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exposure, that can be useful for colorimetric sensing applications. The quality of its
response depends on its processing parameters. Therefore, optimising critical
parameters such as monomer concentration, temperature and solvent ratio is
essential. Herewith, the Box-Behnken Design (BBD) model was employed. Monomer
concentration was set between 1 to 2mM; processing temperature was set between
25 to 65°C, and chloroform/THF ratio was set between 0 to 100. The responses

Keywords: obtained from the combinations were measured based on the PDA optical absorbance
Polydiacetylenes vesicles; optimal upon gamma radiation stimulation. It was found that PDA vesicles processed with 2.0
condition; optical absorbance; response mM monomer concentration in a 50:50 solvent ratio at 65°C yield the best vesicle
surface methodology formation for colorimetric sensor application.

1. Introduction

Polydiacetylene (PDA) is a versatile material that has been used in the fast and
straightforward sensor application [1,2] field due to its unique optical properties [3,4] and exhibits
an intense blue color due to the absorption of light by the ene-yne poly-conjugated chain in the
visible spectrum [1,5-9]. PDA can be formed by a 1, 4-addition reaction of diacetylene (DA) induced
by UV irradiation at 254 nm [6] or y irradiation of self-assembled DA. When the aligned monomer's
backbone of PDA is disturbed by external stimuli, the energy gap between the highest occupied and
lowest unoccupied molecular orbitals of overlapped p-orbitals increases, resulting in the conjugated
backbone's absorption pattern and a blue to red colorimetric change [1,6,10]. The distorted
backbone of PDA exhibits fluorescence in addition to colour change, allowing the optical properties
of PDA to be characterised by changes in the absorption spectrum and fluorescence intensity
[1,2,11,12]. In this study, the polydiacetylenes vesicles produced can be formed in a variety of
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conditions such as concentration, pH, temperature, solvent types, and so on, and several condition
values must be determined to identify the optimal condition of prepared samples [6,7,13-16]. As
a result, the authors of this study sought to investigate alternative methods for reducing the
number of experiments required to prepare polydiacetylene vesicles.

In recent years, response surface methodology (RSM) has been one of the most widely used
methodologies for statistically quantifying the effects of the relationship between parameters and
responses in the analysed process, resulting in identifying the parameters and characteristics that
allow the process to become optimal. To optimise the responses of polydiacetylene vesicles,
designs such as Doehlert Design [17-18], Box-Behnken Design (BBD) [19-21], or Central-Composite
Design [22-23] can be used. The need for a proper design saves a lot of time and considers the
interactions between the factors [22]. It obtains satisfactory separation and values for the
dependent variables. The full factorial design, on the other hand, included numerous experiments.
The main benefit of this analysis was that it reduced the number of experiments. BBD does not
include combinations where all variables are at their maximum or minimum values [21,24]. The PDA
vesicles must be optimised because the responses of PDA vesicles produced under different
conditions vary.

This study aims to find the optimal condition for preparing polydiacetylenes vesicles by
controlling three parameters known as the concentration of the monomer, the temperature of
the processing, and the solvent ratio used for the sample preparation. The synthesis experiment
was carried out to confirm and determine the main factors affecting the optimal condition of
producing polydiacetylenes vesicles. The Box-Behnken Design (BBD) method was employed in this
work to optimise polydiacetylene vesicles using three parameters. The combinations of the three
variables resulted in PDA vesicles of various conditions. The vesicles were then subjected to gamma
radiation for stimulation. Responses obtained from the stimulation were analysed for its optical
absorbance was measured.

2. Methodology
2.1 Materials

Commercially obtainable diacetylene monomer 10, 12-pentacosadiynoic acid (PCDA-Sigma
Aldrich) was purchased and used without further purification. R & M Chemicals supplied chloroform
(with 0.6-1.0% ethanol) with a molecular weight of 119.38 g/mol, was used as received.
Tetrahydrofuran (THF) with a molecular weight of 72.11 g/mol was obtained from Sigma-Aldrich
and used as received. Throughout the experiment, deionized water was used.

