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ABSTRACT: Moringa leaf extract contains flavonoids, which are useful as a source of antioxidants. Its development
into pharmaceutical dosage forms, however, has several problems, including thick consistency, low solubility in water,
and heat-sensitive stability. Formation into surface solid dispersion (SSD) is one approach to increase the solubility of
flavonoid compounds and improve the physical-mechanical characteristics of moringa leaf extract. This research aimed
to develop SSD of moringa extract with microcrystalline cellulose as the carrier as well as to perform its physical and
chemical characterization. The method used to prepare the SSD was freeze drying with two extract-to-microcrystalline
cellulose ratios, namely 1:2 and 1:4. Results showed that the 1:2 ratio produced 6.09% moisture content and adequate
powder flowability, while the 1:4 SSD system had 5.06 % moisture content and poor flowability. In addition, crystallinity
analysis and thermal characteristics indicated a reduction in the regularity of the crystal lattice, marked by a decrease
in the specific peak intensity on the X-ray diffractogram, as well as a shift in the melting point and a decrease in the
enthalpy of the SSD system in both ratios on the DSC thermogram. The total flavonoid contents of the SSD were 7.1 +
0.0527 mg QE/ g for the 1:2 ratio and 4.0 £ 0.0797 mg QE/ g for the 1:4 ratio. Also, the solubility of flavonoid compounds
of the 1:2 SSD system was 67.33 ng/ml, showing enhanced solubility compared to moringa leaf extract (64.11 ng/ml),
physical mixture (54.60-58.81 pug/ml), and the 1:4 SSD system (48.09 pg/ml) (p<0.05). Based on these results, it can be
concluded that SSD of moringa leaf extract-microcrystalline cellulose (1:2) has the potential to be further developed into
pharmaceutical dosage forms.
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1. INTRODUCTION

Moringa oleifera is a medicinal plant that rapidly grows in tropical areas such as Indonesia. M. oleifera,
belonging to the family Moringaceae, has proved to be positive for human health. It is rich in nutrients, and the
phytochemicals copiously present in the leaves, pods, and seeds are used as medicinal ingredients [1]. The
leaves are a source of vitamin C, calcium, beta-carotene, and protein. In addition, they are natural antioxidants,
a characteristic linked to the flavonoid, ascorbic acid, carotenoid, and phenolic contents [2], that also protect
against oxidative stress, inflammation, hepatic fibrosis, and liver damage. Antibacterial properties, including
against multiple drug-resistant gram-positive and gram-negative bacteria pathogens, have also been reported
[3]. Moringa leaves are also a potential source of vitamin E, which is antioxidative and has an inhibitory effect
on cell proliferation [4].

Moringa leaves have been widely known as a prominent source of polyphenol compounds such as
flavonoids and phenolic acids [5]. The main flavonoid contents are myricetin, quercetin, and kaempferol [6].
Moringa leaves harvested in Ghana, Senegal, and Zambia have a total flavonoid content of 0.18% to 1.64%
(g/ dry weight). Phenolic acids are parts of phenolic compounds that produce antioxidant, anti-inflammatory,
antimutagenic, and anticancer effects [5]. Gallic acid, chlorogenic acid, and caffeic acid are the most abundant
phenolic compounds in the leaves. Moringa leaf extracts are preferably developed as active ingredients in
dosage forms because of the concentrated active compounds and their applicability in small concentrations.
The hydroalcoholic extract has potent antioxidant activity, as demonstrated by the ICs value of 232.6 + 7.61
pg/ml from the DPPH (1,1-difenil-2-pikrilhidrazil) method [7]. Besides, it contains rutin (1.58 + 0.06 w/w),
quercetin (0.26 + 0.01%), ellagic acid (0.20 £ 0.01%), chlorogenic acid (0.23 + 0.01%), and ferulic acid (0.16 +
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0.01%). In a different study, the ethanol extract produced the highest antioxidant activity (1Cso = 103.98 pug/ml)
compared to the extracts separated using n-hexane (448.17 ng/ml) and ethyl acetate (169.90 ug/ml) [7]. Hence,
ethanol extracts of M. oleifera leaves are promising ingredients for pharmaceutical dosage forms and
nutraceutical products.

According to Indonesian Herbal Pharmacopeia, the moringa leaf extract is a thick extract with brownish-
green color, distinctive odor, and bitter taste. The thick consistency, however, causes physico-mechanical
problems when formulated into pharmaceutical dosage forms, especially the solid ones. Chemically, this thick
extract has a total flavonoid content of not less than 6.30%, identified as quercetin [8]. Quercetin, the marker
compound of moringa leaves, is categorized as class II (water-insoluble) in the Biopharmaceutical
Classification System (BCS). In physicochemical and pharmacodynamic studies, Kulkarni et al. confirmed the
solubility of quercetin in water at 60 mg/L, indicating insolubility [9]. The other flavonoids identified in the
moringa leaf extract are myricetin and kaempferol, with low water solubility at 54.9 mg/L and 440 mg/L [10].
The characteristically low-solubility flavonoids of M. oleifera leaves in water limit the development of the
extract into a dosage form. Solubility is an essential property that determines the dissolution, absorption, and
bioavailability of a flavonoid in systemic circulation [11]. Therefore, techniques such as solid dispersion,
inclusion complex, salt formation, and nanocrystals are needed to address the low solubility and dissolution
problem.

