
International Journal of Technology 13(3) 584-595 (2022) 
 Received February 2021 / Revised March 2021 / Accepted February 2022 

 

 International Journal of Technology 
 
 http://ijtech.eng.ui.ac.id  

  

 

Enhancement of the Stability of W/O/W Double Emulsion by Chitosan 
Modified Rice Husk Silica 
 
Lanny Sapei1*, Rudy Agustriyanto1, Endang Wahyu Fitriani2, Zerravym Levy1, 

Cindy Sumampouw1 
 

1Department of Chemical Engineering, Faculty of Engineering, University of Surabaya, Raya Kalirungkut, 
Surabaya 60293, East Java, Indonesia 

2Department of Pharmaceuticals, Faculty of Pharmacy, University of Surabaya, Raya Kalirungkut, Surabaya 
60293, East Java, Indonesia 

 
 
Abstract. The awareness of the need for healthy food continues to increase, hence, the demand for 
healthy food is also increasing. Water-in-oil-in-water (W/O/W) double emulsion can provide low-
fat emulsion-based products due to a lower fraction of oil compared to the corresponding O/W 
emulsion. However, the stability of double emulsion has been quite tricky to be established due to 
the presence of two interfacial layers between oil and water. This research aims to study the use of 
biosilica in the form of rice husk ash (RHA) combined with both chitosan particles and chitosan 
solution to stabilize the interfacial layer between oil droplets and the outer aqueous phase. The 
concentrations of chitosan and biosilica, as well as pH of the outer aqueous phase in the acidic 
ranges, were varied to obtain W/O/W emulsion with higher stability. The primary emulsion was 
prepared by using the emulsifier mixtures of Tween 20 and Span 80. The resulting primary 
emulsion was subsequently dispersed into the outer aqueous phase, loaded with the combination 
of biosilica and chitosan particles/ solution. Emulsification processes were conducted using a rotor-
stator homogenizer. The resulting W/O/W emulsions with high stability of ~80-100% were 
obtained by using the combination of 0.5% biosilica and 1.25% chitosan particles/ 5.25% chitosan 
solution at the pH of 4. The use of biosilica and chitosan seemed promising to be applied in the 
manufacturing of healthier food emulsion-based products. 
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1. Introduction 

The emulsion has been widely found in many diverse processed foods both in the forms 
of oil-in-water (O/W) and water-in-oil (W/O) emulsions. One of those examples is 
mayonnaise which is an oil in water emulsion and contains a high concentration of oil of 
about 60 to 70% (Morley, 2016). However, nowadays the demand for healthier food 
products with much lower oil content has been increasing. The oil content was reduced in 
W/O/W emulsion, leading to the development of lower-calorie foods with acceptable taste 
(Yildirim, 2016). 
 Pickering emulsion has recently gained an attraction to reduce the use of polymeric 
emulsifiers since it had demonstrated higher stability against shear stress and changes in 
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pH or temperatures (Yang et al., 2017). The particles could form multilayers which act as a 
physical barrier against coalescence. Moreover, the particles were much more strongly 
deposited on the interfacial layers in contrast to the polymeric emulsifiers which tend to 
easily detach from the interfaces with time (Aveyard et al., 2003). Pickering emulsion has 
increasingly been investigated to be used in different fields such as food, pharmacy, and 
cosmetics (Muharam et al., 2015; Shah et al., 2016; Wu et al., 2020). Several particles which 
have been used for Pickering emulsions were silica, clays, polymer latex, magnetic particles, 
graphene, and polymethylpolymethylmethacrylate particles (Lee & Choi, 2018; Bao et al., 
2019). The use of silica for the stabilization of O/W emulsion has been widely investigated 
(Sapei et al., 2017a; Sapei et al., 2017b; Sapei et al., 2018; Sapei, 2020). However, the use of 
bare silica was not effective and had to be combined with the use of polymeric emulsifiers 
to help its adsorption onto the interfacial layers (Pichot et al., 2012; Sapei et al., 2017a; 
Sapei et al., 2017b).  
 Chitosan is a biopolymer derived from chitin which is biodegradable, biocompatible, 
not toxic, and has mucoadhesive properties (Muharam et al., 2015; Krisanti et al., 2020). 
Chitosan as a polycationic biopolymer may be acted as an emulsifier and emulsion stabilizer 
through adsorption of the protective layer at oil-water interfaces, viscosity enhancement, 
and interaction with surface-active agents (Klinkesorn, 2013). Chitosan behaved as a weak 
cationic polyelectrolyte at pH < 6.5 when most of its amino groups were protonated 
(Tiraferri et al., 2014; Bhutto et al., 2021). At higher pH of about 7-8, dissolved chitosan was 
able to strengthen the interfacial layer O/W emulsion due to the polymer chains 
aggregation (Mwangi et al., 2016). Silica accumulated in living tissues generally referred to 
as biosilica was amorphous and tended to be hydrophilic due to the presence of hydroxyl 
groups on their surface (Sapei et al., 2008; Dhaneswara et al., 2019; Sapei, 2020). It is well 
known that natural silica particles are negatively charged in pure water. As the pH was 
increased above pH 2, the silica surface developed a net negative charge primarily due to 
the deprotonation of the silanol group (Dyab, 2012). The high positive charge on -NH3 
groups of chitosan when dissolved in aqueous acidic media at pH < 6.5 would likely adhere 
to negatively charged surfaces such as anionic polysaccharides and synthetic polyanions to 
give polyelectrolyte complexes and multilayer surfaces (Klinkesorn, 2013; Tiraferri et al., 
2014). Furthermore, O/W emulsion was stabilized by silica particles of which 
hydrophobicity was modified by chitosan particles addition (Alison et al., 2016; Alison et 
al., 2018). The hydroxyl groups of silica were suggested to play an important role in the 
interaction with the polyelectrolyte of chitosan in the formation of a stable adsorption layer 
(Tiraferri et al., 2014). Furthermore, the stability of W/O/W stabilized by silica-chitosan 
was dependent on pH since pH may have affected particle charge and rheological properties 
of the emulsion (Klinkesorn, 2013; Alison et al., 2016). At acidic pH, rice husk silica tended 
to be chargeless (Sapei et al., 2018) which may have limited its interaction with chitosan. 
On the other hand, the positive charges of chitosan tended to be decreased as pH was 
progressing towards neutral pH (Tiraferri et al., 2014; Mwangi et al., 2016; Alison et al., 
2018). The chitosan concentration may have affected its adsorption behavior on the silica 
surface (Li & Xia, 2011; Tiraferri et al., 2014). A recent study demonstrated the use of 
chitosan solution to coat the oil globules which entrapped insulin-containing internal 
aqueous phase due to polyelectrolyte complex formation with alginate present in the outer 
aqueous phase (Faghmous et al., 2020). This chitosan-coated W/O/W multiple emulsion 
seemed to be promising to be developed as a drug delivery system. 