2.2 Preparation of Polydiacetylenes Vesicles

PCDA monomer was dissolved in a round-bottom reaction flask at different solvent mixture
ratios. The solvents were removed after 5 hours of moderate heating in a vacuum oven at 50°C. The
flasks containing the PCDA solution were occasionally turned on each side to ensure thin film
formation on the glass surface. The flask was then, added with deionised water to reach a
total lipid concentration of 1 to 2 mM. The mixtures were then heated from 45°C to 65°C and
sonicated until a homogeneous turbid solution formed. The liposome dispersion was centrifuged
(3000 rpm, 30 minutes) to separate aggregates. Large clumps and undissolved particles at the tube's
bottom were discarded. The liposome dispersion produced by the process was irradiated with 3kGy
of gamma-ray. Sample absorbances were measured using the Shimadzu UV-1700 UV-Vis
spectrometer in the 200-700 nm wavelength range.
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2.3 Box-Behnken Design (BBD) of Experiments

Experiment designs focused on the Box-Behnken principle can be used to model the
response surface. These designs do not employ full or fractional factorial designs. The design
points are located in the centre of the dimension k-1 subareas. In the case of three factors, for
example, the points are located in the centre of the experimental domain's edges. These
designs involve three levels for each factor. The three-factor BBD does not satisfy the iso-
variance per rotation requirement. The BBD is a useful tool for optimising the UV-Vis
Spectroscopy analysis. This study aimed to identify the most important factors thatinfluenced
the variables [22].

Three variables were studied using the BBD method: monomer concentration, processing
temperature, and solvent ratio between chloroform and THF. The experimental ranges and
levels of the independent variables of the BBD method for polydiacetylene vesicles are shown
in Table 1. The minimum number is -1 for the lowest value of each factor and the maximum
number is 1 for the highest value of each factorinvolved.

Table 1
Experimental ranges and levels of
the independent variables

-1 0 1
Concentration 1 1.5 2
Temperature 25 45 65

Solvent ratio used 0 50 100

3. Results and Discussion
3.1 Optimization of Parameters for Formation of Polydiacetylenes Vesicles Process

The interaction and relationships between independent and dependent variables were
investigated using a scientific and systemic approach to experimental design. The Design Expert®
software (Version 11.1.2.0, Stat-Ease Inc., Minneapolis, USA) was employed to optimise peak
absorbance. Optimization studies were conducted with independent variables (concentration,
temperature, and solvent ratio) as variable factors, which were chosen based on the results of
developmental experiments.

The absorbance value was used as a response variable. In total 15 experiments with three
main factors were performed. The complete experimental design matrix and the responses based
on experiments proposed by BBD for polydiacetylene vesicles are given in Table 2. According to
the table, run order 5 has the highest peak compared to the other run orders. The obtained
results show that the monomer concentration is higher, at 2 mM, the processing temperature is
also higher, at 65°C, and the volume of solvent ratio is 50:50 between chloroform and
tetrahydrofuran.
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Table 2
Optimization of run orders for polydiacetylene vesicles
Run Order  Concentration Temperature Solventratio Absorbance

used
1 1.5 65 0 1.757
2 1.5 25 0 0.877
3 2 25 50 0.315
4 2 45 0 2.177
5 2 65 50 2.523
6 1.5 25 100 0.304
7 1 45 100 -0.001
8 1.5 45 50 0.281
9 1.5 65 100 0.642
10 1.5 45 50 -0.013
11 2 45 100 0.039
12 1.5 45 50 -0.013
13 1 65 50 0.689
14 1 25 50 0.075
15 1 45 0 2.371

3.2 Effect of Variables (Monomer Concentration, Processing Temperature and Solvent Ratio Used)

According to the hypothesis, higher monomer concentrations and temperature processing will
promote higher polymerisation during radiation [25]. Increased polymerisation of PDA vesicles
directly results in increased absorbance [26]. Based on the volume of solvent ratio between
chloroform and tetrahydrofuran, the 50:50 ratio results in higher absorbance than the other ratios.

The normality test generates a typical probability plot and conducts a hypothesis test to
determine whether or not the observations follow a normal distribution [27,28]. As shown in Figure
1, the blue dot was a response that reflected a similar trend with normal distribution conditions
(red line). The blue points on the standard probability plot that fall along the straight line indicate
that the absorbance distribution would be a great option for this analysis [26]. Model performance
figures can be applied to these records.
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Fig. 1. Normal probability plot

Figure 2 illustrates the Pareto charts of the significant terms of factors and their interactions to
explain the responses (concentration, temperature, and solvent ratio). The important terms were
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above the red line, while the non-significant terms were below it [29]. The primary goal of
screening designs is to identify the most critical variables influencing response. Pareto charts can
help to identify these influencing factors by comparing relative magnitude effects and determining
their statistical significance. The Pareto chart displays the absolute values of the standardized
impacts from largest to smallest. A reference line (red line at 2.571) indicates that factors and
variables beyond it may be significant [30]. According to the Pareto chart results, the solvent ratio
used (C) was the most important operational variable, indicating that the absorbance peak of the
polydiacetylene vesicles increased.
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Fig. 2. Pareto chart of standardized effects of the factors and interactions for
polydiacetylene vesicles

