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Abstract 

Background:  Dissolution of artemether (ART) and lumefantrine (LUM) active pharmaceutical ingredients (APIs) in 
fixed dose combination (FDC) ART/LUM tablets is one of the critical quality attributes. Thus, the verification of the 
release profile of ART and LUM from FDC ART/LUM tablets using a robust and discriminatory dissolution method is 
crucial. Therefore, the aim of this study was to develop and validate an appropriate dissolution method for quality 
control of FDC ART/LUM tablets.

Methods:  The dissolution medium was selected based on saturation solubility data and sink conditions. The effect of 
agitation speed, pH and surfactant concentration on the release of ART and LUM was evaluated by employing a two-
level factorial experiment. The resulting final method was validated for linearity, precision, robustness and API stability. In 
addition, the discriminatory power of the method was evaluated using expired and unexpired FDC ART/LUM products.

Results:  A suitable dissolution profile of FDC ART/LUM tablets was obtained in 900 ml HCl (0.025 N, pH 1.6) with 
1%Myrj 52 using paddle method at 100 rpm and 37 °C. ART and LUM were analysed using a HPLC method with UV 
detection at wavelengths of 210 and 335 nm, respectively. The results from the stability study showed that ART and 
LUM were sufficiently stable in HCl (0.025 N, pH 1.6) with 1%Myrj 52 at 37 °C. The method was linear (r2 = 0.999) over 
the concentration range of 6.25–100 μg/ml. The results for precision were within the acceptance limit (%RSD < 2). 
The percent relative standard deviation (< 2%) and statistically non-significant (p > 0.05) difference in release of 
ART and LUM observed between deliberately changed dissolution method settings (pH = 1.6 ± 0.2 or agitation 
speed = 100 ± 2) and optimized dissolution conditions revealed the robustness of the dissolution method. The 
method was capable to discriminate among different FDC ART/LUM products with different quality.

Conclusions:  The developed dissolution method is robust and discriminatory. It can be used in the quality evalua-
tion of FDC ART/LUM tablets.
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Background
Artemether (ART) and lumefantrine (LUM) are anti-
malarial agents that demonstrate synergistic anti-malar-
ial activity resulting in rapid clearance of parasitaemia 
and prevention of recrudescence [1–5]. Thus, fixed dose 
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combination (FDC) ART/LUM (20 mg/120 mg) products 
are widely used as the first-line treatment for uncompli-
cated Plasmodium falciparum malaria [6–9]. ART (logP 
3.53) and LUM (logP 9.19, pKa 8.73 and 13.49) [10] are 
classified as Biopharmaceutical Classification System 
(BCS) class IV drugs [11]. Hence, permeability and solu-
bility/dissolution are critical attributes [12, 13] that can 
influence the rate and extent of drug absorption and bio-
availability [14–16].

FDC ART/LUM products are available as solid oral 
dosage forms like tablets. The dissolution of drugs can be 
influenced by various API and formulation factors, such as 
particle size variability of the APIs or granulation technol-
ogy [17–21], as well as by dissolution-method variables, 
such as pH, buffer capacity, ionic strength and presence 
of surfactants [22]. Hence, it is important to establish the 
in  vitro dissolution conditions that help to discriminate 
significant ingredients and manufacturing process vari-
ability in an attempt to assure quality consistency, and 
possibly guarantee also to some extent the in vivo perfor-
mance, of FDC ART/LUM solid oral dosage forms.

Dissolution methods for FDC ART/LUM tablets are 
currently missing in official monographs and available 
methods described in the literature need relative long 
dissolution times (120 min), use independent dissolution 
conditions for each API or inadequately consider the rel-
ative effect of dissolution method variables [23, 24]. Con-
sequently, developing an appropriate dissolution method 
for FDC ART/LUM products is crucial. The present 
study was therefore aimed to develop and validate a QC-
relevant, efficient, robust and discriminatory dissolution 
method for ART and LUM in FDC ART/LUM tablets.

Methods
Drugs/chemicals/reagents/solvents
ART and LUM working reference standards were 
obtained from Dafra Pharma International (B-2300 
Turnhout, Belgium) through Drug Quality and Reg-
istration (DruQuaR) laboratory, University of Ghent, 
Belgium. Ultrapure water (18.2  MΩ. cm at 25  °C) was 
prepared in Jimma University Laboratory of Drug Qual-
ity (JuLaDQ) using Nanopure Analytical ultrapure water 
system (model number: D11901 (7143), Thermo fisher 
Scientific). Acetonitrile (HPLC grade, Fisher Scientific), 
Tween 80 (AcrosOrganics), Benzalkonium chloride 
(Fagron), Sodium lauryl sulfate (Sigma-aldrich), Poly-
oxyl 40 Stearate (Myrj 52) (Sigma-aldrich), Hydrochlo-
ric acid (Sigma-aldrich), Orthophosphoric acid (Fluka) 
and Tetrahydrofuran (HPLC grade, Sigma-aldrich) were 
used as received. FDC ART/LUM (20  mg ART/120  mg 
LUM) products were used. Detailed information on the 
five FDC ART/LUM products investigated in this study is 
presented in Additional file 1: Table S1.

Experimental
Mass uniformity
The mass uniformity of tablet samples of each brand of 
FDC ART/LUM products was conducted according 
to the method given in the European Pharmacopoeia 
[25]. Randomly selected tablets (n = 20) were individu-
ally weighed with a calibrated balance (Mettler Toledo, 
AL204-1C, Switzerland). The results were evaluated 
against the European Pharmacopoeia specifications (i.e. 
the deviation of individual masses from average mass 
should not exceed ± 7.5%, with only maximum 2 tablets 
allowed to deviate maximally ± 15%).

Amount of active compound
The amount of ART and LUM in samples of FDC ART/
LUM tablets was determined based on the previously 
published HPLC method [26]. In brief, the analysis of 
ART and LUM was conducted using Agilent 1260 Infin-
ity Series HPLC system (Agilent Technologies, Santa 
Clara, California, USA) equipped with a Halo-RP-Amide 
column (50 × 4.6 mm, 2.7 µm) coupled to a diode-array 
detector (DAD). The detection wavelengths of ART and 
LUM were 210 and 335 nm, respectively. The flow rate, 
injection volume, run time and column temperature were 
1 ml/min, 3 µl, 5 min and 30 °C, respectively. The mobile 
phase used was a mixture of acetonitrile/0.001 M potas-
sium phosphate buffer pH 3.0 (52:48% v/v).

