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ABSTRACT
Background: The treatment of dyschromia can be conducted using 
dermocosmetics containing depigmenting agents, such as kojic acid. 
Objectives: This study aimed the development and characterization 
of Carnaúba wax-based micro particles, in order to disseminate kojic 
acid in cosmetic and dermatological products. Methods: These 
elements were developed and characterized by electron microscopy and 
spectrophotometry, in addition to the evaluation of the encapsulation 
effectiveness and the release profile. Results: The different formulations 
showed that the variation of the concentrations of the active compound 
did not interfere with the Solid Lipid Micro particles (SLM) morphology, 
showing spherical shape and variation in their sizes. The formulation that 
showed the best yield was M1. All formulations showed low effective 
encapsulation effectiveness, varying approximately between 5 and  

15%. Conclusion: The stirring speed and the stirring time are critical 
factors in the obtainment process and in the morphology of solid lipid 
micro particles.
Key words: Kojic acid, Carnaúba, Lipid Microparticles.

Correspondence

Dr. Edilson Martins Rodrigues Neto

Department of Pharmacy, Dentistry and Nursing College, Federal University of 
Ceara, Fortaleza, CE, BRAZIL.

Phone: +55 85 3366-0000

Email: edilsonmrneto@hotmail.com

DOI: 10.5530/jyp.2020.12.83

This is an open access article distributed under the terms of the Creative Commons Attribution-NonCommercial-ShareAlike 4.0 License, which allows others 
to remix, tweak, and build upon the work non-commercially, as long as the author is credited and the new creations are licensed under the identical terms.

INTRODUCTION
Changes in skin color, named dyschromias, are the result of quantitative 
differences in the melanin pigment and may arise due to solar radiation 
and skin aging.1 The treatment against dyschromia can be conducted 
by means of dermocosmetics containing depigmenting agents, such as 
kojic acid, which, in addition to inhibiting melanin synthesis, acts as an 
antioxidant due to its anti-free radicals activity.1-3

Since the last decade, several strategies for developing drug delivery 
systems have contributed to the improvement of topical formulas,  
thereby improving the therapeutic index of drugs, increasing their 
effectiveness and reducing their toxicity.4,5 Micro particulate delivery 
systems are modern and relevant tools in the delivery of drugs, as they are 
capable of compartmentalizing or encapsulating the active compound, 
thereby directing it to specific targets and regulating its release speed 
without changing the transported chemical molecule.4,5

Solid Lipid Microparticles (SLM) represent the most modern concept of 
lipid carriers. They are derived from oil-in-water emulsions, changing 
the liquid lipid by a lipid or mixture of solid lipids at room temperature 
and stabilized by surfactants.6-10 The lipids used can be triglycerides, 
glycerides and waxes. In them, the active compound is dispersed and 
encapsulated in the form of particles that control its release by diffusion 
through pores or erosion.7,10

Waxes are interesting materials for the production of SLM, as they have 
the advantage of being well-known raw materials and dispense with the 
use of organic solvents.7-10 Among the natural waxes, we can find beeswax, 
Carnaúba wax and cupuaçu wax and many others like them.7 Due to 
its lipophilic and non-polar nature, Carnaúba wax stands out for its 
antioxidant, photoprotective and stable properties, being widely used in 
the chemical, pharmaceutical, food, cosmetic, computer and automobile 

industries.7-12 In addition, its extraction is an important economic 
activity in the Brazilian Northeast, where the state of Ceará is one of the 
main exporters.12-15

In the U.S.A., Carnaúba wax is classified as Generally Recognized as Safe 
(GRAS) and its use takes place in the amounts that are required to adhere 
to the good manufacturing practices (GMP) in several foods.14

In light of the foregoing, this study had the objective of developing 
and characterizing Carnaúba wax-based microparticles, in order 
to disseminate kojic acid in cosmetic and dermatological products  
intended for skin care, with exfoliating and depigmenting action. The 
lack of scientific articles and patents constitutes this invention as a 
novelty of an inventive character. 
We should highlight that, through this study, it was possible to make 
a patent deposit of the product formulated under the protocol 
BR102017009172-4 in the patent bank of the National Institute of 
Intellectual Property of Brazil. This work was registered in the National 
System for the Management of Genetic Heritage and Associated 
Traditional Knowledge (SisGen) with registration number ABF9765. 