Chitosan can be applied for bodyweight reduction, maintenance of LDL-cholesterol, 
amelioration of inflammation, and reduction of intestinal transit time according to the 
European Food Safety Authority (Manigandan et al., 2018). Biosilica could also be used as a 
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food additive and used for biomedical applications because of its health benefits (Alshatwi 
et al., 2015). The electrostatic interaction between oppositely charged chitosan and 
biosilica particles has not been extensively explored yet. Let alone its role in strengthening 
the interfacial layer between oil and water, which became the main concern in this article. 
This principle has been exploited in wastewater treatment using the coagulation-
flocculation process described in the recent studies (Bahrodin et al., 2021; Fard et al., 2021; 
Iloamaeke et al., 2021). The pollutant removal efficiency was highly dictated by the 
wastewater pH depending on the coagulant agent and its mechanism (Bahrodin et al., 2021; 
Sibiyaet al., 2021). Alum as the coagulant became soluble and positively charged in the 
acidic environment was easily adsorbed onto the negatively charged surface of the colloids 
leading to charge neutralization and pollutant removal (Bahrodin et al., 2021). 
Furthermore, the color removal efficiency increased as pH decreased from 10 to 2 when 
Mercenaria mercenaria shell with a zero-point charge value (pHzpc) of 7.8 used as the 
coagulant became positively charged thus, enhancing the coagulation of negatively charged 
colloid particles making them to floc due to the increase in the force of attraction which led 
to charge neutralization (Iloamaeke et al., 2021). In this research, rice husk silica in 
combination with chitosan was used to stabilize food-based W/O/W double emulsion. 
Chitosan both as particles and solution were combined with biosilica and their different 
mechanisms dependent on pH were studied. Chitosan, both as particles and as a solution, 
was combined with biosilica, and the various mechanisms dependent on pH were 
investigated. It is expected that the outcome of this research will be useful for the 
development of healthier and low-calorie emulsion-based novel food products.  

 
2. Materials and Methods 

2.1.  Materials 
 Rice husk was obtained from paddy milling in Mojokerto, East Java, Indonesia; chitosan 
powder with a deacetylation degree of 88% (Merck, Germany), palm cooking oil (Sunco, PT. 
Milkie Oleo Nabati Industri, Bekasi, Indonesia); citric acid powder (Merck, Germany); 
sodium dihydrogen citrate/ monosodium citrate powder (Merck, Germany); disodium 
hydrogen citrate/ disodium citrate (Merck, Germany); acetic acid glacial (Merck, Germany); 
sorbitan monooleate/ Span-80 (Sigma Aldrich, Germany); polyethylene glycol sorbitan 
monolaurate/ Tween-20 (Merck, Germany); demineralized water. 