System suitability tests (SST)
System suitability for analysis of ART and LUM was eval-
uated according to the European Pharmacopoeia method 
[27]. The symmetry factor (As) of principal peaks was cal-
culated using the following formula:

where Wx = peak width at 5% of reference standard peak 
height measured from the base line, d = base line dis-
tance between the perpendicular dropped from the peak 
maximum and the leading edge of the peak at 5% of peak 
height measured in the same unit as Wx. The specifica-
tion was an As value of maximally 1.5. In addition, per-
cent relative standard deviation (%RSD) of replicate 
injections (n = 6) of reference standards were calculated 
and compared against the European Pharmacopoeia 
specification limit (i.e. %RSD of six injections should 
be ≤ 1.2).

Preparation of ART and LUM standard solutions
Working reference standard of ART (20 mg) and LUM 
(120 mg) were individually added into a 100.0 ml volu-
metric flask, dissolved in 80 ml tetrahydrofuran (HPLC 

As = Wx/2d
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grade, Sigma-aldrich), sonicated for 15  min, filled to 
volume with mobile phase (acetonitrile/0.001 M potas-
sium phosphate buffer pH 3.0 (52:48% v/v)), filtered 
using 0.45 µm Whatman filter paper (CAT No 1102090) 
and analysed using HPLC.

Preparation of sample solutions
Tablet samples (n = 20) were weighed and grounded 
into fine powder with clean and dry mortar and pestle 
[28]. An accurately weighed portion of powder equiva-
lent to 20 mg ART and 120 mg LUM was individually 
added into 100.0 ml volumetric flask, dissolved in 80 ml 
of tetrahydrofuran (HPLC grade, Sigma-aldrich), soni-
cated for 15  min, filled to volume with mobile phase 
(acetonitrile/0.001  M potassium phosphate buffer pH 
3.0 (52:48% v/v)), filtered using 0.45 µm Whatman filter 
paper (CAT No 1102090) and analysed using HPLC.

Equilibrium solubility
An equilibrium solubility study was conducted by the 
shake-flask method [29]. LUM (10 mg) was added into 
50 ml conical flask and dissolved in 10 ml 1% w/v sur-
factant/HCl (pH 1.2) and 1–2% w/v surfactant/HCl (pH 
2.3), while ART (10 mg) was added into 50 ml conical 
flask and dissolved in 0.5–2% surfactant/HCl (pH 1.2 
or 2.3) and 0.5–1% w/v surfactant/buffer (pH 4.5 or 
6.8). The flasks were incubated at 37 °C for 24 h whilst 
shaking at 100  rpm. The samples were rapidly filtered 
using 0.45  µm PVDF (polyvinylidene fluoride) syringe 
filter, suitably diluted (2.5 ± 0.5 times) with acetonitrile 
and analysed at the auto-sampler temperature of 37 °C 
using HPLC system (Waters Alliance 2695 Separations 
Module Milford, MA, USA) equipped with a Halo-RP-
Amide column (50 × 4.6  mm, 2.7  µm) as described in 
previous HPLC method [26].

Solution stability
The solution stability was evaluated by analysing the 
concentration of ART and LUM (mixture) in dissolution 
medium stored at 37 °C for at least 24 h.

Dissolution of ART and LUM from FDC ART/LUM tablets
Screening study
Screening experiments were conducted using dissolution 
medium (Myrj 52/HCl) selected based on the results of 
equilibrium solubility of ART and LUM. Agitation speed 
(A1), pH (A2) and surfactant concentration (A3) were the 
factors used for the release of ART and LUM. Three-way 
factorial (each factor with two levels) experiment (Design 
Expert 6.0.1 software (Stat Ease. Inc.)) was employed to 
determine the best combination of factors for the release 
of ART and LUM. The factor settings for Design of Exper-
iment (DoE) are presented in Additional file 2: Table S2. 

The dissolution was conducted using USP type II (Paddle) 
method (RC-8 dissolution apparatus, China). The volume 
of dissolution medium and bath temperature were 900 ml 
and 37 °C, respectively. FDC ART/LUM tablets (Ipca Lab-
oratories, India, batch no. DYI 478058, within shelf-life 
period) (n = 2) were subjected to the different dissolution 
conditions. Samples (10 ml) were withdrawn at 30, 60, 90 
and 120  min, filtered through 0.45  µm Whatman filter 
paper (CAT No 1102090), diluted with acetonitrile and 
analysed using the HPLC method [26]. Agilent 1260 Infin-
ity series HPLC system coupled with a Halo-RP-Amide 
column (50 × 4.6  mm, 2.7  µm) and diode-array detector 
(DAD) was used. The mobile phase used was acetonitrile 
(HPLC grade, Sigma-Aldrich)/(0.001 M potassium phos-
phate buffer pH 3.0) (58:42% v/v). The detection wave-
lengths used for the analysis of ART and LUM were 210 
and 335 nm, respectively. The sample temperature in the 
auto-injector was 37  °C. The column temperature, flow 
rate, injection volume, run time were 30  °C, 1.5 ml/min, 
20 µl and 12 min, respectively.

Optimization of dissolution conditions
Since the target dissolution of both ART and LUM from 
FDC ART/LUM tablets was set at Q ≥ 80% at 60  min, 
optimal dissolution conditions giving the desired 
response were selected and optimized using a desirability 
approach [Design Expert 6.0.1 software (Stat Ease. Inc.)].

Discriminatory power
The discriminatory power of the optimized dissolution 
conditions was evaluated using commercially avail-
able FDC ART/LUM products (4 unexpired, before the 
labelled expiry date, and 1 expired, beyond the labelled 
expiry date). Area under the dissolution curve (AUC), 
dissolution efficiency (DE) and mean dissolution time 
(MDT) of different FDC ART/LUM products were esti-
mated using KinetDS software program (KinetDS 3.0). 
The results were compared using ANOVA based data 
evaluation. In addition, release (%) of ART and LUM 
at 60 min from different FDC ART/LUM products was 
compared using post hoc multiple comparison test.

