbial properties: All enzyme activities (urease, catalase, alkaline phosphatase and
dehydrogenase), microbial biomass carbon and nitrogen (MBC and MBN) and microbial counts
(bacteria and fungi) were strongly affected by changes of K fertilization and water rates (Table 3-6).
These soil  properties  were  commonly  used  as  good  and  insightful  indicators  to  environmental
stress, including drought and nutrients deficiency (Dick, 1997). In the soil environment, most of
reactions were catalyzed by enzymes. Soil enzymes could be considered as potential indicators of
soil quality and strongly influenced microbial activity and nutrient cycling (Dick et al., 1996).
Dehydrogenase  was  one  of  the  intracellular  enzymes   that  used  as  a  valid indicator  of  soil

Table 2: Cumulative CO2 (mg kgG1 soil) during incubation of a clayey soil treated with different rate of potassium fertilizer and water
regimes

Incubation periods (days)
-----------------------------------------------------------------------------------------------------------------------------------------------------

Treatments 5 10 20 40 80 120 
K0W1 128.00 155.0 204.0 276.0 331.0 380.0
K0W2 135.00 167.0 212.0 290.0 348.0 403.0
K0W3 147.00 184.0 235.0 314.0 375.0 436.0
K1W1 159.00 241.0 368.0 512.0 604.0 667.0
K1W2 184.00 273.0 415.0 578.0 680.0 718.0
K1W3 212.00 316.0 460.0 641.0 762.0 820.0
K2W1 191.00 362.0 543.0 726.0 840.0 1016.0
K2W2 226.00 411.0 609.0 802.0 936.0 1125.0
K2W3 268.00 478.0 685.0 894.0 1042.0 1279.0
K3W1 180.00 266.0 401.0 559.0 647.0 786.0
K3W2 201.00 303.0 452.0 617.0 821.0 995.0
K3W3 222.00 350.0 510.0 684.0 1006.0 1224.0
LSD (0.05) 9.14 12.8 20.9 26.3 35.6 43.7
K0, K1, K2 and K3 = 0, 25, 50 and 75 mg kgG1, W1, W2 and W3 = 40, 55 and 70% of water-holding capacity, respectively, LSD: Least
significant difference

Table 3: Dehydrogenase and catalase activities in wheat rhizosphere under different rates of potassium fertilizer and water regimes
Dehydrogenase activity (mg TPF kgG1 hG1) Catalase activity (0.01 M KMnO4 mol LG1)
------------------------------------------------------------------------------ -------------------------------------------------------------------------------

Treatments 30 days 60 days 120 days After harvesting 30 days 60 days 120 days After harvesting
K0W1 14.10 15.30 17.60 12.80 0.25 0.41 0.75 0.12
K0W2 15.50 16.70 19.10 14.10 0.44 0.68 1.14 0.26
K0W3 17.50 18.90 21.40 15.90 0.69 1.02 1.71 0.41
K1W1 21.00 22.50 26.50 18.70 0.87 1.27 2.94 0.54
K1W2 23.70 27.80 34.60 21.00 1.26 1.74 3.62 0.86
K1W3 26.30 31.90 40.60 23.40 1.93 2.56 4.77 1.40
K2W1 28.20 34.40 45.90 24.80 2.07 2.73 5.43 1.52
K2W2 32.60 39.50 53.10 27.90 2.81 3.62 6.65 2.14
K2W3 39.50 45.80 62.10 32.00 3.78 4.89 8.27 2.95
K3W1 25.60 27.70 32.30 20.20 1.19 1.55 4.18 0.72
K3W2 28.20 34.10 40.80 22.10 2.10 2.60 5.06 1.55
K3W3 32.10 39.20 48.10 25.40 2.87 3.44 6.25 2.20
LSD (0.05) 1.81 2.76 3.06 2.19 0.23 0.35 0.51 0.29
K0, K1, K2 and K3 = 0, 25, 50 and 75 mg kgG1, W1, W2 and W3 = 40, 55 and 70% of water-holding capacity, respectively, LSD: Least
significant difference
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Table 4: Urease and alkaline phosphatase activities in wheat rhizosphere under different rates of potassium fertilizer and water regimes
Urease  (mg NH4 kgG1 hG1) Phosphatase (mg pNP kgG1 hG1)
------------------------------------------------------------------------------ -------------------------------------------------------------------------------