Surface solid dispersion (SSD) is a mechanical engineering used to disperse an extract on the surface and
in the pore of an insoluble-hydrophilic carrier [12]. This technique increases the surface area of the moringa
leaf extract that is in contact with an aqueous medium while making it less prone to clumping. In this case, a
higher contact surface area leads to a higher dissolution rate. SSD uses carriers that are hydrophilic, insoluble
in water, and porous. It quickly disperses upon contact with water, generating rapid drug release into an
aqueous medium [12]. Several hydrophilic materials with a high surface area are microcrystalline cellulose,
colloidal silicon dioxide, croscarmellose sodium, and crospovidone. In this present study, microcrystalline
cellulose was used as the carrier to produce the SSD of the M. oleifera leaf extract. Microcrystalline cellulose is
a porous, hygroscopic, and water-insoluble powder that expands substantially when in contact with water
and is characterized as having a high surface area of approximately 1.21-1.30 m2/g [13,14]. The hydrophilic
group in the structure of this molecule strongly contributes to its hydrophilic character [15]. Hydrophilicity,
high porosity, and wide surface allow for rapid drug release from SSD [16].

Applying microcrystalline cellulose in SSD successfully improves cefuroxime dissolution rate and
antibacterial activity [17]. Reduced particle size, increased contact surface area, and enhanced drug wettability
have been predicted as the mechanisms responsible for better drug solubility and release from SSD [18].
Microcrystalline cellulose is also a potential adsorbent to convert active pharmaceutical ingredients that are
sticky or strongly adhesive into free-flowing powders [19]. Its porous structure promotes the adsorption and
release of a liquid extract upon contact with an aqueous medium —required characteristics as a suitable carrier
for plant extracts in an SSD form [20]. Microcrystalline cellulose has proved to be an excellent carrier for the
Prunus padus liquid extract due to its ability to protect from moisture-related interventions, prevent clumping,
and improve flow properties [17]. Drug-to-carrier ratios also play a pivotal role in developing SSD to improve
the dissolution rate [16]. In this study, the SSD of the moringa leaf extract was designed using microcrystalline
cellulose as the carrier at 1:2 and 1:4 ratios.

The freeze-drying method was applied in this study to prepare the SSD. Freeze drying, widely known as
lyophilization, exerts a positive influence on the development of pharmaceutical products. This process
provides better stability during storage for thermolabile components such as protein drugs, plant-based
constituents, and plant extracts [21]. A previous study revealed that the freeze-drying of thyme extracts into
powders with higher bulk density and better flowability than the other drying methods. Moreover, these
powders showed a lower reduction in total phenolic and flavonoid contents, indicative of stable antioxidant
activity during storage [22]. Freeze-drying applies sublimation, thus creating powders with a porous structure
and enhancing the wettability and solubility of the entrapped extract. The higher solubility and dissolution
rate can be attributed to the rapid transformation into an amorphous phase during freeze-drying [23]. The SSD
prepared in this study was further evaluated to determine the powder characteristics, physicochemical
characteristics, total flavonoid contents, and solubility.
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2. RESULTS AND DISCUSSION

2.1. Physical characteristics of surface solid dispersion (SSD) and physical mixture (PM)

The physical characterization revealed that the SSD powders formulated from the Moringa oleifera leaf
extract and the carrier microcrystalline cellulose had a fine grain size, light yellow color, and no specific odor
and taste. Meanwhile, the PM powders were in the form of greenish-yellow aggregates that were
agglomerated and had the distinguished odor of the M. oleifera leaf extract. The observed physical
characteristics of both powders are shown in Figure 1. From the observation results, it can be assumed that
microcrystalline cellulose is an excellent carrier to formulate pharmaceutical preparations from active
ingredients, i.e., flavonoids, with low water solubility. Further, the porous structure of microcrystalline
cellulose allows the adsorption of a thick liquid extract like that of M. oleifera leaves, due to which the carrier
covers the unfavorable physical properties of the extract [24].

Figure 1. Powder appearances of the physical mixtures (PMs) of the moringa leaf extract and microcrystalline
cellulose at (a) 1:2 ratio and (b) 1:4 ratio, and the surface solid dispersions (SSDs) of the moringa leaf extract
and microcrystalline cellulose at (c) 1:2 ratio and (d) 1:4 ratio.

Both PM and SSD powders were made at different extract-to-carrier ratios, creating four different
products: PM with a 1:2 ratio of the mixture (or PM 1:2), PM with a 1:4 ratio (PM 1:4), SSD 1:2, and SSD 1:4.
The true, bulk, tapped densities, Hausner ratio, and compressibility index values are summarized in Table 1.
SSD powders had a higher bulk density than PM powders, indicating that the same weight of powder occupies
a smaller bulk volume in SSD. The same characteristics were also observed from the tapped densities. Further,
The Hausner ratio and compressibility index were calculated to analyze the powder’s flow and compressibility
[25]. The Hausner ratio of all the prepared powders varied between 1.2995 and 1.3912, and the compressibility
index was in the range of 23.03-27.91%. Based on both figures, it can be concluded that PM 1:2 and SSD 1:4
had poor flow characteristics. On the contrary, PM 1:4 and SSD 1:2 were free-flowing powders. Consequently,
SSD 1:2 is considered the most reliable and promising system for the further development of solid dosage
forms from M. oleifera leaf extracts. Powder flowability is contingent on the physical characteristics of the
powder, such as particle size, shape, and density [26]. Moreover, SSD 1:2 showed only a slight difference
between its bulk and tapped densities compared to the other tested systems, indicating enhanced flow
properties. The homogeneous particle size observed in SSD 1:2 is also responsible for better flowability.

Moisture content is a measure of the ability of the powder to adsorb water vapor from the atmosphere,
which may vary across the manufacturing and handling processes [27]. In addition to determining the
powder’s microbial activity [28], the moisture content is also an influencing factor of powder flowability; a
decrease in powder flowability is most likely observed with an increased moisture level. Results showed that
the moisture contents of the PM powders were 18.73% for the 1:2 ratio and 11.43% for the 1:4 ratio, or
significantly higher than the SSD powders: 6.09% for the 1:2 ratio and 5.06% for the 1:4 ratio. A previous study
revealed that the appropriate moisture content of M. oleifera leaf powder is approximately 5% [29]. Therefore,
the SSD tested in the current study is the most suitable system for the development of moringa leaf extract
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powders, especially because it is also less prone to instability during storage compared to the PM system.
Moreover, based on the observed physical characteristics, SSD powders have better flowability and stability
than PM powders.