Validation of the dissolution procedures
The applied HPLC method was based on a previously 
developed and validated method for the assay of both 
API in tablets [26]. As in this study, dissolution samples 
were to be analysed, as well as the operational condi-
tions were slightly adapted to meet the SST, the adapted 
method was revalidated.

Linearity and range  The HPLC method [26] used for 
the quantification of ART and LUM in the dissolution 
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samples was evaluated for linearity by analyzing the 
concentrations of ART and LUM ranging from 6.25 to 
100  μg/ml. The regression line was assessed by deter-
mining the 95% confidence interval (95% CI) of slope 
and intercept parameters as well as by evaluating F-lack 
of fit and the residual plot.

Precision/repeatability  Precision was determined 
by repeatability and intermediate precision stud-
ies. Repeatability of the method was done by multiple 
measurements (n = 6) of the sample of tablets by the 
same analyst, while intermediate precision was done 
by performing the dissolution test on the same sample 
of tablets on different days by at least two analysts. The 
results were compared against the acceptance limits 
given in the European Pharmacopoeia for assaying APIs 
(%RSD ≤ 1.2) [27].

Robustness  Robustness was studied by evaluating the 
effect of small but deliberate variations (i.e. the pH of 
the dissolution medium (± 0.2) and paddle rotation 
speed (± 2  rpm)) in the optimized dissolution condi-
tions. Percent relative standard deviation (%RSD) was 
calculated and compared against the suggested  %RSD 
(< 2) [30]. Comparative statistical analysis of the results 
obtained from two dissolution conditions (i.e. optimized 
vs. optimized with deliberate change in parameters) was 
performed using Student’s t test (p < 0.05).

Statistical analysis
Statistical analysis was performed using Statistix-8 
software and SPSS version 20.

Results
Mass uniformity
The results of mass uniformity (mean: 244.00 to 291.95 
and SD: 1.52 to 9.67, n = 20) of five commercially avail-
able FDC ART/LUM products revealed that all products 
comply with the European Pharmacopoeia specification 
limits (i.e. the deviation of individual masses from aver-
age mass should not exceed ± 7.5%, with only maximum 
2 tablets allowed to deviate maximally ± 15%). The results 
of mass uniformity of five commercially available FDC 
ART/LUM products are presented in Additional file  3: 
Table S3.

Amount of active compounds
The results of amount of ART and LUM in FDC ART/
LUM tablets is presented in Table  1. The assay results 
revealed that all samples comply with the generally 
accepted specification criteria for both ART and LUM, 
i.e. percentage label claim (%l.c.) between 90 and 110%.

Equilibrium solubility
The results of the equilibrium solubility of ART and 
LUM are presented in Table  2. The results revealed 

Table 1  Results of  amount of  active compounds in  FDC 
ART/LUM tablets

a  Expired product, l.c.: label claim

Product ART​ LUM
% l.c. (%RSD) % l.c. (%RSD)

Comether® 104.6 (0.73) 109.3 (0.72)

Artel-L® 108.1 (1.06) 103.2 (2.15)

Artemine® 104.7 (2.92) 106.1 (0.04)

ART/LUM 110.1 (0.34) 109.8 (0.25)

ART/LUM-Ea 90.1 (0.66) 95.8 (0.63)

Table 2  Results of ART and LUM APIs solubility in different 
media as determined by HPLC

# Medium Solubility 
(µg/ml)

ART​

1 0.5% w/v Myrj 52/HCl (pH 1.2) 151

2 1% w/v Myrj 52/HCl (pH 1.2) 181

3 1% w/v Myrj 52/HCl (pH 2.3) 290

4 1.5% w/v Myrj 52/HCl (pH 2.3) 452

5 2% w/v Myrj 52/HCl (pH 2.3) 652

6 0.5% w/v SLS/HCl (pH 1.2) 323

7 1% w/v SLS/HCl (pH 1.2) 337

8 0.5% w/v Myrj 52/0.05 M ammonium acetate buffer (pH 
4.5)

8

9 1% w/v Myrj 52/0.05 M ammonium acetate buffer (pH 
4.5)

33

10 0.5% w/v SLS/0.05 M ammonium acetate buffer (pH 4.5) 138

11 1% w/v SLS/0.05 M ammonium acetate buffer (pH 4.5) 219

12 0.5% w/v Myrj 52/0.05 M sodium phosphate buffer (pH 
6.8)

22

13 1% w/v Myrj 52/0.05 M sodium phosphate buffer (pH 6.8) 37

14 0.5% w/v SLS/0.05 sodium phosphate buffer (pH 6.8) 5

15 1% w/v SLS/0.05 M sodium phosphate buffer (pH 6.8) 5

16 0.5% w/v Tween80/0 0.05 M ammonium acetate buffer 
(pH 4.5)

24

17 1% w/v Tween 80/0.05 M ammonium acetate buffer (pH 
4.5)

23

18 0.5% w/v Tween 80/HCl (pH 1.2) 10

19 1% w/v Tween 80/HCl (pH 1.2) 17

LUM

20 1% w/v Myrj 52/HCl (pH 2.3) 626

21 1.5% w/v Myrj 52/HCl (pH 2.3) 813

22 2% w/v Myrj 52/HCl (pH 2.3) 1033

23 1% w/v Tween 80/HCl (pH 1.2) 112

24 1% w/v Benzalkonium chloride/HCl (pH 1.2) 93

25 1% w/v Sodium lauryl sulfate/HCl (pH 1.2) 59
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that relatively higher solubility of ART and LUM was 
observed in 1–2% Myrj 52/acidic pH. This reflects that 
the presence of surfactant in acidic pH enhances solubil-
ity of both APIs. Both APIs were stable in the dissolution 
medium for 24  h. The percentage differences obtained 
(ART: 1.5–1.8%, LUM: 0.9–1.4%) at the end of 24 h from 
the initial (0 h) value suggest stability of both compounds 
in the dissolution medium.