Treatments 30 days 60 days 120 days After harvesting 30 days 60 days 120 days After harvesting
K0W1 2.35 3.19 4.24 3.12 201.0 214.0 235.0 178.00
K0W2 3.11 4.08 5.36 3.54 209.0 223.0 249.0 183.00
K0W3 4.29 5.44 6.89 4.15 222.0 245.0 278.0 192.00
K1W1 5.24 6.52 8.16 4.76 230.0 273.0 300.0 209.00
K1W2 6.32 7.71 9.63 5.87 251.0 294.0 333.0 225.00
K1W3 7.56 9.08 11.50 7.04 275.0 323.0 375.0 248.00
K2W1 7.68 9.53 12.40 6.68 281.0 334.0 377.0 242.00
K2W2 9.03 11.30 14.80 7.93 308.0 365.0 423.0 267.00
K2W3 11.10 14.00 18.10 9.59 342.0 402.0 478.0 206.00
K3W1 6.72 8.17 10.60 5.20 243.0 288.0 321.0 214.00
K3W2 8.13 9.77 12.70 6.42 257.0 313.0 359.0 236.00
K3W3 9.65 11.60 15.10 7.71 292.0 353.0 420.0 263.00
LSD (0.05) 0.48 0.74 0.91 0.59 9.2 14.9 19.6 8.42
K0, K1, K2 and K3 = 0, 25, 50 and 75 mg kgG1, W1, W2 and W3 = 40, 55 and 70% of water-holding capacity, respectively, LSD: Least
significant difference

Table 5: Microbial biomass carbon and nitrogen (mg kgG1) in wheat rhizosphere under different rates of potassium fertilizer and water
regimes

Microbial biomass C Microbial biomass N 
------------------------------------------------------------------------------ -------------------------------------------------------------------------------

Treatments 30 days 60 days 120 days After harvesting 30 days 60 days 120 days After harvesting
K0W1 233.0 254.0 278.0 210.0 50.40 56.30 81.70 45.80
K0W2 240.0 263.0 291.0 216.0 54.50 60.90 88.40 49.30
K0W3 255.0 282.0 320.0 229.0 60.80 67.70 98.20 55.10
K1W1 286.0 319.0 365.0 257.0 67.20 71.70 104.00 61.20
K1W2 304.0 342.0 396.0 273.0 74.60 79.70 116.00 68.30
K1W3 336.0 383.0 448.0 302.0 84.40 89.90 130.00 77.60
K2W1 370.0 427.0 508.0 331.0 90.10 96.00 139.00 82.90
K2W2 410.0 480.0 582.0 367.0 102.00 109.00 158.00 94.50
K2W3 456.0 541.0 669.0 409.0 118.00 126.00 182.00 110.00
K3W1 331.0 365.0 402.0 314.0 72.90 80.50 112.00 69.70
K3W2 358.0 399.0 445.0 335.0 82.20 92.80 126.00 78.30
K3W3 392.0 444.0 498.0 368.0 95.00 106.00 141.00 90.40
LSD (0.05) 14.3 16.8 20.9 9.5 5.11 5.97 7.02 4.63
K0, K1, K2 and K3 = 0, 25, 50 and 75 mg kgG1, W1, W2 and W3 = 40, 55 and 70% of water-holding capacity, respectively, LSD: Least
significant difference

Table 6: Total bacterial and fungal counts in wheat rhizosphere at different rates of potassium fertilizer and water regimes
Total bacteria (×1010 CFU gG1) Total fungi (×103 CFU gG1)
----------------------------------------------------------------------------- ------------------------------------------------------------------------------