2.2. Preparation of rice husk ash 
 Rice husks were separated from the debris and dust before being washed with water 
and rinsed with demineralized water. Clean rice husks were subjected to drying at 105°C 
for 2 hours in an oven (Memmert, Germany) followed by calcination at 750°C for 5 hours in 
the furnace (Ney VULCAN D-550, DentsplyCeramco, USA) to remove the organic 
compounds. The remaining rice husk ash (RHA) was grayish and consisted of silicon (Si) of 
~85% (Sapei et al., 2015). The rice husk ash was milled and screened with a 200 mesh 
screen for further use as the emulsion stabilizer.  

2.3. Preparation of w/o emulsion 
 Tween-20 of 2.1% relative to the aqueous phase was added to water and stirred with a 
magnetic bar at 300 rpm for 7 minutes to obtain the aqueous phase. Furthermore, a Span-
80 of 5.3% relative to the oil phase was added into the oil and mixed with a magnetic bar at 
800 rpm for 7 minutes. Afterward, the aqueous phase with a fraction of 40% was dispersed 
in the oil phase using a rotor-stator (IKA T25 digital ULTRA TURRAX, Germany) at a mixing 
speed of 20,000 rpm for 6 minutes. This primary emulsion was highly stable for several 
weeks. The experimental setup for the preparation of the primary W/O emulsion can be 
seen in Figure 1A.  
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2.4. Preparation of buffer solution 
 The buffer solution of different pH (2, 3, and 4) was prepared for the outer aqueous 
phase of the W/O/W emulsion. The buffer solution of pH 2 was prepared by mixing 47 mL 
of 0.065 M citric acid with 3 mL of 4.628 × 10-3 M monosodium citrate into the 100 mL 
volumetric flask. Water was added up to 100 mL and the solution was well shaken.  The 
buffer solution of pH 3 was prepared by mixing 35 mL of 0.011 M citric acid with 15 mL of 
7.46 × 10-3 M monosodium citrate; while the buffer solution of pH 4 was prepared by mixing 
45 mL of 5.08 × 10-3M disodium citrate with 15 mL of 7.46 × 10-3 M monosodium citrate in 
the 100 mL volumetric flask. The flask was filled with water until reaching the mark and 
was shaken several times till it was homogeneous. The outer aqueous phase without pH 
adjustment with a pH value of about 5.7 was used as the control.  

2.5. Preparation of W/O/W double emulsion 
 The outer aqueous phase was prepared before the emulsification of the primary 
emulsion to obtain the double emulsion.  The mixture of rice husk silica particles or chitosan 
particles and rice husk silica particles or soluble chitosan was added into the outer aqueous 
phase with adjusted pH (2, 3, and 4) to stabilize the interfacial layer between oil droplets 
with the outer aqueous phase. Rice husk silica of 0.5% was mixed with various 
concentrations of chitosan powder (1.25%; 3.75%; and 5.25% relative to the outer aqueous 
phase) in the outer aqueous phase. Chitosan solution was prepared by solubilizing the 
amount of chitosan powder at the corresponding concentrations in 1% acetic acid solution. 
The amount of acetic acid solution was 37.5% relative to the outer aqueous phase. Rice husk 
silica of 0.5% was added into the outer aqueous phase containing chitosan solution 
followed by mixing using a magnetic stirrer at 800 rpm for 10 minutes. The addition of 0.5% 
rice husk silica only without chitosan was used as the control. 
 W/O/W double emulsion was prepared by dispersing the primary emulsion W/O 
emulsion with the fraction of 0.2 into the outer aqueous phase using a rotor-stator at 8000 
rpm for 3 minutes. The emulsion was poured into a transparent 40 mL glass vial (ID= 25 
mm, height= 95 mm) and stored at a room temperature of ~ 28°C. The percentages used 
belonged to weight %. The experimental setup for the preparation of W/O/W double 
emulsion stabilized using chitosan modified rice husk silica can be seen in Figures 1B and 
1C. 

2.6. Determination of W/O/W emulsion stability 
 The emulsion stability was determined using equation 1. The height of emulsion was 
measured right after the double emulsion preparations and for several consecutive days up 
to 7 days. The stable emulsion layer was indicated by a milky appearance excluding the oil, 
cream, and sediment layers.  

 
100%x

h

h
%S

0

t

 (1) 
Whereas ht is emulsion height at a certain time and h0 is initial emulsion height. 

2.7. Determination of W/O/W emulsion viscosity 
 The viscosity of W/O/W emulsion was determined using DV-III Ultra Rheometer 
(Brookfield, USA) using the spindle type SC4-21. A double emulsion of about 8 mL was put 
into the small sample holder and the spindle speed was adjusted at 0.5 rpm until constant 
and the viscosity value was measured. 
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Figure 1 Schematic diagram of the experimental setup. A) Preparation of primary W/O emulsion; 
B) Preparation of W/O/W double emulsion stabilised with rice husk silica/ chitosan particle; C) 
Preparation of W/O/W double emulsion stabilised with rice husk silica/ soluble chitosan 