Dissolution of ART and LUM from FDC ART/LUM tablets
Screening study
The individual response results of the DoE experiment 
are presented in Additional file 4: Table S4. Typical dis-
solution profiles of ART and LUM from unexpired FDC 
ART/LUM tablets under the different DoE-experimental 
conditions are presented in Figs.  1 and 2, respectively. 
At 60  min, maintaining the agitation speed at 100  rpm 

Fig. 1  Dissolution profile (mean, n = 2) of ART API in FDC ART/LUM tablets (Ipca Laboratories, India, batch no. DYI 478058) in 900 ml dissolution 
media at 37 ± 0.5 °C) using USP apparatus II (paddle). (Legend from left to right: rpm pH Myrj52 concentration)

Fig. 2  Dissolution profile (mean, n = 2) of LUM API in FDC ART/LUM tablets (Ipca Laboratories, India, batch no. DYI 478058) in 900 ml dissolution 
media at 37 ± 0.5 °C using USP apparatus II (paddle). (Legend from left to right: rpm pH Myrj52 concentration)
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and surfactant concentration at 1.5% in the DoE-experi-
mental conditions, decreasing the pH of the dissolution 
medium by 2 units (3.3 to 1.3) increased the dissolution 
of LUM from 13.0% to 87.2%, and slightly decreased the 
dissolution of ART from 87.6 to 80.9%.

The equations for response factor (% release at 60 min) 
of ART and LUM are given below.

Where Y1 and Y2 are % release of ART and LUM, 
respectively. A1, A2 and A3 are coded variables with two 
levels representing agitation speed (50 to100 rpm, cor-
responding to coded A1 values − 1 to + 1), pH (1.3 to 
3.3 corresponding to coded A2 values − 1 to + 1,) and 
surfactant concentration (0.5 to 1.5%, corresponding to 
coded A3 values − 1 to + 1), respectively.

The model used to fit the response variable (i.e. 
release of ART and LUM at 60  min) was significant 
(p < 0.0001) to represent the relationship between the 
response and the independent variables. The model 
F-value (ART: 119, LUM: 2107) suggested significance 
of the model. The R2 value (ART: 0.996, LUM: 0.999) 
indicated that only 0.4 (ART) and 0.1% (LUM), of the 
total variation of response data was not explained by 
the model. Agitation speed (A1), (Eq.  1), respectively 
pH (A2) (Eq. 2), demonstrated a relatively higher effect 

(1)
Y 1 = 68.6+ 15.8A1+ 4.2A2+ 3.7A3

+ 3.8A1A2+ 1.5A1A3− 3.8A2A3

(2)

Y 2 = 42.8+ 8.2A1− 31.4A2− 3.3A3− 7.1A1A2

+ 9.3A1A3+ 5.2A2A3− 3.4A1A2A3

Table 3  Effect of  independent factors on  the  release 
of ART from FDC ART/LUM tablets

Time (min) Factor settings Mean (%) 
release

A1 A2 A3

30 100 3.3 1.5 87.65a

100 1.3 1.5 80.88ab

100 3.3 0.5 77.70b

100 1.3 0.5 64.58c

50 1.3 1.5 46.92d

50 3.3 1.5 45.87d

50 1.3 0.5 44.72de

50 3.3 0.5 35.86e

LSD (0.05) 9.3

CV 3.88

p-value 0.01

A2 A3 Mean (%) 
release

60 3.3 1.5 73.00a

3.3 0.5 72.63a

1.3 1.5 71.71a

1.3 0.5 57.15b

LSD (0.05) 6.36

CV 4.1

p-value 0.001

A1 A2 Mean (%) release

100 3.3 92.52a

100 1.3 76.41b

50 3.3 53.12c

50 1.3 52.45c

LSD (0.05) 6.36

CV 4.1

p-value 0.001

A2 A3 Mean (%) 
release

90 3.3 1.5 82.59a

1.3 1.5 77.83b

3.3 0.5 76.56b

1.3 0.5 60.73c

LSD (0.05) 4.14

CV 2.46

p-value 0.000

A1 A2 Mean (%) release

100 3.3 94.17a

100 1.3 79.15b

50 3.3 64.98c

50 1.3 59.42d

LSD (0.05) 6.36

CV 4.1

p-value 0.000

Table 3  (continued)

A2 A3 Mean (%) 
release

120 3.3 1.5 93.03a

3.3 0.5 83.40b

1.3 1.5 81.26b

1.3 0.5 65.69c

LSD (0.05) 4.47

CV 2.44

p-value 0.01

A1 A3 Mean (%) release

100 1.5 94.01a

100 0.5 87.05b

50 1.5 80.27c

50 0.5 62.03d

LSD (0.05) 4.47

CV 2.44

p-value 0.000

Means with the same letters are not significantly different from each other
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on the release of ART, respectively LUM, than the other 
variables.

The results of the effects of independent factors on the 
release of ART and LUM from FDC ART/LUM product 
(Ipca Laboratories, India, batch no. DYI 478058) are pre-
sented in Tables 3 and 4, respectively. 

Considering the results at 60  min, at lower pH (1.3), 
the change in surfactant concentration from 1.5 to 0.5% 
decreased release of ART (71.7 to 57.1%). In addition, at 
high agitation speed (100  rpm), the change in pH from 
3.3 to 1.3 decreased release of ART (92.5 to 76.4%). For 
LUM, at high agitation speed (100  rpm) and low pH 
(1.3), change in surfactant concentration from 1.5 to 0.5% 
decreased its release from 93.3 to 85.2%.

Contour plots showing the interaction effect of factors 
on release of ART and LUM at 60 min are presented in 
Figs. 3 and 4, respectively. Figure 3 shows that an increase 
in agitation speed from 60 to 100  rpm with increase in 
pH from 2.3 to 3.3 increased the release (%) of ART. Fig-
ure 4 shows that an increase in agitation speed from 70 to 
100 rpm and a decrease in pH from 1.8 to 1.3 increased 
the release (%) of LUM. 

Discriminatory power
The release profiles of ART and LUM from FDC ART/
LUM products, subjected to the same dissolution con-
ditions, are presented in Fig.  5. Post-hoc multiple com-
parisons test on release (%) (at 60 min) of ART and LUM 
from different FDC ART/LUM products are presented 
in Additional file  5: Table  S5. The results of 95% CI for 
the mean (%) release of ART and LUM at different time 
points are presented in Additional file  6: Table  S6. At 
60  min, the release of ART from different FDC ART/
LUM products ranges from 63.60% (95% CI 62.62–64.58) 
to 83.83% (95% CI 82.75–84.91), respectively, while the 
release of LUM ranges from 60.68% (95% CI 59.33–62.03) 
to 88.82% (95% CI 86.29–91.34%).