Treatments 30 days 60 days 120 days After harvesting 30 days 60 days 120 days After harvesting
K0W1 3.11 3.47 4.65 2.35 5.74 6.39 8.57 5.18
K0W2 3.49 3.98 5.49 2.68 5.91 6.64 9.13 5.31
K0W3 3.92 4.58 6.77 3.11 6.19 7.05 9.92 5.70
K1W1 5.40 6.17 8.49 4.48 7.55 8.53 11.70 6.65
K1W2 6.03 6.90 9.60 4.97 8.01 9.09 12.40 7.02
K1W3 7.28 8.31 11.30 6.01 9.03 10.40 14.40 7.86
K2W1 6.60 7.83 10.30 5.54 8.42 9.88 13.90 7.29
K2W2 7.63 9.18 12.10 6.42 9.26 11.10 16.10 7.88
K2W3 9.25 11.10 14.50 7.86 11.20 13.50 19.20 8.91
K3W1 6.24 6.69 8.18 5.29 8.54 8.91 11.90 7.30
K3W2 7.00 7.58 8.73 5.91 9.14 9.69 12.90 7.84
K3W3 8.46 9.25 10.60 7.28 10.20 10.80 14.30 8.75
LSD (0.05) 0.41 0.54 0.89 0.37 0.64 0.79 0.86 0.28
K0, K1, K2 and K3 = 0, 25, 50 and 75 mg kgG1, W1, W2 and W3 = 40, 55 and 70% of water-holding capacity, respectively, LSD: Least
significant difference

quality (Kizilkaya and Hepsen, 2007; Garcia-Ruiz et al., 2008). Dehydrogenase could reflect the
oxidative activity of soil microorganisms and played a central role in the decomposition of organic
matters through transferring electrons and protons from substrates to acceptors (Dick et  al., 1996).
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Catalase was also an intracellular enzyme that played a key function in microbial
oxidoreductase metabolism and usually found in all aerobic bacteria (Garcia-Gil et al., 2000;
Wlodarczyk et al., 2001; Gianfreda and Ruggiero, 2006). Measurements of soil hydrolyzes enzymes
such as urease and phosphatase were important and provided early suggestions of soil fertility due
to their relations to mineralization of soil nutrients such as N, P and C. Soil phosphatases was an
imperative enzyme in soil P cycling through mineralizing organic P into inorganic P (Pant et al.,
1999; Gil-Sotres et al., 2005). In our study, increases of water regimes from W1 to W3 and K levels
from K0 to K3 caused noticeable enhancements in values of the above motioned biological
properties. Influence of K was higher than that of the water regime on the chosen biological
properties. The effect of K2 and W3 on enzyme activities, microbial biomass and microbial counts
was larger than those of other K and water regime levels. Under no K addition, there were no
significant differences between W1 and W2. Increasing water regime to W3 led to clear effects on
enzyme activities and MBC and MBN at K0. Change of the water regime from W1 to W2 and W3
was responsible for marked increases in biological properties when the soil received K at rates of
K1,  K2  and K3.  These  results  confirmed the positive roles of K fertilization and water regime
in improving soil health indicators. Addition of K at a level of K3 did not show greater effects on
biological properties as compared with K2 but its influence was better than K0 and sometimes
higher than K1. Using W3 at K1 was generally led to higher values in biological properties than
addition of  W1 at K4. This indicated that supplying a good water level to the soil could have larger
effects on biological properties than addition of K at a high dose. Comparing between the studied
treatments, using K2W3 treatment led to largest values of urease (18.1), catalase (8.27),
phosphatase (478), dehydrogenase (62.1), MBC (669), MBN (182), bacteria (14.5×1010) and fungi
(19.2×103) after 120 days. The lowest values of enzyme activities, microbial biomass and microbial
counts that noticed at W1 might be resulted from low releasing, transferring and diffusion of soil
nutrients.  Our  results  are  in  agreement  with Ibrahim et al. (2015), who showed in an incubation
experiment to evaluate the effect of different water levels on MBC that addition 70% of WHC
caused higher  MBC  values  as  compared  with 40 and 55% of WHC. Addition of K had a vital role
in simulating soil microorganisms and this explained the larger improvements in soil biological
properties. Ahamadou et al. (2009) showed that addition of K fertilizer increased MBC and MBN
values from 97.57 and 28.53 mg kgG1 to 283.9 and 38.02 mg kgG1, respectively. The lowest values
of enzyme activities, microbial biomass and microbial counts were determined the harvest of wheat,
whereas the highest values were noticed after 120 days of wheat thinning. So, it is interesting to
mention that temperature had major effects on soil  biological  properties.  It  was  detected  by
Iqbal et al. (2010) and Hassan et al. (2015) that the increase of temperature degree led to significant
variations in soil biological properties such as MBC, MBN, catalase and total microbial counts
(bacteria and fungi). The smallest values of soil biological properties that detected at the harvest
of wheat in our study were probably resulted from the decrease of soil organic matter and different
nutrients releasing as well as root exudates at plant maturity stage.