Interaction Analysis is one of the functions of Box-Behnken Design that can be used to find an
optimal formation of polydiacetylenes vesicles by varying the concentration of the monomers,
processing temperature and solvent ratio of the polydiacetylenes vesicles used. According to the
interaction analysis (Figure 3), increasing the concentration and temperature produced good
outcomes for the variables' relationships. The concentration, temperature and solvent ratio can
be set to 2.0 mM, 65°C and 50:50 to achieve highest PDA absorbance peak.

A cube plot is used in the study to determine the best process factors for achieving optimal
absorbances [31]. The resulting polydiacetylene vesicles in solution are proportional to the
absorbance peak. A higher absorbance peak indicates the formation of more polydiacetylene
vesicles. As a result, the condition that produces the higher absorbance peak value is
advantageous. In this case, the absorbance peak with the highest absorbance was preferred. The
absorbance peak appeared to be highest in the monomer solution irradiated with the highest
polydiacetylene concentration (Figure 4). At this point, the highest variation of producing PDA
vesicles, which was at 2.0 mM concentration, 65°C processing temperature and 50:50 volume
solvent ratio (chloroform to tetrahydrofuran) was preferred because it had a significant influence on
the quality of the PDA vesicles produced.
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Fig. 4. Cube plot; 3D scatterplot of concentration vs
temperature vs ratio solvent C/T

Contour plots were also used to visualize the effects of the parameters on the chosen
absorbance response. The contour plot analysis showed that the maximum absorbance peak
demonstrated these factors' non-linear effects on the selected response [32]. Based on the contour
plots in Figure 5, the area of colour with the highest absorbance value, 2.523, is the optimum
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condition obtained depending on hypothesis. The higher the concentration and temperature,
the higher the absorbance peak produced by polydiacetylene vesicles.
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Fig. 5. Contour plot for each variable
3.3 Optimum Parameter

The best reaction conditions for polydiacetylene cysts were found and validated. The results
showed that polydiacetylene vesicles produced (using 15 different combinations of reaction
conditions) had the highest absorbance peak. Peak absorbance is a response to the BBD method
variables used in this study. The following criteria were fixed for the reactions: monomer
concentration, processing temperature and solvent ratio used to produce the optimal condition of
the polydiacetylene vesicles. The optimum conditions proposed were reaction concentration at 2
mM, reaction temperature of processing at 65°C and a volume of solvent ratio of 50:50. As a
result, it is determined that the sample with the highest concentration of monomer and processing
temperature is the optimal condition selected in this study.

4. Conclusions

The PDA optimization via BBD method has successfully presented a set of optimum parameters
consisting of monomer concentration, processing temperature, and the solvent ratio chloroform
to the THF; possible for the maximum colorimetric effect. The optimization study concluded that the
highest amount of monomer resulted in high monomer polymerisation. The condition was also
influenced by the temperature of the process, where more activation energy was available at higher
temperatures to promote the polymerisation process. However, there is no clear winner on the type
of solvent, as an equal mixture of THF and chloroform shows the highest optical result. Overall, the
optimum condition reported here can be the basis for preparing an excellent colorimetric sensor.

Acknowledgement

The authors acknowledge with gratitude the use of services and facilities at the Malaysian Nuclear
Agency's Radiation Processing Technology Division and the Malaysia-Japan International Institute of
Technology (MJIIT), UTM KL. The Ministry of Higher Education Malaysia funded this research through
FRGS Funding Contract No. FRGS/1/2019/TK05/MOSTI/03/1, Industry International Incentive Grant



Journal of Advanced Research Design
Volume 114, Issue 1 (2024) 1-9

UTM (Q.K130000.3643.03M38), Fundamental Research Grant Scheme R.K130000.7843.5F403
(FRGS/1/2020/STG05/UTM/02/9), and the Ministry of Science, Technology and Innovation (MOSTI)
through the research and administration office.