The results of pair-wise comparison of means of area 
under the dissolution curve (AUC), dissolution efficiency 
(DE) and mean dissolution time (MDT) of ART and LUM 
from different FDC ART/LUM products estimated using 
KinetDS software program (KinetDS 3.0) are presented 
in Additional file 7: Table S7.

Validation of the method
Linearity. The linearity calibration curve for the method 
indicated the fitness-for-use of the applied method. The 
95% CI for the regression slope (2.81, 95% CI 2.73 to 
2.88), y-intercept (− 4.99, 95% CI − 1.05 to − 8.93) and 
ANOVA F-value of 13680.79 of ART and the 95% CI 
for the regression slope (21.35, 95% CI 20.93 to 21.77), 
y-intercept (− 22.33, 95% CI 20.93 to 44.13) and ANOVA 
F-value of 25871.1 as well as R2 value of 0.999 proved a 

Table 4  Effect of  independent factors on  the  release 
of LUM from FDC ART/LUM tablets

Means with the same letters are not significantly different from each other

Time (min) Factor settings Mean 
(%) drug 
releaseA1 A2 A3

30 100 1.3 1.5 87.24a

100 1.3 0.5 74.81b

50 1.3 0.5 70.29b

50 1.3 1.5 33.98c

100 3.3 1.5 13.05d

50 3.3 0.5 9.82de

50 3.3 1.5 4.14e

100 3.3 0.5 3.68e

LSD (0.05) 8.84

CV 6.02

p-value 0

60 100 1.3 1.5 93.27a

100 1.3 0.5 85.2b

50 1.3 0.5 81.08b

50 1.3 1.5 37.77c

100 3.3 1.5 20.36d

50 3.3 0.5 14.32e

50 3.3 1.5 6.39f

100 3.3 0.5 4.76f

LSD (0.05) 5.37

CV 3.17

p-value 0

90 100 1.3 1.5 96.68a

100 1.3 0.5 90.52b

50 1.3 0.5 86.11b

50 1.3 1.5 39.63c

100 3.3 1.5 26.23d

50 3.3 0.5 17.44e

50 3.3 1.5 8.25f

100 3.3 0.5 7.07f

LSD (0.05) 5.56

CV 3.03

p-value 0

120 100 1.3 1.5 99.83a

100 1.3 0.5 94.96ab

50 1.3 0.5 92.83b

50 1.3 1.5 40.58c

100 3.3 1.5 28.47d

50 3.3 0.5 20.61e

50 3.3 1.5 10.56f

100 3.3 0.5 7.39f

LSD (0.05) 5.14

CV 2.63

p-value 0
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strong positive linear relationship. In addition, random 
pattern of the residual plot showed a good fit of the linear 
model to the data.

Precision/repeatability  The %RSD for repeatability of 
the HPLC method used for the quantification of ART 
and LUM in dissolution samples at 60 min was within the 
specification limit (%RSD ≤ 1.2). The results of %RSD for 
the repeatability and intermediate precision are presented 
in Table 5.

Robustness  The %RSD values (< 2%) and the statistically 
non-significant (p > 0.05) difference between the release 
(%) profile of ART and LUM APIs in two dissolution con-
ditions (optimized vs. optimized with deliberate change 
in parameters) revealed the robustness of the dissolution 
conditions. The results of release profile of ART and LUM 
are presented in Table 6.

Discussion
Dissolution testing is an important analytical tool used 
to verify the release of API from solid oral dosage forms 
and evaluate the impact of formulation composition and 
process parameters on the in vitro release of API [31, 32]. 
In the present study, a dissolution method for the in vitro 
dissolution of ART and LUM simultaneously from FDC 
ART (20 mg)/LUM (120 mg) tablets is developed.

The results of saturation solubility indicate that the 
solubility of ART and LUM in acidic pH (2.3) with 1% 
Myrj 52 was 290 and 626 µg/ml, respectively. This reflects 
that this medium maintains the sink conditions of both 
APIs that could ensure the minimum solubility required 
for ART (60  µg/ml) and LUM (360  µg/ml) from FDC 
ART (20  mg)/LUM (120  mg) tablets in 900  ml volume 
dissolution medium. The results of solution stability 
indicate that both APIs are stable in the selected disso-
lution medium at 37  °C. Since the factorial design helps 
to study the independent and interactions effects of 
factors [33], three factors (i.e. agitation speed, pH and 

Fig. 3  Contourplots showing the influence of interaction of factorson release (%) of ART API at 60 min

Fig. 4  Contour plots showing the influence of interaction of factors on release (%) of LUM API at 60 min
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surfactant) were evaluated by employing two level fac-
torial design. From the equation of the model obtained 
using the experimental results of release of ART and 
LUM at 60  min, it is seen that, keeping all other terms 

constant, a unit increase (50 rpm: − 1 to + 1) in agitation 
speed could increase the release of ART by 15.8%. While 
a unit increase in pH could decrease the release of LUM 
by 31.4%. This suggests that agitation speed has a rela-
tively strong influence on the release of ART, while pH is 
the most important variable for LUM.

The results obtained from the ANOVA-based data 
evaluation applied to different FDC ART/LUM prod-
ucts revealed differences in release of ART and LUM 
at 60  min, AUC, DE and MDT among FDC ART/LUM 
products. This points to differences in pharmaceutical 
attributes (API, formulation and/or manufacturing pro-
cesses) among the different FDC ART/LUM products 
and suggests the discriminatory power of the developed 
dissolution method. Therefore, the developed dissolution 
method is considered appropriate for testing batch-to-
batch quality consistency [34, 35]. In addition, a discrimi-
natory dissolution method might in principle reflect the 
in  vivo performance of drugs. However, since factors 
governing in vitro and in vivo drug release are not simi-
lar [36–38], the in vitro release profile of a product is not 
necessarily related to its in  vivo behavior. Especially for 
BCS (biopharmaceutical classification system) class IV 
drugs, such as ART and LUM, there is often not a well-
established correlation. In addition, the typical media 