Table 1. Physical characteristics of the physical mixture (PM) and surface solid dispersion (SSD) powders of
the Moringa oleifera leaf extract formulated at different ratios of mixture to the carrier (microcrystalline

cellulose).
Physical PM 1:2 PM 1:4 SSD 1:2 SSD 1:4
Characteristic
True density 1.4510.28 1.89+£0.19 1.48+£0.10 1.67+£0.06
(g/ml)
Bulk density 0.26+0.02 0.25+0.01 0.34+0.01 0.31+0.00
(g/ml)
Tapped density 0.36+0.08 0.33+0.01 0.45+0.01 0.43+0.03
(g/ml)
Hausner ratio 1.3940.01 1.31£0.01 1.30£0.03 1.36+0.08
Compressibility 27.88+5.11 23.71£0.34 23.03£1.71 26.55+4.13
index (%)
Moisture content 18.73+1.72 11.43+0.22 6.094£0.11 5.06£0.05
(%)

2.2. Solid-state characteristics of SSD and PM
2.2.1. Differential scanning calorimetry

Differential scanning calorimetry (DSC) analysis was conducted to identify any alterations in the thermal
characteristics of M. oleifera leaf extract and microcrystalline cellulose after being formulated into SSD. The
thermogram of PM powders was also analyzed for comparison. Also, DSC was used to determine
physicochemical interactions between the extract and microcrystalline cellulose [30]. DSC thermograms of the
extract, microcrystalline cellulose, PM powders, and SSD powders are shown in Figure 2. The M. oleifera leaf
extract had an endothermic peak at 112.36°C, corresponding to the melting point of the extract, with a reaction
enthalpy of -5733.61 ]/ g. Meanwhile, microcrystalline cellulose exhibited a semicrystalline character, with an
endothermic peak at 79.92°C. The DSC thermograms of PM and SSD each had a lower endothermic peak than
the extract: 74.74°C for PM 1:2, 100.86°C for PM 1:4, 76.17°C for SSD 1:2, and 53.13°C for SSD 1:4. These results
indicated that the melting point of the extract shifts substantially when formulated into SSD. In addition, the
DSC thermograms also show that the enthalpies of the SSD powders were -151.87 J/g for the 1:2 ratio and -
34.59 J/g for the 1:4 ratio. The substantially lower melting point and enthalpy suggest that the extract
experiences a decrease in the regularity of its crystal lattice and, hence, a change from a crystalline to an
amorphous state when developed into SSD [12].
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Figure 2. DSC thermograms of (a) Moringa oleifera leaf extract, (b) microcrystalline cellulose, (c) physical
mixture (PM) 1:2, (d) PM 1:4, (e) surface solid dispersion (SSD) 1:2, and (f) SSD 1:4.

2.2.2. Powder X-ray diffraction (P-XRD)
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A powder X-ray diffraction (P-XRD) study was conducted to analyze the crystallinity of the extract and
the carrier at the initial and final stages, i.e., in SSD and PM powders [30]. The P-XRD patterns of the M. oleifera
leaf extract, microcrystalline cellulose, PM, and SSD are presented in Figure 3. The diffractograms indicated
an amorphous extract and a semi-crystalline carrier; the latter was determined from specific peaks at 14.52°,
22.46°, and 34.53° at the 20 angle. An amorphous product creates a broad background pattern [23]. The major
characteristics of the carrier’s crystalline peaks were observed in the P-XRD patterns of the SSD dan PM
powders. Still, a reduction in the peak intensity was more significant in the SSD pattern. These results
indicated that the carrier’s crystallinity is reduced in the SSD system, possibly due to the partial conversion of
the extract and the carrier into an amorphous state [31]. Moreover, with only the specific peaks of
microcrystalline cellulose appearing in the SSD diffractograms, the moringa leaf extract’s character is no longer
present in SSD systems, suggesting that the extract is completely dispersed in the selected carrier [23].
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Figure 3. P-XRD diffractograms of (a) Moringa oleifera leaf extract, (b) microcrystalline cellulose, (c) physical
mixture (PM) 1:2, (d) PM 1:4, (e) surface solid dispersion (SSD) 1:2, and (f) SSD 1:4

2.2.3. Scanning electron microscopy

Scanning electron microscopy (SEM) analysis was performed to evaluate the sample’s morphology,
surface roughness, fracture, cleavage, and crystal habit [32]. The micrographs of the PM and SSD formulated
from the M. oleifera leaf extract and microcrystalline cellulose are shown in Figure 4. The PM micrograph shows
that the extract was embedded at the surface of microcrystalline particles, which were columnar, fractured,
and consolidated. Thus, it can be predicted that the particles form aggregates and agglomerate structures in
PM. On the contrary, the SSD micrograph shows that the extract was dispersed on the surface of the carrier
with columnar, porous particles that had hollow structures and smooth surfaces. Therefore, it can be
concluded that the freeze-drying method produces SSD powders with a porous structure, as evident from the
absence of agglomerates in the SSD micrograph. These results demonstrated that transforming the moringa
leaf extract into an SSD system homogenously disperses it into the carrier [33]. Besides, the porosity, as
observed in the SSD micrograph, promotes water penetration into the powder and, as such, potentially
enhances the extract dissolution from SSD [34].
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Figure 4. SEM micrographs of (a) physical mixture (PM) 1:2, (b) PM 1:4, (c) surface solid dispersion (SSD) 1:2,
and (d) SSD 1:4 at 500x magnification.