MATERIALS AND METHODS
Materials
Kojic acid and Carnaúba wax were purchased from All Chemistry, 
Brazil. Some filters with 0.45 µm pores and a Chromafil® P-45/25 syringe, 
25 mm, was obtained from Macherey-Nagel, Düren, Germany. C42 blue 
band quantitative filter paper 125 mm, JP41 black band quantitative filter 
paper 12.5 cm and JP42 blue band quantitative filter paper 9 cm were 
purchased from J Prolab, São José dos Pinhais, Paraná, Brazil. Tween 80 
(Pharmaceutical grade) was purchased from Via Farma, Brazil. 
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Quantification of kojic acid
We used the spectrophotometric method developed and validated 
by Sato (2003).16 A standard solution of kojic acid at 40 µm/mL was 
prepared at room temperature 25°C and, from that, diluted solutions of 
concentrations 4, 8, 12, 16, 20 and 24 µm/mL were obtained. We used 
distilled water as White, where the wavelength was 269 nm, using the 
spectrophotometer (Genesys 10S UV-Vis model, Thermo Scientific®). 
Moreover, we constructed a standard curve with six points. 

Production of Solid Lipid Microparticles (SLM)
It was used the hot homogenization method adapted from Gugu (2015).17 
An aqueous solution containing 1% Tween 80 and kojic acid was heated 
to 90°C using a heater (Q 261 A model, Quimis®). The Carnaúba wax, 
at a concentration of 10%, was melted at the same temperature and 
then the aqueous solution was dispersed in the lipid material using an 
Ultra Turrax® homogenizer (T 25 D S32 model, Ika®) with stirring. After 
stirring, the material was placed in an ice bath where it remained until the 
temperature of 20°C was reached. Subsequently, the material was filtered 
through a vacuum pump (P-730 BN model, Pall Life Science®), using 
JP42 blue band quantitative filter paper. The solid lipid microparticles 
disposed on the surface of the filter paper were recovered by oven drying 
(EB-100 model, Lab Trade®), at 40°C for 24 hr.

Evaluation of the influence of the active proportion/ 
lipid matrix, stirring speed and time in the production of 
SLM
This evaluation was performed in 3 steps. In Step 1, we produced 3 SLM 
(M1, M2 and M3), with a concentration of kojic acid at 10, 20 and 50% 
in relation to the lipid mass, respectively. In this step, we used a stirring 
speed of 15000 rpm and 5 min of stirring. In Step 2, we produced 3 SLM 
(M4, M5 and M6), with 50% kojic acid in relation to the total mass of  
the lipid matrix. In this step, the variables were stirring speed and  
stirring time. In order to accomplish the production of M4, we used a 
stirring speed of 5000 rpm and a stirring time of 5 min; M5 was prepared 
at 3400 rpm for 5 min and M6 was prepared at 5000 rpm for 2 min. In 
Step 3, we produced a SLM (M7) with 10% kojic acid with a stirring 
speed of 5000 rpm in a stirring time of 5 min. The objective of this step 
was to compare M1 and M7, in order to observe the influence of the 
stirring speed on the production process.

Characterization of SLM
This procedure was performed through the analysis of the SLM 
morphology, the process yield, the encapsulation effectiveness and the 
release of the active compound. 
Scanning Electron Microscopy (SEM): The samples were characterized 
by Scanning Electron Microscopy (SEM) (Quanta 450 FEG, FEI 
Company, USA) at a 30 kV voltage, after the previous coating with 
the silver under vacuum spraying, using a QT150 ES device (Quorum 
Technologies, USA). 
Analysis of the process yield: It was obtained by dividing the actual 
yield (amount of formulation obtained at the end of the process) by 
the theoretical yield (amount of formulation expected to be obtained 
considering all material used) multiplied by 100. 
Evaluation of the encapsulation effectiveness: The EE% encapsulation 
effectiveness of kojic acid in the prepared SLM was determined using the 
following equation: (1)
EE% = (A/B) * 100
Here, A is the actual amount of kojic acid encapsulated in SLM and 
B is the theoretical amount of kojic acid in SLM.17,18 The A values 
were determined as follows: In order to melt the encapsulating lipid 