CONCLUSION
In conclusion, the results of our study clearly demonstrated that changes of water regime and

K rates had marked effects on soil microbial properties. The medium dose of K (K2 = 50 mg kgG1)
at W3 (70% of WHC) was responsible for the highest values of cumulative CO2, microbial biomass
carbon and nitrogen and  enzyme  activities.  Therefore,  managements  of  water  and  K  additions
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should be considered as good practices to improve the quality of clayey soils in Egypt. Further
studies are needed to evaluate the efficiency of water application and K fertilizers at different rates
under field conditions on growth and productivity of plants.

ACKNOWLEDGMENTS
The authors would like to send their great thanks to Department of Soil and Water Sciences

and Department of Agricultural Botany, Agricultural Microbiology Branch, Faculty of Agriculture,
Benha University, Egypt for giving them the opportunity to conduct this experimental study.

REFERENCES
Ahamadou, B., Q. Huang, W. Chen, S. Wen and J. Zhang et al., 2009. Microcalorimetric assessment

of  microbial  activity  in  long-term  fertilization  experimental  soils  of  Southern  China.
FEMS Microbiol. Ecol., 70: 186-195.

Anderson,  J.P.E.,  1982.  Soil  Respiration.  In:  Methods  of  Soil  Analysis  Part  2,  Page, A.L.,
R.H. Miller, D.R. Keeney and D.R. Buxton (Eds.). 2nd Edn., American Society of Agronomy,
Madison, WI., pp: 837-871.

Aref, S. and M.M. Wander, 1997. Long-term trends of corn yield and soil organic matter in different
crop sequences and soil fertility treatments on the morrow plots. Adv. Agron., 62: 153-197.

Beck, T., R.G. Joergensen, E. Kandeler, F. Makeschin, E. Nuss, H.R. Oberholzer and S. Scheu,
1997. An inter-laboratory comparison of ten different ways of measuring soil microbial biomass
C. Soil Biol. Biochem., 29: 1023-1032.

Blake, G.R., 1965. Bulk Density. In: Methods of Soil Analysis, Black, C.A. (Ed.)., American Society
of Agronomy, Madison, WI., pp: 374-390.

Brookes, P.C., J.F. Kragt, D.S. Powlson and D.S. Jenkinson, 1985. Chloroform fumigation and the
release of soil nitrogen: The effects of fumigation time and  temperature.  Soil  Biol.  Biochem.,
17: 831-835.

Cerny, J., J. Balik, D. Pavlikova, M. Zitkova and K. Sykora, 2003. The influence of organic and
mineral nitrogen fertilizers on microbial biomass nitrogen and extractable organic nitrogen in
long-term experiments with maize. Plant Soil Environ., 49: 560-564.

Collins,  S.L.,  R.L.  Sinsabaugh,  C.  Crenshaw,  L.  Green,  A.  Porras-Alfaro,  M.   Stursova and
L.H. Zeglin, 2008. Pulse  dynamics  and  microbial  processes  in  aridland  ecosystems. J. Ecol.,
96: 413-420.