 
3. Results and Discussion 

3.1. The effect of chitosan particle concentration and outer aqueous pH on the stability of 
W/O/W emulsion 
 The combination of rice husk silica of 0.5% with various concentrations of chitosan 
powder (0%; 1.25%; 3.75%; and 5.25%) dispersed at the outer aqueous phase of W/O/W 
emulsion demonstrated different double emulsion stability patterns at different continuous 
phase pH (2; 3; 4; and ~ 5.7) as could be seen in Figure 2. It turned out that the addition of 
chitosan powder to rice husk silica enhanced the stability of the double emulsion at all pH 
ranges except pH 2. It seemed possible that electrostatic attraction occurred between 
positively charged chitosan particles and negatively charged rice husk silica at the mild pH 
condition. Chitosan particles attached to silica particles would in turn help increase the 
adsorption of silica particles at the oil-water interfaces by increasing the wettability of silica 
particles on the interfacial layer (Tiraferri et al., 2014; Alison et al., 2016; Alison et al., 2018) 
hence improving the overall stability of the double emulsion. This interaction was similar 
to the electrostatic interaction between chitosan with negatively charged small-molecule 
surfactants, protein, and polysaccharides which formed multilayer surfaces rendering the 
electrosteric stabilization of the emulsion (Klinkesorn, 2013). It was observed that the 
emulsion stability was increasing with the decrease in chitosan particle concentration 
(Figure 2B, 2C, and 2D). The chitosan powder concentration of 1.25% seemed to be the 
optimum concentration which showed the effective adsorption of chitosan particles onto 
the rice husk silica particles and deposited on the interfacial layer. Moreover, the 
adsorption process of chitosan into silica surface was found to be irreversible and always 
stable in the solution (Tiraferri et al., 2014). The number of chitosan particles adsorbed on 
the silica surface was dependent on the saturation condition which was dictated by pH 
(Tiraferri et al., 2014). The more concentrated the chitosan powder was, the thicker the 
sediment layer of chitosan particles observed with time resulting in the decrease of W/O/W 
emulsion stability. This could be explained by the previous investigation finding out that 
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the increase in chitosan concentration reduced the interaction between chitosan and oil 
due to a stronger molecular interaction among chitosan molecules because of high 
electrostatic forces (Li & Xia, 2011). 

 

Figure 2 The effect of various chitosan particle concentrations combined with 0.5% rice husk silica 
in the outer aqueous phase on the stability of W/O/W emulsion. Primary emulsion W/O stabilized 
with Tween 20/ Span 80 was prepared by dispersing 40% aqueous phase in palm oil. W/O/W 
double emulsion was obtained by emulsification of 20% primary emulsion into the outer aqueous 
phase at a certain pH value. a) pH = 2; b) pH = 3; c) pH = 4; d) pH = ~ 5.7. CP was denoted as a 
chitosan particle 

 The pH of the outer aqueous phase played a significant role in the W/O/W emulsion 
stability. The highest stability of W/O/W emulsion was attained at pH 4 and the lowest 
stability was seen at pH 2 at all ranges of chitosan particle concentrations (see the 
representative figure in the supplementary file). There were only slight differences in 
double emulsion stability between those prepared at pH 3 and 5.7 with that prepared at pH 
4. The visual macroscopic observation showed that the emulsions prepared at pH 4 
demonstrated creaming but without the appearance of an oil layer on the top as observed 
on the other emulsions prepared at other pHs after 7-day storage (data not shown). 
Furthermore, the emulsions prepared at pH 4 also showed the least particles sediments at 
the bottom implying the adherence of both silica and chitosan particles on the interfacial 
layers. The adsorption process of chitosan particles onto the silica surface at pH 4 was 
transport-controlled, meaning that all chitosan molecules approaching the silica surface 
were successfully attached due to electrostatic attraction between chitosan molecules and 
substrates at acidic pH (Tiraferri et al., 2014). Furthermore, silica particles were partially 
hydrophobized upon the addition of chitosan rendering their adsorption at the oil-water 
interface and the formation of Pickering emulsion (Alison et al., 2018). Within the pH ranges 
of 3 to 5.7, rice husk silica underwent a dissociation process forming SiO- groups with 
negative charges on the surface which tended to be more hydrophilic, whereas chitosan 
particles became positively charged due to the formation of protonated amine group NH3

+. 
Consequently, electrostatic interaction between negatively charged silica particles and 
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 (a) (b) (c) (d) 