References

(1]

(2]
3]

(4]

(5]
(6]

(7]

(8]

(9]

(10]

(11]

[12]

(13]

(14]

[15]

(16]

(17]

Umar, Abilesh, Subramaniyam Sivagnanam, Soumyajit Ghosh, and Priyadip Das. "Polydiacetylene (PDA) liposome-
based colorimetric sensor for the detection of ATP in aqueous medium." Materials Today: ProceedingKs 40 (2021):
$230-S235. https://doi.org/10.1016/j.matpr.2020.10.659

Qian, Xiaomin, and Brigitte Stddler. "Recent developments in polydiacetylene-based sensors." Chemistry of
Materials 31, no. 4 (2019): 1196-1222. https://doi.org/10.1021/acs.chemmater.8b05185

Isa, Naurah Mat, Ruzalina Baharin, Rohah A. Majid, and Wan Aizan WA Rahman. "Optical properties of conjugated
polymer: Review of its change mechanism for ionizing radiation sensor." Polymers for Advanced Technologies 28,
no. 12 (2017): 1559-1571. https://doi.org/10.1002/pat.4067

Islam, S., and M. Abdullah. "Structural and 3rd order nonlinear optical properties of organic dyes immobilised silica
nano-composite." Optical Materials 106 (2020): 110034. https://doi.org/10.1016/j.0ptmat.2020.110034

Kim, Changheon, and Kangwon Lee. "Polydiacetylene (PDA) liposome-based immunosensor for the detection of
exosomes." Biomacromolecules 20, no. 9 (2019): 3392-3398. https://doi.org/10.1021/acs.biomac.9b00641

Jung, Yun Kyung, and Hyun Gyu Park. "Colorimetric polydiacetylene (PDA) liposome-based assay for rapid and
simple detection of GST-fusion protein." Sensors and Actuators B: Chemical 278 (2019): 190-195.
https://doi.org/10.1016/j.snb.2018.09.065

Yu-Jia, H. A. O., and Z. H. U. Guang-Ming. "Advances in fabrication of polydiacetylene vesicles and their applications
in  medical detection." Chinese Journal of Analytical Chemistry 48, no. 2 (2020): 164-173.
https://doi.org/10.1016/51872-2040 (19)61213-2.

Moazeni, Najmeh, Ali Akbar Merati, Masoud Latifi, Mehdi Sadrjahani, and Shohre Rouhani. "Fabrication and
characterisation of polydiacetylene supramolecules in electrospun polyvinylidene fluoride nanofibers with dual
colorimetric and piezoelectric responses." Polymer 134 (2018): 211-220.
https://doi.org/10.1016/j.polymer.2017.11.063

Rao, V. Kesava, Nagappa L. Teradal, and Raz Jelinek. "Polydiacetylene capacitive artificial nose." ACS applied
materials & interfaces 11, no. 4 (2019): 4470-4479. https://doi.org/10.1021/acsami.8b20930

Kamphan, Anothai, Nipaphat Charoenthai, and Rakchart Traiphol. "Fine tuning the colorimetric response to
thermal and chemical stimuli of polydiacetylene vesicles by using various alcohols as additives." Colloids and
Surfaces A: Physicochemical and Engineering Aspects 489 (2016): 103-112.
https://doi.org/10.1016/j.colsurfa.2015.10.035

Kim, Myoung Ok, and Jung Soon Lee. "The effect of 10, 12-pentacosadiynoic acid on the morphology and
characteristics of electrospun PDA/PU nanofibers." Fashion and Textiles 6 (2019): 1-16.
https://doi.org/10.1186/s40691-019-0183-3

Gou, Maling, Gang Guo, Juan Zhang, Ke Men, Jia Song, Feng Luo, Xia Zhao, ZhiYong Qian, and YuQuan Wei. "Time—
temperature chromatic sensor based on polydiacetylene (PDA) vesicle and amphiphilic copolymer." Sensors and
Actuators B: Chemical 150, no. 1 (2010): 406-411. https://doi.org/10.1016/j.snb.2010.06.041

Wang, Hui, Jiaxin Yu, Xing Gao, and Hailing Ding. "Preparation and properties of polydiacetylene based
temperature sensors." In IOP Conference Series: Materials Science and Engineering, vol. 729, no. 1, p. 012088. IOP
Publishing, 2020. https://doi.org/10.1088/1757-899X/729/1/012088