2.2.4. Fourier-transform infrared (FT-IR) spectroscopy

FT-IR spectroscopy was employed to examine a possible interaction between the M. oleifera leaf extract
and microcrystalline cellulose as a carrier [30]. The FT-IR spectra of the extract, microcrystalline cellulose, PM,
and SSD are presented in Figure 5. The extract’s spectrum shows characteristic bands at the wavenumbers
3329 cm? (O-H stretch), 1580 cm! (C=0 stretch), 2924 cm! (C-H stretch), and 1221 cm? (C-O stretch). These
bands are associated with polyphenol structures [23]. The microcrystalline cellulose’s spectrum presents
specific absorptions at wavenumbers 3324 cm, 2892 cm?, 1616 cm?, and 1314 cm?, each corresponding to the
O-H stretch, C-H stretch, C-O stretch, and C-H stretch. In addition, the specific adsorptions of some functional
groups shifted in the PM and SSD spectra: the O-H stretch changed from 3329 cm! in the extract to 3332 cm!
in SSD 1:2 and 3334 cm-! in SSD 1:4, the C=0 stretch shifted from 1580 cm-! in the extract to 1605 cm-! in SSD
1:2 and 1618 cm! in SSD 1:4, and the C-H stretch from the wavenumber 2924 cm-! in the extract to 2894 cm-1in
both SSD systems. The extract-carrier interaction probably causes a slight shift in the specific adsorption of the
functional group. It is assumed that O atoms in the C=0O group of the moringa leaf extract interact with H
atoms in the O-H group of microcrystalline cellulose through hydrogen bonding [23] .
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Figure 5. FT-IR spectra of (a) Moringa oleifera leaf extract, (b) microcrystalline cellulose, (c) physical mixture (PM)
1:2, (d) PM 1:4, (e) surface solid dispersion (SSD) 1:2, and (f) SSD 1:4.

2.3. Total flavonoid contents

The total flavonoid contents of the PM and SSD powders were assessed using visible spectrophotometry
[35]. Quercetin was used as the marker compound (i.e., standard solution) in this study. The regression
equation of the standard solution curve was y = 0.0861x - 0.0665, with the determination coefficient (r2) of
0.9991 and the regression function coefficient (Vxo) of 1.45%. These figures indicated a linear correlation
between the standard solution’s concentration (ppm) and absorbance. The regression equation was used to
calculate the total flavonoid content, expressed in mg of quercetin equivalent per g of the sample (mg QE/g
sample) [36]. As shown in Table 2, the total flavonoid contents were 7.00 + 0.19 mg QE/g for PM 1:2, 4.00 +
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0.08 mg QE/g for PM 1:4, 7.10 = 0.05 mg QE/g for SSD 1:2, and 4.00 + 0.08 mg QE/g for SSD 1:4. Further
analysis revealed that the total flavonoid contents of the 1:4 systems are significantly lower (p<0.05) than their
1:2 counterparts. One possible reason is that, in the system with more carrier composition, the carrier structure

entraps the extract more strongly. This interaction influences the bioavailability of flavonoids in the sample
[37].

Table 2. Total flavonoid content of the physical mixture (PM) and surface solid dispersion (SSD) powders of
the Moringa oleifera leaf extract formulated at 1:2 and 1:4 ratios to the carrier (microcrystalline cellulose).
Total flavonoid content (mg QE/g powder)

PM1:2 PM1:4 SSD 1:2 SSD 1:4
7.00£0.19 4.00+0.08 7.10 £ 0.05 4.00+0.08

24. Solubility

The aqueous solubility of quercetin (a standard marker of the M. oleifera leaf extract) in the SSD powder
was determined and compared to that of the pure extract and PM powder. As shown in Figure 6, the solubility
of quercetin from the pure extract was 64.11 + 1.95 ug/ml, while lower solubility values were identified in the
PM powders: 54.60 £ 1.73 png/ml (1:2 ratio) and 58.81 + 0.37 pg/ml (1:4 ratio). In SSD 1:2, the quercetin had a
higher solubility of 67.33 + 1.00 ug/ml, which is about 1.05 times higher than the pure extract and 1.14 times
higher than the PM powder. The improved solubility can be explained by better wettability, increased porosity
and water penetration, reduced particle size, and partial conversion from a crystalline into an amorphous
structure [38]. Moreover, the higher solubility of the SSD 1:2 system is potentially correlated with the reduced
crystallinity, as evidenced by the DSC and P-XRD results.

58.81

54.60

Quercetin solubility (pg/ml)
8 8

Extract PM1:2 PM 1:4 ssD1:2 SsD1:4
Sample

Figure 6. Aqueous solubility of quercetin from the Moringa oleifera leaf extract, physical mixture (PM) powder, and
surface solid dispersion (SSD) powder (mean * SD, n=3)

3. CONCLUSION

Formulating the Moringa oleifera leaf extract with microcrystalline cellulose as the carrier into surface solid
dispersion (SSD) proves effective in improving the extract’s physical-mechanical characteristics. SSD powders
have better flowability, compressibility, and moisture content than the extract and PM powders. Moreover,
when developed into SSD with a 1:2 extract: carrier ratio, the solubility of quercetin (a marker compound of
the moringa leaf extract) increases. The mechanisms involved in this solubility improvement result from better
wettability, higher water penetration into the porous structure, particle size reduction, and partial conversion
of a crystalline into an amorphous state.

4. MATERIALS AND METHODS
4.1. Materials

Herbal materials used in this study were Moringa oleifera leaf powders obtained from KWT (Kelompok
Wanita Tani) Sri Rejeki, Bogo-Bojonegoro (East Java, Indonesia). Microcrystalline cellulose was of
pharmaceutical grade from the brand VIVAPUR® 102 (JRS Pharma, Germany). Liquid paraffin (Bumi Agung
Group, Indonesia) was used to determine true density. Other materials were the USP reference standard of
quercetin as standard (Sigma Aldrich, USA), absolute ethanol (Merck, USA), and analytical-grade reagents,
including sodium hydroxide (Merck, Germany), aluminum chloride (Merck, Germany), ethyl acetate (Merck
USA), and methanol (Merck, Germany). Membrane filters with a 0.45 um pore size (Merck Millipore, USA)
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were used in the solubility study. Distilled water was used for all the total flavonoid assessments and solubility
studies.