positively charge chitosan particles was facilitated. The interacted particles improved their 
role as rigid emulsifiers on the interfacial layers mainly acting as barriers against 
flocculation and coalescences of oil globules. Such synergistic interaction between silica and 
chitosan particles did not occur when pH was reduced to 2. The double emulsion stability 
was abruptly reduced to zero upon the addition of chitosan particles after 7-day storage as 
seen in Figure 2A. It was already known that silica was negatively charged above the 
isoelectric point (IEP) and point of zero charges, i.e. around pH 2 (Dyab, 2012; Pichot et al., 
2012; Sapei et al., 2018; Alison et al., 2018). Therefore, the electrostatic interaction between 
silica and chitosan did not occur since silica was chargeless although chitosan was 
positively charged below its pKa value of about 6 (Tiraferri et al., 2014; Alison et al., 2018).  
Furthermore, the use of rice husk silica only without chitosan particles at pH 2 
demonstrated the highest W/O/W emulsion stability over time (Figure 2A) since silica 
particles tended to be adsorbed and aggregated at the interfaces forming a multilayer 
barrier against oil droplet coalescences.  
 The microstructure of W/O/W double emulsion stabilized by 0.5% rice husk silica/ 
1.25% chitosan particles prepared at various pHs of the outer aqueous phase could be seen 
in Figure 3. It was seen that the formation of the double emulsion was most pronounced on 
the W/O/W emulsion prepared at pH 4. Moreover, the highest double emulsion stability of 
about 78% was still retained after 7 days. This again confirmed the possibility of the 
formation of multilayer surfaces at pH 4 consisting of silica and chitosan layer surrounding 
the oil globules, which provided the electrostatic stabilization against coalescences. 
Moreover, these rigid layers could also prevent the diffusion of the inner aqueous phase 
towards the outer aqueous phase therefore, the presence of inner aqueous droplets inside 
the oil globules seemed to be more preserved compared to others prepared at other pH 
values.  
 
 
 
 
 
 

 

Figure 3 The microstructures of W/O/W emulsion stabilized with 0.5% rice husk silica/ 1.25% 
chitosan particles at various pH of outer aqueous phase in day 1.  a) pH = 2; b) pH = 3; c) pH = 4; d) 
pH = ~ 5.7 

 The interaction between rice husk silica and chitosan particles at the interfacial layer 
of the secondary emulsion could be explained pertained to the pH value of the outer 
continuous phase. It was figured out that the strongest interaction between silica and 
chitosan particles occurred at pH 4 as negatively charged silica particles and positively 
charged chitosan particles are conductively formed. Silica particles were strongly adsorbed 
on the interfaces between oil droplets and the outer aqueous phase. The rigid barrier of 
silica-chitosan particles on the interfaces provided high stability against coalescence and 
flocculation of the resulting W/O/W emulsion indicated by stability of about 80% after 7 
days. As pH was getting lower than 4, the dissociation of silica particles into SiO - were 
decreased while chitosan particles were increasingly positively charged. The interaction 
between silica and chitosan particles was diminishing. At pH 2 silica particles were 
presumed to be chargeless and the interaction between silica and chitosan particles was 
hardly seen even though silica particles could aggregate and formed a multilayer 
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surrounding the oil globules against flocculation and coalescences. However, the silica 
particles would likely be detached from the interfaces with time. As the pH was getting 
higher at pH ~5.7, silica particles retained the negative charges as their hydroxyl groups 
were continued to be dissociated while the positively charged chitosan particles were 
decreased since the protonation of the amine group were decreased as pH was increasing, 
thus lowering the interaction between silica and chitosan particles.  

3.2. The effect of chitosan solution concentration and outer aqueous pH on the stability of 
W/O/W emulsion 

The stability of W/O/W double emulsion stabilized with rice husk silica combined with 
the addition of soluble chitosan of various concentrations on the outer aqueous phase was 
investigated and compared with those added with chitosan particles. It was obvious that 
the stability of W/O/W emulsion increased with the increasing concentration of soluble 
chitosan on the outer aqueous phase as depicted in Figure 4. Moreover, at the soluble 
chitosan concentration of 3.75% and 5.25%, the stability of W/O/W emulsion was 
extraordinarily stable for up to 7 days without the occurrence of any creaming or 
sedimentation regardless of the pH values of the outer continuous phase.  

 
Figure 4 Effect of various chitosan solution concentrations combined with 0.5% rice husk silica in 
the outer aqueous phase on the stability of W/O/W emulsion. Primary emulsion W/O stabilized 
with Tween 20/ Span 80 was prepared by dispersing 40% aqueous phase in palm oil. W/O/W 
double emulsion was obtained by emulsification of 20% primary emulsion into the outer aqueous 
phase at a certain pH value. A) pH = 2; B) pH = 3; C) pH = 4; D) pH = ~ 5.7. CS denoted as chitosan 
solution 

The remarkable stability of W/O/W emulsions added with soluble chitosan was due to 
the significantly increased viscosity of the outer aqueous phase which slowed down the rate 
of flocculation or coalescence of oil globules. Once chitosan dissolved in a 1% acetic acid 
solution, it readily formed a viscous solution which gave rise to the viscosity of the outer 
continuous phase. The increase in chitosan concentration increased the viscosity of the 
outer continuous phase hence increasing the overall stability of W/O/W double emulsion. 
The viscosity was increased by more than 100 folds to about 186,000 cP when soluble 
chitosan of 5.25% was added into rice husk silica stabilized W/O/W emulsion as compared 
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(d) (c) (b) (a) 

with that added with 1.25% chitosan particle at the outer aqueous phase pH of 4 as could 
be seen in Table 1. The increased viscosity of the continuous phase decreased the creaming 
rate due to the decrease in oil droplets and flocs diffusion (Klinkesorn, 2013). This was 
confirmed by the demonstration of tiny oil globules dispersion in the quite thick outer 
aqueous phase in all W/O/W double emulsions stabilized by 0.5% rice husk silica and 
5.75% soluble chitosan prepared at various outer aqueous pH as could be seen in Figure 5.  

