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Magnesium phosphates can be prepared by microbial induced deposition, and bio-grouting and stirring processes are 

used to bind loose sand particles. The result shows that loose sand particles can well be cemented by stirring method. However, 
loose particles are not bound by pumping method. The X-ray diffraction (XRD) of the precipitated slurry indicates that the main 
component is a mixture of hydrated magnesium phosphate. Energy dispersive spectrometer (EDS) displays that elements of 
sandstones are mainly C, Si, O, P, Mg, Na and Cl. The average compressive strength and porosity of sandstones are 0.99±0.3MPa 
and 26.3±0.5%, respectively. Scanning electron microscope (SEM) shows that the cementation material in sandstones is flake 
nano-clusters with the size in the range of 0.5-1.5µm. Transmission electron microscopy (TEM) further indicates that a single 
nanoparticle is like irregular sheet in morphology, and the size of the cementitious material is in the range of 200-500 nm. 
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1. Introduction 

 
Portland cement and bio-cement are 

important cementitious materials in the construction 
sector [1-7]. The carbon dioxide and ammonia is 
released in the production process of Portland 
cement and bio-carbonate cement, respectively  
[8-10]. A large quantity of carbon dioxide is emitted 
in the production process of cement and can cause 
greenhouse effect. 2 mol of ammonia are produced 
and released into the air when 1mol of calcium 
carbonate is prepared by microbial induced 
precipitation. These ammonia gas has a negative 
impact on our human health and the environment. 
Therefore, a new cementitious material should be 
selected to replace partially Portland cement and 
bio-carbonate cement. Finally, bio-phosphate 
cement (microbial-induced deposition phosphate) is 
selected because of the presence of phosphate 
minerals in nature. 

In the paper, biological magnesium 
phosphates were prepared by Bacillus subtilis 
inducing precipitation. The biological magnesium 
phosphate was applied to bind loose sand particles 
into a bio-sandstone by bio-grouting process and 
stirring process, and the bio-sandstones have a 
certain mechanical properties. The structure and 
morphology of the biological magnesium phosphate  

 was systematically studied by X-ray technique 
(XRD), scanning electron microscope (SEM), and 
transmission electron microscopy (TEM). 
 
2. Experimental 
 
2.1. Materials 

All raw materials were purchased without 
further purification. Deionized water was self-made. 
Bacillus subtilis was purchased from China Center 
of Industrial Culture Collection. Phosphate 
monoester, beef extract, peptone and sodium 
chloride were purchased from Sinopharm Chemical 
Reagent Co., Ltd. The aggregate used in this study 
was quartz sand whose particle radius is less than 
300µm (grain size characteristics: d10= 150µm (10% 
of the grains were lower than a diameter of this size); 
d90= 300µm). 

 
2.2. Preparation of magnesium phosphates 

Microbial-induced precipitation of magnesium 
phosphates: Bacillus subtilis was cultivated by a 
medium containing 3g/L of beef extract, 5g/L of 
peptone, and 3g/L of sodium chloride. Finally, the 
harvested microorganisms were kept in a 
refrigerator at 4°C for stock prior to use.  

20mM of phosphate monoester was 
dissolved in 100ml of bacterial solution, and it was  
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allowed to stand under static conditions for 2 hours 
at 30±2°C in an incubator. MgCl2 (10mM) was 
added to the above solution. The precipitates were 
allowed to stand under static conditions for 24 hours 
at room temperature. The products were filtrated 
and dried at 60±2 °C for 24 h in an oven. As a result, 
0.73g of magnesium phosphates was obtained. 
2.3. Specimens preparation 

Magnesium phosphates, which the quality 
accounted for 40% of the total mass of quartz sand, 
was mixed with quartz sand, and mechanical stirring 
until completely homogeneous [9]. Mixed sand 
mortar was then poured into 60ml plastic syringe 
(Ф3cm×6cm), as is shown in Figure 1. The 
specimens were kept in an oven at 60±2°C for 
14days. Afterwards, the bio-sandstones were 
obtained after demold (Fig. 2).  
 

 
 

Fig. 1 - Schematic diagram of mixing process. 

 
Fig. 2 -  Images of the bio-sandstones obtained by mixing 

process. 
 