4.2. Preparation of Moringa oleifera leaf extract

The Moringa oleifera leaf extract was prepared by maceration [7]. Five hundred grams of the moringa leaf
powder were weighed, put in a jar, and then added with 5 L of 70% ethanol (1:10). This jar was closed, and the
mixture was macerated for 24 h and then filtered. Next, the filtrate was set aside, while the residue was added
with 2.5 L of 70% ethanol (1:5) and then re-macerated for 24 h to produce another filtrate. Finally, the first and
second filtrates were evaporated using a rotary evaporator until a thick extract was obtained.

4.3. Preparation of surface solid dispersion (SSD) and physical mixture (PM)

The surface solid dispersion (SSD) of the Moringa oleifera leaf extract was prepared by freeze-drying with
two extract-to-microcrystalline cellulose ratios, 1:2 and 1:4. First, 5 g of the extract was weighed, and 10 g of
microcrystalline cellulose was used for the 1:2 ratio and 20 g for the 1:4 ratio. Then, the extract and
microcrystalline cellulose were dispersed in 96% ethanol in a beaker glass and stirred using a magnetic stirrer
at 500 rpm for 30 minutes until a homogenous mixture was obtained. For the freezing process, this mixture
was placed in an ultra-low temperature freezer at -70°C. Afterward, the frozen mixture was dried using a
freeze-dryer at -50°C for 24 h. The final product was triturated and passed through a 30-mesh sieve. Then, the
resulting SSD was stored in a desiccator (airtight container) protected from light until further use.

A physical mixture of the moringa leaf extract and microcrystalline cellulose was prepared by trituration.
The extract and microcrystalline cellulose were mixed in a mortar without applying pressure until a
homogenous mixture was obtained. The mixed powder was then passed through a 30-mesh sieve and stored
in a desiccator before further evaluation.

4.4 Physical characterization of SSD and PM
4.4.1 Powder density

The solid products, i.e.,, SSD and PM powders, were tested to characterize the true, bulk, and tapped
densities. For the true density, 1 g of the powder was dispersed in liquid paraffin using a pycnometer. The
powder and liquid paraffin weights were calculated to determine the amount of liquid inside the powder
structure and then used to calculate the true density [39]. The bulk density was obtained by dividing the
weight of the powder occupying the cylinder glass (20 g) by its volume. Then, the tapped density was
determined by tapping the powder that occupied the cylinder glass until a significant reduction in volume
was observed. It was calculated by dividing the weight of the powder by the tapped volume [40].

4.4.2 Hausner ratio and compressibility index

The Hausner ratio is an indirect index used to predict the powder’s flow, and the compressibility index
measures the relative interaction between powder particulates, which represents the tendency to consolidate
[41,42]. In this study, the Hausner ratio was calculated by dividing the tapped density by the bulk density of
the SSD and PM powders. The compressibility index was calculated using the equation below:

Tapped density — bulk density

Compressibility index = Tapped density x 100%

4.4.3 Moisture content

The moisture content was evaluated to estimate the amount of water in the SSD and PM powders, which
indicates their physical, chemical, and microbiological stabilities as well as flowability [43]. First, 5 g of the
powder (SSD or PM) was put into a moisture analyzer and then heated at 105°C for 15 minutes until a constant
dry weight was obtained. The difference between initial and dry weights was calculated to obtain the powder’s
moisture content.

4.5. Solid-state characterization of SSD and PM

SSDs made with the 1:2 and 1:4 extract-to-microcrystalline cellulose ratios were evaluated to determine
the interaction between the extract and the carrier. Solid-state characterization aimed to analyze any
alterations to the characteristics of the Moringa oleifera leaf extract after being formulated into SSD. Physical
mixtures with the same ratios were also characterized for comparison.
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4.5.1 Differential scanning calorimetry (DSC)

The DSC curves of the extract, microcrystalline cellulose, SSD, and PM were recorded using a differential
scanning calorimeter (DSC-2) from Mettler Toledo (Switzerland). A 4 mg sample was weighed and sealed in
the aluminum pan. Then, scanning was performed in a temperature range of 30-200°C at a constant heating
rate of 10°C/minute; the temperature was measured using a thermocouple [23].

4.5.2 Powder X-ray diffraction (XRD) studies

The powder XRD patterns of the extract, microcrystalline cellulose, SSD, and PM were obtained using an
X-ray diffractometer (PANalytical X'Pert Pro, UK). The sample was scanned at 20 from 5° to 50° at a speed of
2°/minute. The operating voltage and current were 40 Kv and 30 mA, respectively.

4.5.3 Scanning electron microscopy

Morphological studies of the extract, microcrystalline cellulose, SSD, and PM were conducted using a
JEOL JSM 5310 LV Scanning electron microscope (Japan) with an accelerating voltage of 4 kV. The sample was
sprinkled on the adhesive tape attached to a thin gold-coated aluminum plate under an argon atmosphere to
make it conductive [44]. The sample surface was observed at various magnifications ranging from 500x to
2500x.

4.5.4 Fourier-transform infrared spectroscopy

The sample’s Fourier-transform infrared (FT-IR) spectrum was recorded with an FT-IR
spectrophotometer (Jasco FTIR-4200, USA) using the attenuated total reflectance technique. The extract,
microcrystalline cellulose, SSD, or PM sample was scanned at different frequencies from 4000 to 400 cm=. The
interaction between the extract and the carrier was observed from the absorption bands of a specific functional
group and band shifts in the SSD spectrum.