matrix and release the active compound, we prepared a mixture with 
25 ml of deionized water and 0.1 g of the M1 SLM formulation and 
then this mixture was heated at 90°C with magnetic stirring (mini 
magnetic stirrer with heating, Q-261A model, Quimis®) for 10 min. The 
mixture was removed from heating, left to stand at room temperature 
25°C for 5 min and taken to an ice bath until the wax was solidified. 
Subsequently, we performed vacuum filtration (vacuum pump, P730-
BN model, Pall Life ScienceS®) using JP42 blue band quantitative filter 
paper. The amount of kojic acid extracted was determined using a UV-
visible spectrophotometer (Genesys 10S model, Thermo Scientific®) at a 
wavelength of 269 nm. The testing was performed in triplicate.

Release testing for kojic acid 
We performed this procedure by adding 1 g of the M1 SLM formulation 
to 250 ml of 0.1% aqueous Tween 80 solution. The paddle was rotated at 
100 rpm and maintained at a temperature of 37 ± 1°C. The USP paddle 
method was adopted in this study. The total testing time was 6 hr. In the 
first hour, 5 mL aliquots were removed every 15 min. After the first hour, 
aliquots were removed every 30 min. The aliquots were removed using a 
syringe attached to a filter. With each aliquot removed, the volume was 
reconstituted with 0.1% Tween 80 aqueous solution so that it remained 
constant throughout the testing procedure. The filtered solutions were 
taken to an uv-vis spectrophotometer (Genesys 10S model, Thermo 
Scientific®) and readings were performed in triplicate at a wavelength 
of 269 nm.17

RESULTS 
Quantification of kojic acid
The calibration curve for quantification of kojic acid showed a linear 
equation (y) = 0.0326x + 0.0049 and correlation coefficient (r) = 0.9999, 
thereby demonstrating a linear response in the concentration range 
between 4 and 24 µm/mL.

Evaluation of the influence of the active proportion/ 
lipid matrix, stirring speed and time in the production of 
SLM
The results were obtained from the microscopic visualization of the 
morphology of the formulations (Figures 1-3).
The M1, M2 and M3 formulations demonstrated that the variation of 
the active concentrations did not interfere with the SLM morphology; 
however, when the micro particles are loaded with 20% (M2) and 50% 
(M3) kojic acid, some sort of surface irregularity was observed in the 
spheres. When comparing the M4, M5 and M6 formulations, it was 
observed that the stirring speed and the stirring time are critical factors 
of the process. Among the three mentioned formulations, M4 obtained 
greater homogeneity in relation to the presence of non-emulsified wax 
crystals in the production process of SLM. This result may be associated 
with higher stirring speed and time applied during the production 
process. When relating the M4 and M5 formulations, whose only 
variable was the stirring speed, it was found that M5 showed a slight 
presence of non-emulsified wax crystals in the process, besides a larger 
size of the microspheres. This is due to the low stirring speed applied 
in the production process of M5. When comparing M4 and M6, whose 
only variable was the stirring time, it was observed that M6 showed an 
expressive presence of non-emulsified wax crystals in spite of the same 
stirring speed. Regarding the M5 and M6 formulations, it was found 
that M5 showed a smaller amount of non-emulsified wax crystals, but 
a larger size of spheres. This result proved that the stirring speed and 
the stirring time are critical factors in the production process of SLM. 
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When comparing M1 and M7, it was observed that the increase in speed 
is inversely proportional to the size of the particles.