Dewis, J. and F. Freitas, 1970. Calcium carbonate-acid neutralization in physical and chemical
methods of soil and water analysis. Food and Agricultural Organization of the United Nations,
Rome, Italy, pp: 71-72.

Dick, W.A. and W.A. Tabatabai, 1992. Significance and Potential use of Soil Enzymes. In: Soil
Microbial  Ecology:  Applications  in   Agricultural   and   Environmental   Management,
Metting, F.B. (Ed.). Marcel Decker, New York, ISBN 9780824787370, pp: 95-130.

Dick, R.P., J.A. Sandor and N.S. Eash, 1994. Soil enzyme activities after 1500 years of terrace
agriculture in the Colca Valley, Peru. Agric. Ecosyst. Environ., 50: 123-131.

Dick, R.P., D.P. Breakwell and R.F. Turco, 1996. Soil Enzyme Activities and Biodiversity
Measurements as Integrative Microbiological Indicators. In: Handbook of Methods for
Assessment Soil Quality, Doran, J.W. and A.J. Jones (Eds.). Soil Science Society of America,
Madison, WI., pp: 247-272.

80



Res. J. Soil Biol., 7 (3): 72-83, 2015

Dick, R.P., 1997. Soil Enzyme Activities as Integrative Indicators of Soil Health. In: Biological
Indicators  of   Soil   Health,   Pankhurst,   C.E.,   B.M.   Doube  and  V.V.S.R.  Gupta (Eds.).
CAB International, Wallingford, UK., pp: 121-156.

Doran, J.W. and T.B. Parkin, 1994. Defining and Assessing Soil Quality. In: Defining Soil Quality
for a Sustainable Environment, Doran, J.W., D.C. Coleman, D.F. Bezdicek and B.A. Stewart
(Eds.). Soil Science Society of America, Madison, WI., USA., pp: 3-21.

Doran, J.W., M. Sarrantonio and M.A. Liebig,  1996.  Soil  health  and  sustainability.  Adv. Agron.,
56: 1-54.

Edmeades, D.C., 2003. The long-term effects of manures and fertilisers on soil productivity and
quality: A review. Nutrient Cycling Agroecosyst., 66: 165-180.

Friedel, J.K., K. Molter and W.R. Fischer, 1994. Comparison and improvement of methods for
determining soil dehydrogenase activity by using triphenyltetrazolium chloride and
iodonitrotetrazolium chloride. Biol. Fertil. Soils, 18: 291-296.

Garcia, C., A. Roldan and T. Hernandez, 1997. Changes in microbial activity after abandonment
of cultivation in a semiarid Mediterranean environment. J. Environ. Qual., 26: 285-291.

Garcia-Gil, J.C., C. Plaza, P. Soler-Rovira and A. Polo, 2000. Long-term effects of municipal solid
waste compost application on soil enzyme activities and microbial biomass. Soil Biol. Biochem.,
32: 1907-1913.

Garcia-Ruiz, R., V. Ochoa, M.B. Hinojosa and J.A.  Carreira,  2008.  Suitability  of  enzyme
activities for the monitoring  of  soil  quality  improvement  in  organic  agricultural  systems.
Soil Biol. Biochem., 40: 2137-2145.

Ge, Y., J.B. Zhang, L.M. Zhang, M. Yang and J.Z.  He,  2008.  Long-term  fertilization  regimes
affect bacterial community structure and diversity  of  an  agricultural  soil  in Northern China.
J. Soils Sediments, 8: 43-50.

Gianfreda, L. and P. Ruggiero, 2006. Enzyme Activities in Soil. In: Nucleic Acids and Proteins in
Soil, Nannipieri, P. and K. Smalla (Eds.). Springer, New York, USA., pp: 257-311.

Gil-Sotres, F., C. Trasar-Cepeda, M.C. Leiros and S. Seoane, 2005. Different approaches to
evaluating soil quality using biochemical properties. Soil Biol. Biochem., 37: 877-887.