25 ml of the mixed solution of phosphate 

monoester and bacteria was firstly injected in sand 
column (Ф3cm×6cm). Next, 25 ml of MgCl2 
(0.1mol/l) was injected into the sand column. After 
standing 6 h, 25 ml of the mixed solution was 
injected to sand column, and then 25 ml of MgCl2 
(0.1mol/l) was injected, as is shown in Figure 3. 
Above steps were repeated for 22 times. The 
specimens were kept in an oven at 60±2°C for 14d. 
Afterwards, the bio-sandstones were obtained after 
demold (Fig. 4) 

 

 
 
Fig. 3 - Sand column cemented by bio-grouting process. 

 
Fig. 4 - Images of the bio-sandstones obtained by bio-grouting 

process. 
 
2.4. Characterization  

X-ray techniques (XRD, Bruker Company, 
Germany) analysis was carried out on sample at 
room temperature by a D8-Discover X 
diffractometer (40kv, 40mA) with Cu (λ=1.5406Å) 
irradiation at the rate of 0.15s/step in the range of  
5-90˚. Scanning electron microscope (SEM, FEI 
Company, Netherlands, operating voltage 20 kV) 
with a Genesis 60S energy dispersive X-ray 
spectroscopy (EDS) spectroscopy system was 
used to conduct morphological studies and to 
measure the elemental compositions of the 
samples. Transmission electron microscopy (TEM) 
images were obtained on a FEI, G2 20 equipment. 
TEM grids were prepared using a few drops of 
nanoparticles followed by drying. The compressive 
strength of bio-sandstone was tested via computer-
controlled electronic universal testing machine 
(SANS CMT 8502) with a loading rate of 1 mm/min. 
The average porosity of bio-sandstones was 
estimated using the formula [11, 12], 

sat dry
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Where P is the porosity of bio-sandstones, 
Msat is the weight of the bio-sandstones as it was 
fully saturated with water (g), Mdry is the weight of  
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Fig. 5 - SEM image and EDS spectrum of the specimen. 

 
the dried bio-sandstones (g), Vvol is the volume of 
bio-sandstones (cm3), ρw is the density of water (1.0 
g/cm3). 
 
3. Results and discussions 

 
Magnesium phosphates nanoparticles can be 

prepared by Bacillus subtilis inducing precipitation. 
The formation mechanism of magnesium 
phosphates can be explained by the following steps: 
(1) Phosphate monoester is hydrolyzed by alkaline 
phosphatase secreted by Bacillus subtilis, and then 
phosphate ions are obtained; (2) magnesium 
phosphates are forming by phosphate ions reaction 
with magnesium ions. 

An elemental analysis of the specimens’ 
composition was performed by EDS spectrum to 
confirm the presence of elements C, O, Na, Si, P, Cl 
and Mg in the samples, as shown in Figure 5. The 
XRD analyze of the sample confirms that the 
cementation material is the mixture of hydrated 
magnesium phosphate, such are: Mg3(PO4)2·8H2O, 
Mg3(PO4)2·22H2O and Mg3(PO4)2·5H2O, 
corresponding to JCPDS Card No. 16-0330, 31-
0805, and 05-0628, respectively (Fig. 6). The 
impurity was sodium chloride NaCl (JCPDS Card 
No. 05-0628). 

 
 

  

 
 

Fig. 6. - XRD pattern of the sample. 
 
Loose sand particles can be cemented by 

mixing process and bio-grouting process. Each 
group of specimen including three bio-sandstones 
was used to determine the compressive strength. 
The average compressive strength of two types of 
bio-sandstones cemented by mixing process and 
bio-grouting process is 0.99±0.3MPa and 
0.06±0.02MPa, respectively. The strength of two  

  
(a)                                                                                              (b) 

 
   

  Fig. 7 continues onnext page 
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(c)                                                                                                  (d) 

Fig. 7 -SEM images (a and b) and TEM images (c and d) of the bio-sandstones cemented by mixing process. 
 
 

types of bio-sandstones is lower than those of the 
regular magnesium phosphate cement [13]. 
Porosity of two types of bio-sandstones is effectively 
reduced from 39.8±0.5% and 40.1±0.7% down to 
26.3±0.5% and 38.7±0.7% respectively. Flocculent 
sediments can be filled out in bio-grouting process. 
Therefore, the strength of the bio-sandstones 
cemented by bio-grouting process is lower than 
those cemented by mixing process. 