Tabel 1 Viscosity of W/O/W emulsion stabilized with 0.5% rice husk silica/ chitosan at 
various pH of the outer aqueous phase 

Chitosan pH Viscosity (cP) 

1.25% Chitosan particles 4 1,600 
5.25% Soluble chitosan 2 90,200 
5.25% Soluble chitosan 3 137,000 
5.25% Soluble chitosan 4 186,000 
5.25% Soluble chitosan ±5.7 2,400 

 
 
 
 
 
 
 

 
Figure 5 The microstructures of W/O/W emulsion stabilized with 0.5% rice husk silica/ 5.25% 
soluble chitosan at various pH of outer aqueous phase in day 1.  A) pH = 2; B) pH = 3; C) pH = 4; D) 
pH = ~ 5.7 

 The effect of pH on the W/O/W emulsion stability was seen in the double emulsion with 
the addition of 1.25% soluble chitosan. The double emulsion stability dropped to zero at pH 
5.7. Moreover, the viscosities of W/O/W emulsions stabilized by 0.5% rice husk silica/ 
5.25% soluble silica tremendously increased until pH 4 and then abruptly dropped when 
pH was 5.7 (Table 1) even though it still looked completely stable until day 7 (Figure 4D). 
With increasing pH, chitosan becomes progressively neutral thus decreasing the repulsion 
between adsorbed molecules (Tiraferri et al., 2014). The loss of electrostatic repulsion 
between the charged groups leads to the formation of insoluble chitosan aggregates at the 
O/W interfaces and the formation of a chitosan network in the continuous phase 
(Klinkesorn, 2013; Mwangi et al., 2016). It seemed plausible that the increased insolubility 
of chitosan molecules at pH 5.7 resulted in the decrease of the viscosity of W/O/W 
emulsion.  
 The mechanism of how soluble chitosan improved the stability of rice husk silica 
stabilized W/O/W emulsion was different from that of chitosan particles. The soluble 
chitosan behaved as a hydrocolloid biopolymer, which enabled the retardation of creaming 
phenomena by modifying the rheology properties, particularly the viscosity of the outer 
aqueous phase. The soluble chitosan significantly increased the viscosity of the outer 
aqueous phase which improved the stability of the W/O/W double emulsion by preventing 
the flocculation and coalescences of oil globules. Rice husk silica which was deposited on 
the interfacial layer would even not be easily detached due to the increasing resistance of 
the silica particles' motion in the outer continuous phase. This mechanism was different 
than the stabilization mechanism of chitosan particles which were deposited at the 
interfacial layer due to electrostatic attraction between silica and chitosan particles. The 
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increased viscosity due to the dissolved chitosan increased the W/O/W stability by 
hindering oil globules' flocculation or coalescences (see the supplementary file). 
 
4. Conclusions 

The stability of W/O/W double emulsion stabilized by rice husk silica was much 
improved from approximately 60% to about 80-100% when chitosan in the form of 
particles and solution was added into the outer aqueous phase, respectively. The 
stabilization mechanisms seemed different between those added with chitosan particles 
and those added with soluble chitosan. Chitosan particles electrostatically adsorbed on the 
silica particles at the oil-water interfaces forming a rigid barrier thus preventing 
flocculation and coalescences of globules. On the other hand, soluble chitosan drastically 
enhanced the viscosity of the outer aqueous phase thus retarding the flocculation and 
coalescence rates of oil globules. The pH of the outer aqueous phase played an important 
role in dictating the positive charge of chitosan particles and the negative charge of silica 
particles thus influencing the extent of their electrostatic attraction. The pH 4 seemed 
optimal for achieving W/O/W double emulsion with high stability. The presence of the 
inner aqueous phase within the microstructure of W/O/W double emulsion was more 
pronounced at pH 4 compared to those prepared at another pH. The chitosan concentration 
also affected the overall stability of the W/O/W double emulsion. Fewer chitosan particles 
seemed preferable to have effectively adhered to the silica particles while increased soluble 
chitosan was advantageous for improving the viscosity of the outer aqueous phase. The 
combination of rice husk silica and chitosan as emulsifiers of the secondary emulsions 
seemed potential to be used for the development of low-calorie and healthy food emulsion-
based products. 
 
Acknowledgements 

 We thank Ms. Dyah Ayu Ambarsari for the technical assistance. The research was 
funded by Ministry of Research and Technology/ National Research and Innovation Agency 
of the Republic of Indonesia under the research grant scheme of “Fundamental Research” 
2020 (contract number: 027/SP-Lit/LPPM-01/RistekBRIN/Multi/FT/III/2020). 
 