Goncalves, J.L.M. and J.C. Carlyle, 1994. Modelling the influence of moisture and temperature on
net nitrogen mineralization in a forested sandy soil. Soil Biol. Biochem., 26: 1557-1564.

Hassan, W., W. Chen, Q. Huang and I. Mohamed, 2013. Microcalorimetric evaluation of soil
microbiological properties under plant residues and  dogmatic  water   gradients  in  red  soil.
Soil Sci. Plant Nutr., 59: 858-870.

Hassan, W., J. David and F. Abbas, 2014. Effect of type and quality of two contrasting plant
residues on CO2 emission potential of Ultisol soil: Implications for indirect influence of
temperature and moisture. CATENA, 114: 90-96.

Hassan, W., R. Bano, B.U. Khatak, I. Hussain, M. Yousaf and J. David, 2015. Temperature
sensitivity and soil organic carbon pools decomposition under different moisture regimes: Effect
on total microbial and enzymatic activity. CLEAN-Soil Air Water, 43: 391-398.

Hill, G.T., N.A. Mitkowski, L. Aldrich-Wolfe, L.R. Emele and D.D. Jurkonie et al., 2000. Methods
for assessing the composition and diversity of soil microbial communities. Applied Soil Ecol.,
15: 25-36.

Hinds, A. and L.E. Lowe, 1980. Application of the Berthelot reaction to the determination of
ammonium N in soil extracts and soil digests. Commun. Soil Sci. Plant Anal., 11: 469-475.

Hu, H., M. Xie, Y. Yu and Q. Zhang, 2013. Transgenic Bt cotton tissues have no apparent impact
on soil microorganisms. Plant Soil Environ., 59: 366-371.

81



Res. J. Soil Biol., 7 (3): 72-83, 2015

Ibrahim, M., C.G. Cao, M. Zhan, C.F. Li and J. Iqbal, 2015. Changes of CO2 emission and labile
organic carbon as influenced by rice straw and different water regimes. Int. J. Environ. Sci.
Technol., 12: 263-274.

Iqbal, J., R. Hu, S. Lin, B. Ahamadou and M. Feng, 2009. Carbon dioxide emissions from Ultisol
under different land uses in mid-subtropical China. Geoderma, 152: 63-73.

Iqbal, J., R. Hu, M. Feng, S. Lin, S. Malghani and I.M. Ali, 2010. Microbial biomass and dissolved
organic carbon and nitrogen strongly affect soil respiration in different land uses: A case study
at Three Gorges Reservoir Area, South China. Agric. Ecosyst. Environ., 137: 294-307.

Johnson, J.I. and K.L. Temple, 1964. Some variables affecting the measurement of catalase activity
in soil. Soil Sci. Soc. Am. J., 28: 207-209.

Kettler, T.A., J.W. Doran and T.L. Gilbert, 2001. Simplified method for soil particle-size
determination to accompany soil-quality analyses. Soil Sci. Soc. Am. J., 65: 848-852.

Kizilkaya, R. and S. Hepsen, 2007. Microbiological properties in earthworm cast and surrounding
soil amended with various organic wastes. Commun. Soil Sci. Plant Anal., 38: 2861-2876.

Larkin, R.P., 2003. Characterization of soil microbial communities under different potato cropping
systems by  microbial  population  dynamics,  substrate  utilization  and  fatty  acid  profiles.
Soil Biol. Biochem., 35: 1451-1466.

Leiros, M.C., C. Trasar-Cepeda, S. Seoane and F. Gil-Sotres, 1999. Dependence of mineralization
of soil organic matter on temperature and moisture. Soil Biol. Biochem., 31: 327-335.

Li, W.X., J.W. Lu, F.B. Li, Y. Wang, J.M. Lu and X.K. Li, 2011. Fertilization regimes affect the soil
biological characteristics of a sudangrass and  ryegrass  rotation  system. Sci.  China  Life  Sci.,
54: 572-579.