SEM and TEM images of the bio-sandstones 
cemented by mixing process are shown in Figure 7. 
The morphology of the bio-sandstones is 
characterized by flake particles with size in the 
range of 0.5-1µm, as is shown in Figures 7a and b. 
TEM images further display that magnesium 
phosphates nanoparticles are mainly irregular 
flakes in shape with sizes in the range of 200-500nm 
(Figs. 7c and 7d). 

 
4. Conclusions 

 
Loose sand particles can be cemented into bio-

sandstone by nano-magnesium phosphates. The 
morphology of nano-magnesium phosphates is 
characterized by irregular flakes in shape with sizes 
in the range of 200-500nm. The strength of the bio-
sandstones cemented by bio-grouting process is 
lower than those cemented by mixing process. The 
average compressive strength and porosity of the 
bio-sandstones cemented by mixing process is 
0.99±0.3 MPa and 26.3±0.5%, respectively. Along 
with the maturation of the method in future studies, 
there will be multiple new opportunities for 
engineering applications, for instance, desert 
control, bluff, slope, soil stabilization, and so on.  
Acknowledgements 

This work was supported by the National Nature Science 
Foundation of China (No. 51372038, 51508415, 51378398, 
No.51178356), Natural Science Foundation of Zhejiang 
Province (LQ15E080006), the 
National Key Research and Development Plan of China (No. 
2016YFC0800209), Thirteen Five Research Start-up 
Foundation of Wenzhou University (No. 135010121111), and 
the Plan Project of Science and Technology of Wenzhou (No. 
S20150010). 

 REFERENCES 
 
1. H. Ulusu, H.Y. Aruntas and O. Gencel, Investigation on 

characteristics of blended cements containing pumice, 
Construction and Building Materials, 2016, 118, 11. 

2. H. Wu, Z. Liu, B.B. Sun and J. Yin, Experimental investigation 
on freeze–thaw durability of Portland cement pervious 
concrete (PCPC), Construction and Building Materials, 2016, 
117, 63. 

3. B. Xue and C.X. Qian, Mitigation of efflorescence of wallboard 
by means of bio-mineralization, Frontiers in Microbiology, 
2015, 6, 1155. 

4. C.X. Qian, H.C. Chen, L.F. Ren and M. Luo, Self-healing of 
early age cracks in cement-based materials by mineralization 
of carbonic anhydrase microorganism, Frontiers in 
Microbiology, 2015, 6, 1225. 

5. M.B. Burbank, T.J. Weaver, T.L. Green, B.C. Williams and 
R.L. Crawford, Precipitation of calcite by indigenous 
microorganisms to strengthen liquefiable soils, 
Geomicrobiology Journal, 2011, 28(4), 301. 

6. E. Gartner, Industrially interesting approaches to “low-CO2” 
cements, Cement and Concrete Research, 2004, 34(9), 
1489. 

7. B.C. Martinez, J.T. Dejong and T.R. Ginn, Bio-geochemical 
reactive transport modeling of microbial induced calcite 
precipitation to predict the treatment of sand in one-
dimensional flow, Computers and Geotechnics, 2014, 58(5), 
1. 

8. F.N. Stafford, A.C. Dias, L. Arroja, J.A. Labrincha and D. 
Hotza, Life cycle assessment of the production of Portland 
cement: a Southern Europe case study, Journal of Cleaner 
Production, 2016, 126, 159. 

9. X.N. Yu, C.X. Qian and B. Xue, Loose sand particles 
cemented by different bio-phosphate and carbonate 
composite cement, Construction and Building Materials, 
2016, 113, 571. 

10. M.M. Li, Q.L. Fu, Q.Z. Zhang, V. Achal and S. Kawasaki, Bio-
grout based on microbial induced sand solidification by 
means of asparagines activity, Scientific Reports, 2015, 5, 
16128. 

11. H. Rong, C.X. Qian and L.Z. Li, Influence of number of 
injections on mechanical properties of sandstone cemented 
with microbe cement, Advances in Cement Research, 2013, 
25(6), 307. 

12. X.N. Yu, C.X. Qian, B. Xue and X. Wang, The influence of 
standing time and content of the slurry on bio-sandstone 
cemented by biological phosphates, Construction and 
Building Materials, 2015, 82, 167. 

13. Y. Li, Y. Li, T. Shi and J. Li, Experimental study on 
mechanical properties and fracture toughness of magnesium 
phosphate cement, Construction and Building Materials, 
2015, 96, 346. 

 

 
************************************************************************************************************************************************* 

 