Characterization of SLM
Determination of SLM morphology: The SLM morphology can be 
observed in Figures 1-3. SLM showed a spherical shape and variation in 
their sizes in all formulations.
Analysis of the process yield: The result of the calculation of the yield of 
the formulations is described in Table 1.
The formulation that showed the best yield was M1. When comparing 
M1, M2 and M3, it was observed that M1 showed the best yeld. In view 
of this, it was observed that there is an inverse relationship between 
the process yield and the concentration of the active compound. When 
comparing the M1 and M7 formulations to the M3 and M4 formulations, 
whose only variable was the stirring speed, it was observed that the 
formulations produced with higher stirring speed showed a better result 
in the yield.
Evaluation of the encapsulation effectiveness: The result of the 
evaluation of the encapsulation effectiveness is described in Table 2.
All formulations showed low effective encapsulation effectiveness, 
varying approximately between 5 and 15%. These results signalize the 
difficulty of encapsulating an active compound with a hydrophilic 
nature in a lipid matrix by the chosen method. When comparing the 
M1 and M3 formulations, it was observed that the result shown for M1, 
even using a lower concentration of kojic acid, was very close to that 
shown by M3. When relating the M1 and M7 formulations with the 
M3 with M4 formulations, whose only variable was the stirring speed, 
it was observed that the formulations produced with a higher stirring 
speed demonstrated better results of encapsulation effectiveness. The 
characterization results selected the M1 formulation, with concentration 
of 10% kojic acid in relation to the lipid mass, developed with a stirring 

Figure 1: Scanning Electron Microscopy (SEM) images of the M1, M2 and M3. Figure 2: Scanning Electron Microscopy (SEM) images of the M4, M5 and M6.

Figure 3: Scanning Electron Microscopy (SEM) images of the M1 and M7.

Table 1: Fomulations outputs results.

M1 M2 M3 M4 M5 M6 M7

Output (%) 87,7± 0,21 81,4± 0,87 71,2± 1,24 64,54± 1,7 64,2± 0,92 64,8± 1,67 83,7± 1,1

Table 2: Results of the encapsulation efficiency test of the formulations.

M1 M2 M3 M4  M5 M6 M7

Encapsulation efficiency (%) 11,68± 0,65 5,26± 2,3 15± 1,1 5,42± 2,8 6,04± 0,71 4,55± 0,39 7,04± 1,7

speed of 15000 rpm and 5 min of stirring, in order to proceed with the 
release testing for kojic acid.

Release testing for kojic acid
The release profile of kojic acid can be observed in Figure 4 and Table 3.
We performed the release testing for kojic acid with the M1 formulation 
because it was the one that showed the best result in the characterization 
of SLM. The release value of kojic acid at the end of the analysis was 
41%. The results reveal that the release of kojic acid took place slowly and 
progressively, thereby proving the modified release character of SLM. 

DISCUSSION
Microscopic analysis is the simplest direct method for the morphological 
determination of particles. In the present work, SLM showed a spherical 
shape and variation in their sizes. Chambi et al. (2006) developed 
SLM produced by spray cooling, containing water-soluble compounds 
of different molecular masses and found similar results in obtaining 
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spherical SLM of varying sizes.19 When comparing the production 
methods of SLM and their yield results, the method of this work revealed 
results superior to those of Lira (2007), who found a 45% yield result by 
the ionotropic gelation method in the production of SLM of retinoic acid 
and chitosan.20 Nosari (2012) obtained yield results varying from 21 to 
32% using the spray congealing method in the production of SLM from 
green coffee oil and beeswax.12 All formulations showed low effective 
encapsulation effectiveness, varying approximately between 5 and 15%. 
The result may have been due to the fact that the lipid matrix is composed 
only of Carnaúba wax. When the lipid matrix is composed of a single 
type of lipid, crystallization leads to the formation of a perfectly ordered 
crystal with minimal defects, thereby resulting in less space for the filling 
to be accommodated. Accordingly, the lipid matrix will hardly be able 
to effectively incorporate significant amounts of the active compound.6-8 
It was possible to observe that formulations with higher stirring speed 
demonstrate better results of encapsulation effectiveness. This result 
suggests that the high shearing speed may favor a greater contact among 
the hydrophilic active compound, the surfactant and the lipid matrix, 
thereby increasing the encapsulation effectiveness of the process. 
Another critical factor that can influence encapsulation effectiveness is 
the type of method used in the production process of SLM. The results 

Table 3: Values (time and average of%) to build the graphic and 
standard deviation values to add error bars.