Fig. 5  Dissolution profile (n = 6) of ART and LUM APIs in FDC ART/LUM tablets in 900 ml (1% Myrj 52/HCl (pH 1.6) at 37 ± 0.5 °C, 100 rpm) using USP 
II apparatus. a ART/LUM (unexpired), b Comether®, c Artemine®, d Artel-L® and e ART/LUM-E (expired) products

Table 5  Dissolution results at  60  min of  ART and  LUM 
from FDC ART/LUM tablets

FDC ART/LUM tablets (Ipca Laboratories, India, batch no. DYI 478058) were used

# % Drug release (n = 6)

Analyst 1 Analyst 2 Analyst 1 Analyst 2

ART​ ART​ LUM LUM

1 85.27 80.24 84.63 81.22

2 82.63 84.41 82.02 82.85

3 82.42 82.44 85.73 88.82

4 83.60 85.42 83.53 87.01

5 82.42 82.44 81.46 82.17

6 86.78 83.12 86.34 85.23

Mean 83.85 83.01 83.95 84.55

SD 1.8 1.79 1.97 2.98

%RSD 2.15 2.16 2.35 3.52

Mean 83.43 84.25

SD 0.59 0.42

%RSD 0.35 0.50
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volume (900 ml) has little bio-relevance as fasted gastric 
and intestinal volume is about 500 ml, and differences in 
hydrodynamic mixing efficiency were observed using dif-
ferent volumes [39].

The %RSD values (< 2) and the statistically non-sig-
nificant (p > 0.05) difference between release of ART or 
LUM in two dissolution conditions (optimized vs. modi-
fied with deliberate changes in parameters), in the pre-
sent study reflect that the developed method is robust 
enough to allow normal variability in routine testing. This 
implies that at normal operation conditions, the devel-
oped method could not lead to unnecessary rejection 
of products. The proposed dissolution method allowing 
the simultaneous dissolution profiling of ART and LUM 
in FDC ART/LUM tablets is using the USP apparatus 
II (paddle) in HCl (0.025 N, pH 1.6) with 1% Myrj 52 as 
dissolution medium at 100 rpm and 37 °C. Based on the 
results of release of ART and LUM in commercially avail-
able FDC ART/LUM tablets subjected to the developed 
dissolution method, Q ≥ 80% at 60 min is suggested as a 
quality acceptance limit for the dissolution test of ART 
and LUM from FDC ART/LUM tablets, which is con-
sistent as the QC quality attribute of most immediate-
release products [40]. Since dissolution test of ART and 
LUM is currently missing in an official monographs, the 
developed dissolution method could be considered suit-
able for quality control and dissolution profile compari-
son of different commercial formulations of FDC ART/
LUM products.

Conclusion
The results of the present study revealed that the 
developed and validated dissolution method with 
HPLC–UV determination was capable to distinguish 
significant formulation variations and allow normal 
variability in routine testing. Therefore, it is suitable 

for simultaneous dissolution testing of ART and LUM 
from FDC ART/LUM tablets and can be effectively 
applied in quality control.

Supplementary information
Supplementary information accompanies this paper at https​://doi.
org/10.1186/s1293​6-020-03209​-5.

 Additional file 1: Table S1. Sample information. 

Additional file 2: Table S2. Factor settings. 

Additional file 3: Table S3. Results of mass uniformity test. 

Additional file 4: Table S4. Results of response variables from DoE 
experiment. 

Additional file 5: Table S5. Post-hoc multiple comparisons. 

Additional file 6: Table S6. 95% CI for mean (%) release of ART and LUM 
at different time points. 

Additional file 7: Table S7. Pair wise comparison of means of AUC, DE 
and MDT of ART and LUM from different FDC ART/LUM products.

Abbreviations
ART​: Artemether; LUM: Lumefantrine; FDC: Fixed dose combination; WHO: 
World Health Organization; ICH: The International Conference for Harmonisa-
tion of Technical Requirements for Pharmaceuticals for Human Use.

Acknowledgements
Authors would like to thank Jimma University for its contribution in providing 
different materials. In addition, we are grateful for the financial support of BOF 
(Special Research Fund), Gent University, Belgium. Moreover, we appreci-
ate the support of the staff of Jimma University Laboratory of Drug Quality 
(JuLaDQ). Furthermore, we would like to acknowledge Dr Yetenayet B, Tola, 
Abebe Nigussie and Mr Gerba Daba, for their kind support in data analysis and 
interpretation.

Authors’ contributions
Conceived and designed the experiments: BDS, MD, EW, LD, SS, SB. Write the 
manuscript: BDS, MD, EW, LD, SS, SB. Analysed the data: BDS, LD, TM. Con-
tributed reagents/materials/analysis tools: BDS, LD, SS. All authors read and 
approved the final manuscript.

Funding
This work was financed by BOF (Special Research Fund) (Scholarship 
code 01W03714, Reference number DOZA/ILDDC/AM/0866b-2014), Gent 

Table 6  Dissolution (n = 6) of ART and LUM from FDC ART/LUM tablets

FDC ART/LUM tablets (Ipca Laboratories, India, batch no. DYI 478058) were used. All dissolution conditions except the deliberately changed parameters were kept 
constant

Time (min) pH Agitation speed (rpm)

ART​ LUM ART​ LUM

1.4 1.6 1.8 1.4 1.6 1.8 98 100 102 98 100 102

30 73.2 75.7 80.0 77.1 79.6 78.7 77.4 79.3 76.9 73.0 78.1 72.6

60 80.9 84.6 85.9 88.2 85.8 84.8 82.2 85.7 84.7 83.2 84.6 85.9

90 89.0 91.3 92.9 91.1 95.5 96.1 88.8 90.4 87.6 92.9 96.0 96.4

120 94.0 94.7 96.5 95.2 98.1 99.0 89.5 93.3 91.7 98.9 99.1 98.9

Average at 60 min 83.81 ± 2.62 86.24 ± 1.75 84.20 ± 1.79 84.59 ± 1.34

%RSD 3.13 2.04 0.02 0.01

p > 0.05

https://doi.org/10.1186/s12936-020-03209-5
https://doi.org/10.1186/s12936-020-03209-5


Page 11 of 12Belew et al. Malar J          (2020) 19:139 	

University, Belgium. The sponsor does not have a role in decision to publish or 
preparation of the manuscript.