References 

Alison, L., Demirörs, A.F., Tervoort, E., Teleki, A., Vermant, J., Studart, A.R., 2018. Emulsions 
Stabilized by Chitosan-Modified Silica Nanoparticles: pH Control of Structure–Property 
Relations. Langmuir, Volume 34 (21), pp. 6147–6160 

Alison, L., Rühs, P.A., Tervoort, E., Teleki, A., Zanini, M., Isa, L., Studart, A.R., 2016. Pickering 
and Network Stabilization of Biocompatible Emulsions Using Chitosan-Modified Silica 
Nanoparticles. Langmuir, Volume 32 (50), pp. 13446–13457 

Alshatwi, A.A., Athinarayanan, J., Periasamy, V.S., 2015. Biocompatibility Assessment of Rice 
Husk-Derived Biogenic Silica Nanoparticles for Biomedical Applications. Materials 
Science and Engineering: C, Volume 47, pp. 8–16 

Aveyard, R., Binks, B.P., Clint, J.H., 2003. Emulsions Stabilised Solely by Colloidal Particles. 
Advances in Colloid and Interface Science, Volume 100, pp. 503–546 

Bahrodin, M.B., Zaidi, N.S., Hussein, N., Sillanpää, M., Prasetyo, D.D., Syafiuddin, A. 2021. 
Recent Advances on Coagulation-Based Treatment of Wastewater: Transition from 
Chemical to Natural Coagulant. Current Pollution Reports, pp. 1–13 



594 Enhancement of the Stability of W/O/W Double Emulsion by Chitosan Modified Rice  
Husk Silica 

Bao, Y., Zhang, Y., Liu, P., Ma, J., Zhang, W., Liu, C., Simion, D., 2019. Novel Fabrication of 
Stable Pickering Emulsion and Latex by Hollow Silica Nanoparticles. Journal of Colloid 
and Interface Science, Volume 553, pp.  83–90 

Bhutto, R.A., Wang, M., Qi, Z., Hira, N.U.A., Jiang, J., Zhang, H., Iqbal, S., Wang, J., Stuart, M.A.C., 
Guo, X., 2021. Pickering Emulsions Based on the pH-Responsive Assembly of Food-
Grade Chitosan. ACS Omega, Volume 6 (28), pp. 17915–17922 

Dhaneswara, D., Fatriansyah, J.F., Situmorang, F.W., Haqoh, A.N., 2020. Synthesis of 
Amorphous Silica from Rice Husk Ash: Comparing HCl and CH3COOH Acidification 
Methods and Various Alkaline Concentrations. International Journal of Technology. 
Volume 11(1), pp. 200–208 

Dyab, A.K., 2012. Destabilisation of Pickering Emulsions Using pH.Colloids and Surfaces A: 
Physicochemical and Engineering Aspects, Volume 402, pp. 2–12 

Faghmous, N., Bouzid, D., Boumaza, M., Touati, A., Boyron, O., 2020. Optimization of 
Chitosan-Coated W/O/W Multiple Emulsion Stabilized with Span 80 and Tween 80 
Using Box–Behnken Design. Journal of Dispersion Science and Technology, Volume 
42(10), pp. 1566–1578 

Fard, M.B., Hamidi, D., Yetilmezsoy, K., Alavi, J., Hosseinpour, F., 2021.Utilization of Alyssum 
Mucilage as a Natural Coagulant in Oily-Saline Wastewater Treatment. Journal of Water 
Process Engineering, Volume 40, p. 101763 

Iloamaeke, I.M., Nnaji, N.J., Okpala, E.C., Eboatu, A.N., Onuegbu, T.U., 2021. Mercenaria 
Mercenaria Shell: Coagulation-flocculation Studies on Colour Removal by Response 
Surface Methodology and Nephlometric Kinetics of an Industrial Effluent. Journal of 
Environmental Chemical Engineering, Volume 9(4), pp. 105715 

Klinkesorn, U., 2013. The Role of Chitosan in Emulsion Formation and Stabilization. Food 
Reviews International, Volume 29(4), pp. 371–393 

Krisanti, E.A., Lazuardi, D., Kiresya, K.K., Mulia, K., 2020. Tablet Formulation Containing 
Chitosan-Alginate Microparticles: Characterization and Release Profile of Xanthones. 
International Journal of Technology. Volume 11(5), pp. 900–909 

Lee, C.J., Choi, H.J., 2018. Graphene Oxide as a Pickering Emulsifier for Poly(Glycidyl 
Methacrylate) Composite Particles and their Suspension Rheology Under Applied 
Electric Fields. Colloids and Surfaces A: Physicochemical and Engineering Aspects , 
Volume 550, pp. 56–64 

Li, X., Xia, W., 2011. Effects of Concentration, Degree of Deacetylation, and Molecular Weight 
on Emulsifying Properties of Chitosan. International Journal of Biological 
Macromolecules, Volume 48 (5), pp. 768–772 