Time (Minutes) % Released Standard Deviation 

15 4,92 1,24

30 10,76 0,89

45 16,96 2,75

60 21,57 4,71

90 26,14 4,55

120 29,46 3,99

150 32,46 1,98

180 35,06 2,78

210 37,46 4,23

240 39,76 3,12

270 41,16 4,31

300 42,46 3,11

330 43,48 2,73

360 44,5 1,98

Figure 4: Kojic acid release profile.

of the encapsulation effectiveness of SLM produced by spray congealing 
found by Nosari (2012) varied between 20 and 40%.10-12 Fernandez (2014) 
developed SLM by spray cooling with results of effective encapsulation 
effectiveness between 51 and 65%.19 Lira (2007) found an encapsulation 
effectiveness value of less than 5% in SLM produced by the multiple 
emulsion method, thereby concluding the inappropriateness of the 
method. When he switched to the ionotropic gelation method, he found 
encapsulation effectiveness values varying between 54 and 63%.20 The 
study verified the modified release character of the produced SLM. The 
lipid matrix composed of Carnaúba wax makes the particle wall more 
rigid and stable, thereby delaying the release of the active compound. 
The release of water-soluble substances encapsulated with Carnaúba wax 
in an aqueous medium may be due to the characteristic of the polarity of 
the filling that tends to migrate to the solution, associated or not with the 
erosion of the lipid matrix.18-20 The study developed by Fernandez (2014) 
found results varying from 22 to 72% in the release profile of glucose 
in aqueous solution for 120 min. An analogous result was found in the 
present study, as the release profile of kojic acid in aqueous solution for 
120 min was 25%.19

CONCLUSION
The stirring speed and the stirring time are critical factors in the 
obtainment process and in the morphology of solid lipid micro particles. 
Accordingly, the higher the stirring speed, the smaller the micro particles 
obtained and the higher the process yield. The use of a single surfactant 
at a concentration of 1% was not sufficient to obtain a high encapsulation 
effectiveness, since the proposed system is the microencapsulation of a 
hydrophilic active compound using a single lipid as a carrier matrix. 
Conversely, we have successfully obtained the slow and progressive 
release of kojic acid, thereby proving the modified release characteristic 
of solid lipid micro particles.

ACKNOWLEDGEMENT
The authors acknowledge the use of the Farmácia Escola facilities. This 
research is dedicated to the memory of professor Teresa Maria de Jesus 
Ponte Carvalho who was a source of inspiration.

CONFLICT OF INTEREST 
The authors declare no conflict of interest.

ABBREVIATIONS
SLM: Solid Lipid Microparticles; GRAS: Generally Recognized as Safe.

REFERENCES 
1. Kang SJ, Davis SA, Feldman SR, McMichael AJ. Dyschromia in skin of color.J 

Drugs Dermatol. 2014;13(4):401-6.
2. Saeedi M, Eslamifar M, Khezri K. Kojic acid applications in cosmetic and 

pharmaceutical preparations. Biomed Pharmacother. 2019;110:582-93.
3. Galimany-Rovira F, Pérez-Lozano P, Suñé-Negre JM, García-Montoya E, 

Miñarro M, Ticó JR. Development and validation of a new RP-HPLC method 
for the simultaneous determination of hydroquinone, kojic acid, octinoxate, 
avobenzone, BHA and BHT in skin-whitening cream. Analytical Methods. 
2016;5:927-1204.

4. Oliveira RV, Ohara MT, Goncalves MM, Vila MM. Quantificação de ácido kójico 
em estudos de permeação in vitro. Lat Am J Pharm. 2007;26(4):576-81.

5. Storpirts S, Gonçalves JE, Chian C, Gai MN. Biofarmacotécnica, Guanabara 
Koogan: Rio de Janeiro. 2011.

6. Silva JA, Apolinário AC, Souza MS, Damasceno BD, Medeiros AC. Administração 
cutânea de fármacos: desafios e estratégias para o desenvolvimento de 
formulações transdérmicas. Rev Ciênc Farm Básica Apl. 2010;31(3):125-31.