 Availability of data and materials
The datasets used and/or analysed during the current study are available from 
the corresponding author on request.

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Jimma University Laboratory of Drug Quality (JuLaDQ) and School 
of Pharmacy, Jimma University, PO Box 378, Jimma, Ethiopia. 2 Drug Quality 
and Registration (DruQuaR) Group, Faculty of Pharmaceutical Sciences, Ghent 
University, Ottergemsesteenweg 460, 9000 Ghent, Belgium. 3 Biometrics 
Research Group, Faculty of Veterinary Medicine, Ghent University, Salisbury-
laan 133, B‑9820 Merelbeke, Belgium. 

Received: 5 December 2019   Accepted: 24 March 2020

References
	1.	 Nega D, Assefa A, Mohamed H, Solomon H, Woyessa A, Assefa Y, et al. 

Therapeutic efficacy of artemether-lumefantrine (Coartem®) in treating 
uncomplicated Plasmodium falciparum malaria in Metehara, Eastern 
Ethiopia: regulatory clinical study. PLoS ONE. 2016;11:e0154618.

	2.	 Muhindo MK, Kakuru A, Jagannathan P, Talisuna A, Osilo E, Orukan F, 
et al. Early parasite clearance following artemisinin-based combination 
therapy among Ugandan children with uncomplicated Plasmodium 
falciparum malaria. Malar J. 2014;13:32.

	3.	 WHO. Global report on anti-malarial drug efficacy and drug resistance: 
2000–2010. Geneva: World Health Organization; 2011. https​://www.who.
int/malar​ia/publi​catio​ns/atoz/97892​41500​470/en/.

	4.	 Adjei GO, Goka BQ, Binka F, Kurtzhals JA. Artemether-lumefantine: an 
oralantimalarial for uncomplicated malaria in children. Expert Rev Anti 
Infect Ther. 2009;7:669–81.

	5.	 Kokwaro G, Mwai L, Nzila A. Artemether/lumefantrine in the treat-
ment of uncomplicated falciparum malaria. Expert Opin Pharmacother. 
2007;8:75–94.

	6.	 Itoh M, Negreiros do Valle S, Farias S, Holanda de Souza TM, RachidViana 
GM, Lucchi N, et al. Efficacy of artemether–lumefantrine for uncompli-
cated Plasmodium falciparum malaria in Cruzeiro doSul, Brazil. Am J Trop 
Med Hyg. 2018;98:88–94.

	7.	 WHO. Guidelines for the treatment of malaria, 3rd edn. Geneva, World 
Health Organization; 2015. https​://www.who.int/malar​ia/publi​catio​ns/
atoz/97892​41549​127/en/.

	8.	 Visser BJ, van Vugt M, Grobusch MP. Malaria: an update on current 
chemotherapy. Expert Opin Pharmacother. 2014;15:2219–54.

	9.	 Dorsey G, Staedke S, Clark TD, Njama-Meya D, Nzarubara B, Maiteki-Sebu-
guzi C, et al. Combination therapy for uncomplicated falciparum malaria 
in Ugandan children: a randomized trial. JAMA. 2007;297:2210–9.

	10.	 Amin NC, Fabre H, Blanchin MD, Montels J, Ake M. Determination of 
artemether and lumefantrine in anti-malarial fixed-dose combination 
tablets by microemulsion electrokinetic chromatography with short-end 
injection procedure. Malar J. 2013;12:202.

	11.	 WHO. Proposal to waive in vivo bioequivalence requirements for WHO 
Model List of Essential Medicines immediate-release, solid oral dosage 
forms. WHO Technical Report Series, No. 937. Geneva, World Health 
Organization; 2006. https​://apps.who.int/medic​inedo​cs/docum​ents/
s1964​0en/s1964​0en.pdf.

	12.	 Kim J, Jung DH, Rhee H, Choi SH, Sung NJ, Choi WS. Aqueous solubility of 
poorly water-soluble drugs: prediction using similarity and quantitative 
structure-property relationship models. Korean J Chem Eng. 2008;25:865.

	13.	 Tsume Y, Mudie DM, Langguth P, Amidon GE, Amidon GL. The biophar-
maceutics classification system: subclasses for in vivo predictive dissolu-
tion (IPD) methodology and IVIVC. Eur J Pharm Sci. 2014;57:152–63.

	14.	 Jambhekar SS, Breen PJ. Drug dissolution: significance of physico-
chemical properties and physiological conditions. Drug Discov Today. 
2013;18:1173–84.

	15.	 Martinez MN, Amidon GL. A mechanistic approach to understanding 
the factors affecting drug absorption: a review of fundamentals. J Clin 
Pharmacol. 2002;42:620–43.

	16.	 Amidon GL, Lennernas H, Shah VP, Crison JR. A theoretical basis for a 
biopharmaceutic drug classification: the correlation of in vitro drug prod-
uct dissolution and in vivo bioavailability. Pharm Res. 1995;12:413–40.

	17.	 Xia D, Cui F, Piao H, Cun D, Piao H, Jiang Y, et al. Effect of crystal size on the 
in vitro dissolution and oral absorption of nitrendipine in rats. Pharm Res. 
2010;27:1965–2776.

	18.	 Korbely A, Kelemen A, Kasa P, Pintye-hodi K. Effects of processing on the 
release profiles of matrix systems containing 5-aminosalicyclic acid. AAPS 
Pharm Sci Tech. 2012;13:1341–7.

	19.	 Nanjwade B, Ali S, Nanjwade V, Manvi F. Effect of compression pressure 
on dissolution and solid-state characterization of cefuroxime axetil. J Anal 
Bioanal Tech. 2010;1:112.

	20.	 Zhao J, Koo O, Pan D, Wu Y, Morkhade D, Rana S, et al. The impact of 
disintegrant type, surfactant and API properties on the processability and 
performance of roller compacted formulations of acetaminophen and 
aspirin. AAPS J. 2017;19:1387–95.

	21.	 Niranjan P, Reddy V, Reddy G, Panda K. Effect of different grades of hpmc 
and eudragit on drug release profile of doxofylline sustained release 
matrix tablets and IVIVC studies. Int Res J Pharm. 2015;6:493–504.