4.6 Total flavonoid content analysis

Total flavonoid content analysis was conducted to estimate the amount of the functional ingredient,
namely flavonoids, in the extract, PM, and SSD. The flavonoid content was analyzed using the UV-Vis
spectrophotometry method (Shimadzu UV-Vis spectrophotometer, Japan). Colorimetry was also used to
obtain the absorption of flavonoids in the sample. First, the sample was dissolved in absolute ethanol,
transferred into a 10.0 ml volumetric flask, and added with ethanol up to the 10.0 ml mark. The solution was
sonicated for 15 minutes and centrifuged at 1500 rpm for 30 minutes. Afterward, the supernatant was
collected. A sample (1.0 ml) of this supernatant was transferred into a 10.0 ml volumetric flask, reacted with
0.1 ml of 10% AICLs;and 0.1 ml of NaOH, and then added with ethanol until a 10.0 ml mixture was obtained.
Next, this sample was shaken vigorously and left for 10 minutes for an optimal reaction. When it turned
yellow, the absorbance value was quantitatively determined using visible spectrophotometry at the maximum
wavelength (435 nm). It was then inputted into the regression curve equation to obtain the total flavonoid
content, expressed in mg of quercetin equivalents per gram of sample (mg QE/g). The mg QE/ g is equivalent
to the amount (mg) of the total flavonoid content of the sample [45].

4.7  Solubility study

The solubility study was performed to analyze the amount of quercetin (a standard marker of the moringa
leaf extract) dissolved in an aqueous medium at saturated conditions. In the test, the samples were 300 mg of
SSD or PM powder made with a 1:2 extract-to-carrier ratio and 500 mg of the 1:4 system. Each sample was
placed in a 50 ml Erlenmeyer flask and added with 50 ml of distilled water. Then, it was put into an incubator
shaker at 30°C and agitated at 120 rpm. During the process, 6 mL of the filtrate was taken using an injection
syringe at 1 h, 2 h, 3 h, and 4 h. For each removed filtrate, the same volume of distilled water (equivalent to
the aliquot withdrawn) was immediately added. The collected filtrate was passed through a 0.45 pm
membrane filter. Then, 1.0 mL of the resulting filtrate was put into a 10.0 mL volumetric flask, added with 0.1
mL of 10% AlCls, 0.1 mL of NaOH, and absolute ethanol up to the mark, and then shaken until homogeneous.
Next, the sample was left for 10 minutes, and the absorbance was measured using a UV-Vis spectrophotometer
(Shimadzu, Japan) at the maximum wavelength (435 nm). The amount of quercetin dissolved in an aqueous
medium was then calculated for each sampling time. These data were then used to create a curve depicting
the correlation between time and the amount of the dissolved quercetin. Finally, the solubility value of
quercetin was determined in saturated conditions from the curve.

http://dx.doi.org/10.29228/jrp.521
J Res Pharm 2023; 27(6): 2330-2341

2338



Rani et al. Journal of Research in Pharmac
Surface solid dispersion of M.oleifera leaf extract Research Article

Acknowledgments: This study was supported by the Research and Community Services Institute of the University of
Surabaya, Indonesia, based on the assignment letter No. 015/ST-Lit/ LPPM-01/FF/1V/2023. The authors would also
like to express gratitude to Bogo Village, Bojonegoro, East Java, Indonesia, for providing the moringa leaves as active
ingredients in this study.

Author contributions: Concept - K.C.R., RN., N.ILE; Design - K.C.R,, N.LE.,, AN.W,, ATP.,; Supervision - AN.W.,
A.T.P.;Resources - K.C.R.,, A D.T.A,, KF,; Materials - A.D.T.A., KF.; Data Collection and/ or Processing - K.C.R., N.L.E.,
AD.T.A, KF.; Analysis and/or Interpretation - K.C.R,, N.LE, RN., AN.W., AT.P,; Literature Search - A.D.T.A,, K.F.,,
R.N.; Writing - K.C.R; Critical Reviews - N.LE, AN.W, A T.P.

Conflict of interest statement: The authors declare no conflict of interest.

REFERENCES

(1]

[2]

31

[4]

[51

[6]

[71

8]

91

[10]

1]

[12]

[13]

[14]

[15]

[16]

[17]

[18]

Gopalakrishnan L, Doriya K, Kumar DS. Moringa oleifera: A review on nutritive importance and its medicinal
application. Food Sci Hum Wellness. 2016; 5(2): 49-56. https:/ /doi.org/10.1016/j.fshw.2016.04.001

Essa MM, Subash S, Parvathy S, Meera A, Guillemin GJ, Memon MA, Manivasagam T. Brain health benefits of
Moringa oleifera. In: Essa MM, Memon MA, Akbar M. (Eds). Food and Brain Health. Nova Science Publishers, Inc.
New York, 2014, pp. 113-118

Eremwanarue OA, Shittu HO. Antimicrobial activity of Moringa oleifera leaf extracts on multiple drug resistant
bacterial isolates from urine samples in Benin City. Niger ] Biotechnol. 2019; 35(2): 16.
https:/ /doi.org/10.4314 /njb.v35i2.3

Ferreira PPM, Farias DF, Oliveira JTdA, Carvalho AdFU. Moringa oleifera: Bioactive compounds and nutritional
potential Moringa oleifera : Compostos bioativos e potencialidade nutricional. Rev Nutr. 2008; 21(4): 431-437.

Vergara-Jimenez M, Almatrafi MM, Fernandez ML. Bioactive Components in Moringa oleifera Leaves protect against
chronic disease. Antioxidants. 2017; 6(4): 91. https:/ /doi.org/10.3390/ antiox6040091

Coppin JP, Xu Y, Chen H, Pan MH, Ho CT, Juliani R, Simon JE, Wu Q. Determination of flavonoids by LC/MS and
anti-inflammatory ~ activity in = Moringa  oleifera. ]  Funct  Foods.  2013;  5(4):  1892-1899.
https:/ /doi.org/10.1016/1.jff.2013.09.010

Baldisserotto A, Buso P, Radice M, Dissette V, Lampronti I, Gambari R, Manfredini S, Vertuani S. Moringa oleifera leaf
extracts as multifunctional ingredients for “ Natural and Organic ” sunscreens and photoprotective preparations.
Molecules. 2018; 23(3): 664. https:/ /doi.org/10.3390/ molecules23030664

Kementrian Kesehatan Republik Indonesia, Farmakope Herbal Indonesia, second ed. Kementrian Kesehatan
Republik Indonesia Direktorat Jenderal Kefarmasian dan Alat Kesehatan, Jakarta, Indonesia 2017.