7.  Lacerda SP, Cerize NN, Ré MI. Preparation and characterization of carnauba 
wax nanostructured lipid carriers containing benzophenone-3. Int J Cosmet Sci. 
2011;33(4):312-21.

8. Marcato PD. Preparação, caracterização e aplicações em fármacos e 



Costa, et al.: Kojic Acid and Carnaúba Wax-Based Solid Lipid Microparticles 

Journal of Young Pharmacists, Vol 12, Issue 4, Oct-Dec, 2020 313

cosméticos de nanopartículas lipídicas sólidas. Revista Eletrônica De Farmácia. 
2009;6(2):1-37.

9. Pichkewar AD, Gorle AP, Dhangar MD, Bodhe RG. Preparation and 
characterization of solid lipid nanoparticles. Indo Am J Pharm Sci. 2019;6(05):1-7.

10. Gu C, Caibiao H, Chaolong M, Qiao F, Tingkang X, Qiang X. Development and 
characterization of solid lipid microparticles containing vitamin C for topical and 
cosmetic use. Eur J Lipid Sci Technol. 2016;118(7):1093-103.

11. Almeida HEPPJ. Preparação e caracterização de dispersões sólidas e 
micropartículas lipídicas contendo ibuprofeno. Master’s Degree dissertation, 
Universidade do Porto: Porto. 2009.

12. Nosari ABFL. Desenvolvimento de micropartículaas lipídicas sólidas contendo 
óleo de café verde por spray congealing. Master’s degree dissertation, 
Universidade de São Paulo: Ribeirão Preto. 2012.

13. Carvalho FPA. Eco-eficiência na produção de pó e cera de Carnaúba no 
município de Campo Maior-PI. Master’s degree dissertation. Universidade  
Federal do Piauí: Teresina. 2005.

14. DeFreitas CAS, DeSousa PHM, Soares DJ, DaSilva JYG, Benjamin SR, Guedes 
MIF. Carnauba wax uses in food: A review. Food Chem. 2019;291:38-48.

15. Ferreira CS, Nunes JAR, Gomes RLF. Manejo de corte das folhas de Copernicia 
prunifera (miller) H.E. Moore no Piauí. Revista Caatinga. 2013;26(2):25-30.

16. Sato MEO, Gomara F, Pontarolo R, Andreazza IF, Zaroni M. Permeação 
cutânea in vitro do ácido kójico. Revista Brasileira de Ciências Farmacêuticas. 
2007;43(2):195-203.

17. Gugu TH, Chime SA, Attama AA. Solid lipid microparticles: An approach for 
improving oral bioavailability of aspirin. Asian J Pharm Sci. 2015;10(5):425-32.

18. Momoh MA, Kenechukwu FC, Attama AA. Formulation and evaluation of novel 
solid lipid microparticles as a sustained release system for the delivery of 
metformin hydrochloride. Drug Deliv. 2013;20(3-4):102-11.

19. Fernandez, S.C.A. Produção e caracterização de micropartículas lipídicas 
obtidas por spray cooling compostas por cera de carnaúba, ácido oléico e 
lecitina na encapsulação de solução de glicose e glicose sólida. Master’s  
degree dissertation. Universidade Estadual de Campinas: Campinas, 2014

20. Lira AAM. Desenvolvimento, caracterização e avaliação de sistemas  
microestruturados para veiculação de ácido retinóico na pele. Doctoral thesis, 
Universidade de São Paulo: Ribeirão Preto. 2007.

Article History: Submission Date : 05-09-20; Revised Date : 16-09-2020; Acceptance Date : 06-10-2020
Cite this article: Costa LC, Louchard BO, Neto EMR, Giffony PS, Campos FMT, Gonçalves T.  Development and Characterization of Kojic Acid and Carnaúba 
Wax-Based Solid Lipid Microparticles. J Young Pharm. 2020;12(4):309-13.