Cho, Eunae, and Seunho Jung. "Biomolecule-functionalised smart polydiacetylene for biomedical and
environmental sensing." Molecules 23, no. 1 (2018): 107. https://doi.org/10.3390/molecules23010107

de Oliveira, Taila V., Nilda de FF Soares, Jane S. dos R. Coimbra, Nélio J. de Andrade, Luciano G. Moura, Eber AA
Medeiros, and Hiasmyne S. de Medeiros. "Stability and sensitivity of polydiacetylene vesicles to detect
Salmonella." Sensors and Actuators B: Chemical 221 (2015): 653-658. https://doi.org/10.1016/j.snb.2015.06.130
Huo, Jingpei, Qianjun Deng, Ting Fan, Guozhang He, Xiaohong Hu, Xiaxiao Hong, Hong Chen, Shihe Luo, Zhaoyang
Wang, and Dongchu Chen. "Advances in polydiacetylene development for the design of side chain groups in smart
material  applications—a mini  review." Polymer Chemistry 8, no. 48 (2017): 7438-7445.
https://doi.org/10.1039/C7PY01396E

Sharma, Hemraj, Hari Prasad Sapkota, Sushant Aryal, Nim Bahadur Dangi, Gaber El-Saber BATIHA, and Niranjan
Koirala. "Design of Experimental Approach Biosensor for the Development and Validation of UV
Spectrophotometry Method for Determination of Thiamine in Biological Samples and Tablet Formulation." (2021).
https://doi.org/10.20944/preprints202106.0379.v1



https://doi.org/10.1016/j.matpr.2020.10.659
https://doi.org/10.1021/acs.chemmater.8b05185
https://doi.org/10.1002/pat.4067
https://doi.org/10.1016/j.optmat.2020.110034
https://doi.org/10.1021/acs.biomac.9b00641
https://doi.org/10.1016/j.snb.2018.09.065
https://doi.org/10.1016/j.polymer.2017.11.063
https://doi.org/10.1021/acsami.8b20930
https://doi.org/10.1016/j.colsurfa.2015.10.035
https://doi.org/10.1186/s40691-019-0183-3
https://doi.org/10.1016/j.snb.2010.06.041
https://doi.org/10.1088/1757-899X/729/1/012088
https://doi.org/10.3390/molecules23010107
https://doi.org/10.1016/j.snb.2015.06.130
https://doi.org/10.1039/C7PY01396E
https://doi.org/10.20944/preprints202106.0379.v1

Journal of Advanced Research Design
Volume 114, Issue 1 (2024) 1-9

(18]

(19]

[20]

[21]

[22]

(23]

(24]

[25]

(26]

(27]

(28]

[29]

(30]

(31]

(32]

Wani, Yogita B., and Dipak D. Patil. "An experimental design approach for optimization optimization of
spectrophotometric method for estimation of cefixime trihydrate using ninhydrin as derivatising reagent in bulk
and pharmaceutical formulation." Journal of Saudi Chemical Society 21 (2017): S101-S111.
https://doi.org/10.1016/j.jscs.2013.11.001

Alam, Perwez, Nasir Ali Siddiqui, Md Tabish Rehman, Afzal Hussain, Ali Akhtar, Showkat R. Mir, and Mohamed
Fahad Alajmi. "Box—Behnken Design (BBD)-Based optimization of microwave-assisted extraction of parthenolide
from the stems of Tarconanthus camphoratus and cytotoxic analysis." Molecules 26, no. 7 (2021): 1876.
https://doi.org/10.3390/molecules26071876

Aziz, A. R. A, and S. A. Aziz. "Application of Box Behnken design to optimise the parameters for Kenaf-epoxy as
noise absorber." In IOP conference series: materials science and engineering, vol. 454, no. 1, p. 012001. IOP
Publishing, 2018. https://doi.org/10.1088/1757-899X/454/1/012001

Yusoff, Mohd Zamri, Azfarizal Mukhtar, Khai Ching Ng, and Mohamad Fariz Mohamed Nasir. "Application of Box-
Behnken design with response surface to optimise ventilation system in underground shelter." Journal of Advanced
Research in Fluid Mechanics and Thermal Sciences 52, no. 2 (2018): 161-173.