Kulkarni A, Dias R, Ghorpade V. Freeze dried multicomponent inclusion complexes of quercetin: Physicochemical
evaluation  and  pharmacodynamic  study. @ Marmara  Pharm ]J. 2019,  23(3):  403-414.
https:/ /doi.org/10.12991 /irp.2019.148

YaoY, LinG, Xie Y, MaP, Li G, Meng Q, Tao W. Preformulation studies of myricetin: A natural antioxidant flavonoid.
Pharmazie. 2014; 69(1): 19-26. https:/ /doi.org/10.1691/ph.2014.3076

Chambers Fox S. Remington Education Pharmaceutics. Pharmaceutical Press, London, UK. 2014.

Ganapuram BR, Alle M, Dadigala R, Kotu GM, Guttena V. Development, evaluation and characterization of surface
solid dispersion for solubility and dissolution enhancement of Irbesartan. ] Pharm Res. 2013; 7(6): 472-477.
https:/ /doi.org/10.1016/1.jopr.2013.06.012

Ali ], Saigal N, Baboota S, Ahuja A. Microcrystalline cellulose as a versatile excipient in drug research. ] Young Pharm.
2009; 1(1): 6.

Rowe RC, Sheskey PJ, Owen SC. Poloxamer : Handbook of Pharmaceutical Excipients, Sixth Edition. Handb Pharm
Excipients, Sixth Ed. 2009; 110-3.

Liu B, Zhang L, Wang H, Bian Z. Preparation of MCC/MC silica sponge and 1ts oil/water separation apparatus
application. Ind Eng Chem Res. 2017; 56(20): 5795-5801. https:/ /doi.org/10.1021/acs.iecr.6b04854

Suporn C, Okonoki S, Sirithunyalug J. Improvement of the dissolution rate of piroxicam by surface solid dispersion.
Curr Med Chem. 2004; 3(2): 77-84.

Salam MT, Kumar A, Hata A, Kondo H, Salam MA, Wahed MII, Khan RI, Barman RK. Accelerated aqueous solubility
and antibacterial activity of cefuroxime axetil using microcrystalline cellulose as carrier. Pharmacol Pharm. 2020;
11(08): 159-173. https:/ /doi.org/10.4236 / pp.2020.118015

Barzegar-Jalali M, Ghanbarzadeh S, Adibkia K, Valizadeh H, Bibak S, Mohammadi G, Siahi-Shadbad M.

http://dx.doi.org/10.29228/jrp.521
J Res Pharm 2023; 27(6): 2330-2341

2339



Rani et al. Journal of Research in Pharmac
Surface solid dispersion of M.oleifera leaf extract Research Article

[19]

[20]

[21]

[22]

[23]

[24]

[25]

[26]

[27]

[28]

(29]

[30]

[31]

[32]

[33]

[34]

[35]

[36]

[37]

[38]

[39]

Development and characterization of solid dispersion of piroxicam for improvement of dissolution rate using
hydrophilic carriers. Biolmpacts. 2014; 4(3): 141-148. https://doi.org/10.15171/bi.2014.007

Patel RC, Keraliya RA, Patel MM, Patel NM. Formulation of furosemide solid dispersion with micro crystalline
cellulose for achieve rapid dissolution. ] Adv Pharm Technol Res. 2010; (2): 180-189.

Weerapol Y, Tubtimsri S, Jansakul C, Sriamornsak P. Improved dissolution of Kaempferia parviflora extract for oral
administration by preparing solid dispersion via solvent evaporation. Asian J Pharm Sci. 2017; 12(2): 124-133.
https://doi.org/10.1016/j.ajps.2016.09.005

E Silva LS, Da Silva LS, Brumano L, Stringheta PC, Pinto MAdO, Dias LOM, Muller CDSM, Scio E, Fabri RL, Castro
HC, Amaral MDPHd. Preparation of dry extract of Mikania glomerata sprengel (Guaco) and determination of its
coumarin levels by spectrophotometry and HPLC-UV. Molecules. 2012; 17(9): 10344-10354.
https://doi.org/10.3390/ molecules170910344

Jovanovié AA, Levié SM, Pavlovi¢ VB, Markovié¢ SB, Pjanovi¢ RV, Pordevi¢ VB, Nedovic V, Bugarski BM. Freeze vs.
spray drying for dry wild thyme (Thymus serpyllum L.) extract formulations: The impact of gelatin as a coating
material. Molecules. 2021; 26(13):3933. https:/ /doi.org/10.3390/ molecules26133933

Tafu NN, Jideani VA. Characterization of novel solid dispersions of Moringa oleifera leaf powder using thermo-
analytical techniques. Processes. 2021; 9(12): 2230. https:/ /doi.org/10.3390/pr9122230

Kostelanské K, Kurhajec S, Pavlokova S, Vetchy D, Gajdziok J, Franc A. Technology of processing plant extracts using
an aluminometasilicate porous carrier into a solid dosage form. Pharmaceutics. 2022; 14(2): 248.
https:/ /doi.org/10.3390/ pharmaceutics14020248

Szumilo M, Belniak P, Swiader K, Holody E, Poleszak E. Assessment of physical properties of granules with
paracetamol and caffeine. Saudi Pharm J. 2017; 25(6): 900-905. https:/ /doi.org/10.1016/].jsps.2017.02.009

Okoye EI, Awotunde TO, Morales TG. Formulation and characterization of Moringa oleifera leaf granules. I:
Micromeritic properties. Res ] Pharm Technol. 2013; 6(1): 66-74.