	22.	 Ren S, Liu M, Hong C, Li G, Sun J, Wang J. The effects of pH, surfactant, ion 
concentration, coformer, and molecular arrangement on the solubility 
behavior of myricetin cocrystals. Acta Pharm Sin B. 2019;9:59–73.

	23.	 Rivelli GG, Ricoy LBM, Cesar IC, Fernandes C, Pianetti GA. Level A in vitro-in 
vivo correlation: application to establish a dissolution test for artemether 
and lumefantrine tablets. J Pharm Biomed Anal. 2018;155:262–9.

	24.	 Umapathi P, Ayyappan J, Quine S. Development and validation of a dis-
solution test method for artemether and lumefantrine in tablets. Trop J 
Pharm Res. 2011;10:643–53.

	25.	 European Pharmacopoeia, 9th ed. (9.8). Chapter 2.9.5. mass uniformity of 
single dose preparations. European Directorate for Quality of Medicines 
and Health Care. Strasbourg, France; 2019, p. 311–2.

	26.	 Suleman S, Vandercruyssen K, Wynendaele E, D’Hondt M, Bracke N, et al. 
A rapid stability-indicating, fused-core HPLC method for simultaneous 
determination of β-artemether and lumefantrine in anti-malarial fixed 
dose combination products. Malar J. 2013;12:145.

	27.	 European Pharmacopoeia, 9th ed. Chapter 2.2.46. Chromatographic 
separation techniques. European Directorate for Quality of Medicines and 
Health Care. Strasbourg, France; 2019, p. 4286–93.

	28.	 D’Hondt M, Wynendaele E, Vandercruyssen K, Bauters T, Vandenbroucke 
J, Mullens S, et al. Investigation of active pharmaceutical ingredient loss 
in pharmaceutical compounding of capsules. J Pharmaceut Biomed. 
2014;96:68–76.

	29.	 Baka E, Comer JEA, Takacs-Novak K. Study of equilibrium solubility meas-
urement by saturation shake–flask method using hydrochlorothiazide as 
model compound. J Pharm Biomed Anal. 2008;46:335–41.

	30.	 da Sila AS, da Rosa Silva CE, Paula FR, da Silva FEB. Discriminative dissolu-
tion method for benzoyl metronidazole oral suspension. AAPS Pharm Sci 
Tech. 2016;17:778–86.

	31.	 Gabbott IP, Al Husban F, Reynolds GK. The combined effect of wet granu-
lation process parameters and dried granule moisture content on tablet 
quality attributes. Eur J Pharm Biopharm. 2016;106:70–8.

	32.	 Bejugam NK, Parish HJ, Shankar GN. Influence of formulation factors 
on tablet formulations with liquid permeation enhancer using factorial 
design. AAPS PharmSci Tech. 2009;10:1437.

	33.	 Bozkir A, Saka OM. Formulation and investigation of 5-FU nanoparticles 
with factorial design-based studies. IlFarmaco. 2005;60:840–6.

	34.	 Dokoumetzidis A, Macheras P. A century of dissolution research: from 
Noyes and Whitney to the Biopharmaceutics Classification System. Int J 
Pharm. 2006;321:1–11.

	35.	 Qureshi S. Developing discriminatory drug dissolution tests and profiles: 
some thoughts for consideration on the concept and its interpretation. 
Dissolution Technol. 2006;13:18–23.

https://www.who.int/malaria/publications/atoz/9789241500470/en/
https://www.who.int/malaria/publications/atoz/9789241500470/en/
https://www.who.int/malaria/publications/atoz/9789241549127/en/
https://www.who.int/malaria/publications/atoz/9789241549127/en/
https://apps.who.int/medicinedocs/documents/s19640en/s19640en.pdf
https://apps.who.int/medicinedocs/documents/s19640en/s19640en.pdf


Page 12 of 12Belew et al. Malar J          (2020) 19:139 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your research ?  Choose BMC and benefit from: 

	36.	 Horter D, Dressman JB. Influence of physicochemical properties on 
dissolution of drugs in the gastrointestinal tract. Adv Drug Deliv Rev. 
2001;46:75–87.

	37.	 Abdou HM. Dissolution, bioavailability and bioequivalence. Drug Dev Ind 
Pharm. 1990;16:185–6.

	38.	 Sathe P, Tsong Y, Shah VP. In-vitro dissolution profile comparison and 
IVIVR. Carbamazepine case. Adv Exp Med Biol. 1997;423:31–42.

	39.	 Butler JM, Dressman JB. The developability classification system: applica-
tion of biopharmaceutics concepts to formulation development. J Pharm 
Sci. 2010;99:4940–54.

	40.	 United states Pharmacopoeia. USP. General information (1092). The dis-
solution procedure: development and validation; 2012, p. 675. https​://
pdfs.seman​ticsc​holar​.org/3fe5/b66a2​cceb0​9a1fd​ccb35​9edef​c56b0​148ab​
5.pdf.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.

https://pdfs.semanticscholar.org/3fe5/b66a2cceb09a1fdccb359edefc56b0148ab5.pdf
https://pdfs.semanticscholar.org/3fe5/b66a2cceb09a1fdccb359edefc56b0148ab5.pdf
https://pdfs.semanticscholar.org/3fe5/b66a2cceb09a1fdccb359edefc56b0148ab5.pdf

	Development of a dissolution method for lumefantrine and artemether in immediate release fixed dose artemetherlumefantrine tablets
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusions: 

	Background
	Methods
	Drugschemicalsreagentssolvents

	Experimental
	Mass uniformity
	Amount of active compound
	System suitability tests (SST)
	Preparation of ART and LUM standard solutions
	Preparation of sample solutions
	Equilibrium solubility
	Solution stability
	Dissolution of ART and LUM from FDC ARTLUM tablets
	Screening study
	Optimization of dissolution conditions
	Discriminatory power
	Validation of the dissolution procedures
	Linearity and range 
	Precisionrepeatability 
	Robustness 


	Statistical analysis

	Results
	Mass uniformity
	Amount of active compounds
	Equilibrium solubility
	Dissolution of ART and LUM from FDC ARTLUM tablets
	Screening study
	Discriminatory power
	Validation of the method
	Precisionrepeatability 
	Robustness 



	Discussion
	Conclusion
	Acknowledgements
	References