Czyrski, Andrzej, and Justyna Sznura. "The application of Box-Behnken-Design in the optimization optimization of
HPLC separation of fluoroquinolones." Scientific reports 9, no. 1 (2019): 19458. https://doi.org/10.1038/s41598-
019-55761-z

Tharazi, Izdihar, Abu Bakar Sulong, and Farrahshaida Mohd Salleh. "Application of response surface methodology
for parameters optimization in hot pressing kenaf reinforced biocomposites." Journal of Mechanical Engineering
(JMechE) 17, no. 3 (2020): 131-144. https://doi.org/10.24191/jmeche.v17i3.15318

Pasma, Satriani Aga, Rusli Daik, Mohamad Yusof Maskat, and Osman Hassan. "Application of box-behnken design
in optimization of glucose production from oil palm empty fruit bunch cellulose." International Journal of Polymer
Science 2013 (2013). https://doi.org/10.1155/2013/104502

Zendehboudi, Alireza, Navid Aslfattahi, Saidur Rahman, Mohd Faizul Mohd Sabri, Suhana Mohd Said, A.
Arifutzzaman, and Nor Azwadi Che Sidik. "Optimization of thermal conductivity of NanoPCM-based graphene by
response surface methodology." Journal of Advanced Research in Fluid Mechanics and Thermal Sciences 75, no. 3
(2020): 108-125. https://doi.org/10.37934/arfmts.75.3.108125

Bougot-Robin, Kristelle, Jack Paget, Stephen C. Atkins, and Joshua B. Edel. "Optimization and design of an
absorbance spectrometer controlled using a Raspberry Pi to improve analytical skills." Journal of Chemical
Education 93, no. 7 (2016): 1232-1240. https://doi.org/10.1021/acs.jchemed.5b01006

Bian, Hao, Jiang Wan, Tarig Muhammad, Gehui Wang, Li Sang, Lingling Jiang, Huadong Wang et al. "Computational
study and optimization experiment of nZVI modified by anionic and cationic polymer for Cr (VI) stabilisation in soil:
Kinetics and response surface methodology (RSM)." Environmental Pollution 276 (2021): 116745.
https://doi.org/10.1016/j.envpol.2021.116745

Sadeghi, Nasrin, Shahram Sharifnia, and Trong-On Do. "Optimization and modeling of CO 2 photoconversion using
a response surface methodology with porphyrin-based metal organic framework." Reaction Kinetics, Mechanisms
and Catalysis 125 (2018): 411-431. https://doi.org/10.1007/s11144-018-1407-z

Demirel, Cimen, Abraham Kabutey, David Herak, Ale$ Sedlagek, Cestmir Mizera, and OldFich Dajbych. "Using Box—
Behnken design coupled with response surface methodology for optimising rapeseed oil expression parameters
under heating and freezing conditions." Processes 10, no. 3 (2022): 490. https://doi.org/10.3390/pr10030490
Kottasamy, Arvind, Mahendran Samykano, Kumaran Kadirgama, Devarajan Ramasamy, Md Mustafizur Rahman,
and Adarsh Kumar Pandey. "Optimization of impact energy of copper-polylactic acid (cu-pla) composite using
response surface methodology for fdm 3d printing." Journal of Advanced Research in Fluid Mechanics and Thermal
Sciences 84, no. 1 (2021): 78-90. https://doi.org/10.37934/arfmts.84.1.7890

Khataee, A. R., and G. Dehghan. "Optimization of biological treatment of a dye solution by macroalgae Cladophora
sp. using response surface methodology." Journal of the Taiwan Institute of Chemical Engineers 42, no. 1 (2011):
26-33. https://doi.org/10.1016/j.jtice.2010.03.007

Amani-Ghadim, A. R., S. Aber, A. Olad, and H. Ashassi-Sorkhabi. "Optimization of electrocoagulation process for
removal of an azo dye using response surface methodology and investigation on the occurrence of destructive side
reactions."  Chemical Engineering and Processing: Process Intensification 64 (2013): 68-78.
https://doi.org/10.1016/j.cep.2012.10.012



https://doi.org/10.1016/j.jscs.2013.11.001
https://doi.org/10.3390/molecules26071876
https://doi.org/10.1088/1757-899X/454/1/012001
https://doi.org/10.1038/s41598-019-55761-z
https://doi.org/10.1038/s41598-019-55761-z
https://doi.org/10.24191/jmeche.v17i3.15318
https://doi.org/10.1155/2013/104502
https://doi.org/10.37934/arfmts.75.3.108125
https://doi.org/10.1021/acs.jchemed.5b01006
https://doi.org/10.1016/j.envpol.2021.116745
https://doi.org/10.1007/s11144-018-1407-z
https://doi.org/10.3390/pr10030490
https://doi.org/10.37934/arfmts.84.1.7890
https://doi.org/10.1016/j.jtice.2010.03.007
https://doi.org/10.1016/j.cep.2012.10.012