Crouter A, Briens L. The effect of moisture on the flowability of pharmaceutical excipients. AAPS PharmSciTech.
2013; 15(1): 65-74. https:/ /doi.org/10.1208 /s12249-013-0036-0

Rezaei F, vanderGheynst JS. Critical moisture content for microbial growth in dried food-processing residues. J Sci
Food Agric. 2010; 90(12): 2000-2005. https:/ /doi.org/10.1002/jsfa.4044

Ali MA, Yusof YA, Chin NL, Ibrahim MN. Processing of Moringa leaves as natural source of nutrients by optimization
of drying and grinding mechanism. ] Food Process Eng. 2017; 40:€12583. https://doi.org/10.1111/jfpe.12583

Windriyati YN, Sumirtapura YC, Pamudji JS. Dissolution enhancement and physicochemical characterization of
fenofibric acid in surface solid dispersion with croscarmellose sodium. Marmara Pharm J. 2019; 23(2): 315-325.
https://doi.org/10.12991 /jrp.2019.139

Sakhare SS, Sayyad FJ. Studies on Ocimum basilicumm mucilage based solid dispersions of indomethacin for
enhancement of dissolution rate. ] Res Pharm. 2019; 23(5): 832-838. https:/ /doi.org/10.35333 /jrp.2019.31

Fitriani L, Afriyanti I, Afriyani, Ismed F, Zaini E. Solid dispersion of usnic acid-HPMC 2910 prepared by spray drying
and freeze drying techniques. Orient ] Chem. 2018; 34(4): 2083-2088. https://doi.org/10.13005/ ojc /3404048

Chen B, Wang X, Zhang Y, Huang K, Liu H, Xu D, Li S, Liu Q, Huang J, Yao H, Lin X. Improved solubility, dissolution
rate, and oral bioavailability of main biflavonoids from Selaginella doederleinii extract by amorphous solid dispersion.
Drug Deliv. 2020; 27(1): 309-322. https:/ /doi.org/10.1080/10717544.2020.1716876

Rajpurohit VS, Rakha P, Goyal S, Dureja H, Arorac G, Nagpal M. Formulation and characterization of solid
dispersions of glimepiride through factorial design. Iran ] Pharm Sci. 2011; 7(1): 7-16.

Da Silva LAL, Pezzini BR, Soares L. Spectrophotometric determination of the total flavonoid content in Ocimum
basilicum L. (Lamiaceae) leaves. Pharmacogn Mag. 2015; 11(41): 96-101. https://doi.org/10.4103/0973-1296.149721

Saloko S, Handito D, Aeni NN. Encapsulation of Gotu Kola Leaf (Centella asiatica) flavonoid in mstant powder drink
using maltodextrin. Proceedings of the 5th International Conference on Food, Agriculture and Natural Resources
2020; 194(FANRes 2019) :156-163. https:/ /doi.org/10.2991/ aer.k.200325.032

Kamiloglu S, Tomas M, Ozdal T, Capanoglu E. Effect of food matrix on the content and bioavailability of flavonoids.
Trends Food Sci Technol. 2021; 117: 15-33. https:/ /doi.org/10.1016/].tifs.2020.10.030

Bajracharya R, Song ]G, Lee SH, Jeong SH, Han HK. Enhanced oral bioavailability of MT-102, a new anti-
inflammatory agent, via a ternary solid dispersion formulation. Pharmaceutics. 2022; 14(7): 1510.
https:/ /doi.org/10.3390/ pharmaceutics14071510

Ban Svd, Goodwin DJ. The impact of granule density on tabletting and pharmaceutical product performance. Pharm

http://dx.doi.org/10.29228/jrp.521
J Res Pharm 2023; 27(6): 2330-2341

2340



Rani et al. Journal of Research in Pharmac
Surface solid dispersion of M.oleifera leaf extract Research Article

[40]

[41]

[42]

[43]

[44]

[45]

Res. 2017; 34(5): 1002-1011. https:/ /doi.org/10.1007 /511095-017-2115-5

Shah RB, Tawakkul MA, Khan MA. Comparative evaluation of flow for pharmaceutical powders and granules. AAPS
PharmSciTech. 2008; 9(1): 250-258. https:/ / doi.org/10.1208 /s12249-008-9046-8

Saw HY, Davies CE, Paterson AHJ, Jones JR. Correlation between powder flow properties measured by shear testing
and Hausner ratio. Procedia Eng. 2015; 102: 218-225. https:/ /doi.org/10.1016/j.proeng.2015.01.132

Pandey P, Sharma P, Gupta R, Garg A, Shukla A, Nema N, Pasi A. Formulation and evaluation of herbal effervescent
granules mcorporated with Martynia annua extract. ] Drug Discov Ther. 2013; 1(5): 54-57.

Jung H, Lee Y], Yoon WB. Effect of moisture content on the grinding process and powder properties in food: A
review. Processes. 2018; 6(6): 69. https://doi.org/10.3390/ pr6060069

Singh MV, Juyal D, Singh V, Rawat G, Tiwari A. Development and characterization of surface solid dispersion of
curcumin for solubility enhancement. ] Appl Pharm Res. 2014; 2(2348): 17-23.

Fattahi S, Zabihi E, Abedian Z, Pourbagher R, Motevalizadeh Ardekani A, Mostafazadeh A, Akhavan-Niaki H. Total
phenolic and flavonoid contents of aqueous extract of stinging nettle and 1n vitro antiproliferative effect on Hela and
BT-474 Cell Lines. Int ] Mol Cell Med. 2014; 3(2): 102-107.

http://dx.doi.org/10.29228/jrp.521
J Res Pharm 2023; 27(6): 2330-2341

2341