Manigandan, V., Karthik, R., Ramachandran, S., Rajagopal, S., 2018. Chitosan Applications in 
Food Industry. In: Biopolymers for Food Design, Academic Press, London, pp. 469–491 

Morley, W.G., 2016. Mayonnaise. In: Encyclopedia of Food and Health, Academic Press, USA, 
pp. 669–676 

Muharam, Y., Purwanto, W.W., Mulia, K., Wulan, P.P., Marzuki, I., Dewi, M.N., 2015. 
Mathematical Model Controlled Potassium Chloride Release Systems from Chitosan 
Microspheres. International Journal of Technology. Volume 6(7), pp. 1228–1237 

Mwangi, W.W., Ho, K.-W., Tey, B.-T., Chan, E.-S., 2016. Effects of Environmental Factors on 
the Physical Stability of Pickering-emulsions Stabilized by Chitosan Particles.Food 
Hydrocolloids, Volume 60, pp. 543–550 

Pichot, R., Spyropoulos, F., Norton, I.T., 2012. Competitive Adsorption of Surfactants and 
Hydrophilic Silica Particles at the Oil-Water Interface: Interfacial Tension and Contact 
Angle Studies. Journal of Colloid and Interface Science, Volume 377 (1), pp. 396–405 



Sapei et al. 595 

Sapei, L., 2020. Rice Husk Silica for the Stabilization of Food-Grade Oil-In-Water (O/W) 
Emulsions. In: Biopolymer-Based Formulations, Elsevier, pp. 405–423 

Sapei, L., Adiarto, T., Handomo, R., Chandra, S.H., 2018. Effect of pH on the Stability of 
W1/O/W2 Double Emulsion Stabilized by Combination of Biosilica and Tween-
20.MATEC Web of Conferences, Volume 215, pp. 01028 

Sapei, L., Damayanti, O.P., Liliana, L, 2017a. Kinetics of Oil-In-Water Emulsion Stabilization 
Using Lecithin and Biosilica.ASEAN Journal of Chemical Engineering, Volume 17 (1), pp.  
8-21 

Sapei, L., Nöske, R., Strauch, P., Paris, O., 2008. Isolation of Mesoporous Biogenic Silica from 
the Perennial Plant Equisetum hyemale.Chemistry of Materials, Volume 20 (5), pp. 
2020–2025 

Sapei, L., Padmawijaya, K.S., Sutejo, A., Theresia, L., 2015. Karakterisasi Silika Sekam Padi 
dengan Variasi Temperatur Leaching Menggunakan Asam Asetat (Characterization of 
Rice Husk Silica with Variation of Leaching Temperature using Acetic Acid). Jurnal 
Teknik Kimia, Volume 9 (2), pp. 38-43 

Sapei, L., Sandy, I.G.Y.H., Suputra, I.M.K.D., Ray, M., 2017b. The Effect of Different 
Concentrations of Tween-20 Combined with Rice Husk Silica on the Stability of O/W 
Emulsion: a Kinetic Study. IOP Conference Series: Materials Science and Engineering, 
Volume 273 (1), p. 012023 

Shah, B.R., Li, Y., Jin, W., An, Y., He, L., Li, Z., Xu, W., Li, B., 2016. Preparation and Optimization 
of Pickering Emulsion Stabilized by Chitosan-Tripolyphosphate Nanoparticles for 
Curcumin Encapsulation. Food Hydrocolloids, Volume 52, pp. 369–377 

Sibiya N.P., Rathilal, S., Kweinor, T.E., 2021. Coagulation Treatment of Wastewater: Kinetics 
and Natural Coagulant Evaluation. Molecules, Volume 26(3), p. 698 

Tiraferri, A., Maroni, P., Rodriguez, D.C, Borkovec, M., 2014. Mechanism of Chitosan 
Adsorption on Silica from Aqueous Solutions. Langmuir, Volume 30(17), pp. 4980–
4988 

Wu, F., Deng, J., Hu, L., Zhang, Z., Jiang, H., Li, Y., Yi, Z., Ngai, T., 2020. Investigation of The 
Stability in Pickering Emulsions Preparation with Commercial Cosmetic Ingredients. 
Colloids and Surfaces A: Physicochemical and Engineering Aspects, Volume 602, p. 
125082 

Yang, Y., Fang, Z., Chen, X., Zhang, W., Xie, Y., Chen, Y., Liu, Z., Yuan, W., 2017. An Overview of 
Pickering Emulsions: Solid-Particle Materials, Classification, Morphology, and 
Applications. Frontiers in Pharmacology, Volume 8, p. 287 

Yildirim, M., Sumnu, G., Sahin, S., 2016. Rheology, Particle-size Distribution, and Stability of 
Low-fat Mayonnaise Produced via Double Emulsions.Food Science and Biotechnology, 
Volume 25(6), pp. 1613–1618 