Ma, L., W. Huang, C. Guo, R. Wang and C. Xiao, 2012. Soil microbial properties and plant growth
responses to carbon and water addition in a temperate steppe: The importance of nutrient
availability. PLoS One, Vol. 7. 10.1371/journal.pone.0035165 

Mandal, A., A.K. Patra, D. Singh, A. Swarup and R.E. Masto, 2007. Effect of long-term application
of manure and fertilizer on biological and biochemical activities in soil during crop development
stages. Bioresour. Technol., 98: 3585-3592.

Murphy, J. and J.P. Riley, 1962. A modified single solution method for the determination of
phosphate in natural waters. Analytica Chimica Acta, 27: 31-36.

Ndiaye, E.L., J.M. Sandeno, D. McGrath and R.P. Dick, 2000. Integrative biological indicators for
detecting change in soil quality. Am. J. Altern. Agric., 15: 26-36.

Pant, H.K., P.R. Warman and J. Nowak, 1999. Identification of soil organic phosphorus by 31P
nuclear magnetic resonance spectroscopy. Commun. Soil Sci. Plant Anal., 30: 757-772.

Rodrigo, A., S. Recous, C. Neel and B. Mary, 1997. Modelling temperature and moisture effects on
C-N transformations in soils: Comparison of nine models. Ecol. Modell., 102: 325-339.

Ros, M., M.T. Hernandez and C. Garcia, 2003. Soil microbial activity after restoration of a semiarid
soil by organic amendments. Soil Biol. Biochem., 35: 463-469.

Saviozzi, A., P. Bufalino, R. Levi-Minizi and R. Riffaldi, 2002. Biochemical activities in a degraded
soil restored by two amendments: A laboratory study. Biol. Fert. Soils, 35: 96-101.

Simon, A. and T. Czako, 2014. Influence of long-term application of organic and inorganic fertilizers
on soil properties. Plant Soil Environ., 60: 314-319.

Sinegani, A.A.S. and A. Mahohi, 2010. Soil water potential effects on the cellulase activities of soil
treated with sewage sludge. Plant Soil Environ., 56: 333-339.

82



Res. J. Soil Biol., 7 (3): 72-83, 2015

Stark, C., L.M. Condron, A. Stewart, H.J. Di and M. O'Callaghan, 2007. Influence of organic and
mineral amendments on microbial soil properties and processes. Applied Soil Ecol., 35: 79-93.

Tabatabai, M.A. and J.M. Bremner, 1969. Use of p-nitrophenyl phosphate for assay of soil
phosphatase activity. Soil Biol. Biochem., 1: 301-307.

Tabatabai, M.A. and J.M.  Bremner,  1972.  Assay  of  urease  activity  in soil. Soil Biol. Biochem.,
4: 479-487.

Tejada, M., M.T. Hernandez and C. Garcia, 2007. Application of two organic wastes in a soil
polluted by lead: Effects on the soil enzymatic activities. J. Environ. Qual., 36: 216-225.

Treseder, K.K., 2008. Nitrogen additions and microbial biomass: A meta-analysis of ecosystem
studies. Ecol. Lett., 11: 1111-1120.

Wlodarczyk, T., J. Glinski, W. Stepniewski, Z. Stepniewska, M. Brzezinska and V. Kura, 2001.
Aeration  properties  and  enzyme  activity  on  the   example  of  arenic   chernozem  (Tisice).
Int. Agrophys., 15: 131-138.

Yeomans, J.C. and J.M. Bremner, 1998. A rapid and precise method for routine determination of
organic carbon in soil. Commun. Soil Sci. Plant Anal., 19: 1467-1476.

Zhang, L., W. Chen, M. Burger, L. Yang, P. Gong and Z. Wu, 2015. Changes in soil carbon and
enzyme activity as a result of different long-term fertilization regimes in a greenhouse field.
PLoS One, Vol. 10. 10.1371/journal.pone.0118371

83


	RJSB.pdf
	RJBS.pdf
	Page 1





