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Abstract

This dissertation was concerned and focused a fabrication of a silk fibroin (SF)
nonwoven sheet and its blending with polycaprolactone (PCL) via a needleless
electrospinning technique (technology Nanospider™ ). The procedure concentrated on a novel
method for the preparation of a spinning solution from silk fibroin, by using a mixture of
formic acid and calcium chloride as a solvent. The role of the concentration of silk fibroin
solution, applied voltage and spinning distance are investigated as a function of
the morphology of obtained fibres and the spinning performance of the electrospinning
process. Biocompatibility of the obtained fibre sheets that resulted from the experiment was
evaluated by in vitro testing method, with 3T3 mouse fibroblasts, normal human dermal
fibroblasts, MG-63 osteoblasts and human umbilical vein endothelial cells. Tensile strength
and hydrophilicity as well as physical properties evaluation of electrospun fibre sheets were
performed.

The solvent system consists of formic acid and calcium chloride that can dissolve silk
fibroin at room temperature, a rate of 0.25 gram of calcium chloride per 1 gram of silk fibroin
is required to obtain the completely dissolved silk fibroin solution. This solvent system could
be potentially employed and used for a preparation of silk fibroin solution for a large-scale
production of silk nanofibres, with a needleless electrospinning method.

The diameters of the silk electrospun fibres obtained from the formic acid-calcium
chloride solvent system had a diameter ranging from 100 nm to 2400 nm depending upon
the spinning parameters. Concentrations of silk fibroin in the range of 8 wt% to 12 wt% seem
to be a suitable concentration for the preparation of a nanofibre sheet, with needleless
electrospinning. Furthermore, increasing the concentration of the silk fibroin solution and
the applied voltage improved the spinning ability and the spinning performance in needleless
electrospinning. Pure silk fibroin electrospun fibres have poor mechanical properties while
research indicates blending PCL with silk fibroin can improve mechanical properties
significantly. The diameters of the blended SF/PCL electrospun fibres were smaller and
the elasticity was greater than the pure silk fibroin electrospun fibres. However, an increase
of PCL content in the blended solution affected the spinning performance of the process.
The spinning performance of the electrospinning process tends to decrease as
the polycaprolactone content in the blended solution increases.

Silk electrospun fibre sheets and its blends with PCL are promising materials for
the biomedical applications such as wound dressing and bone tissue engineering. In vitro
tests with living cells show very good biocompatibility of the electrospun fibre sheets,
especially with MG 63 osteoblasts. In addition, the PCL/SF blended fibre sheets have been
applied as supports for immobilisation of laccase from Trametes versicolor. The blended
fibre sheets were suitable for enzyme immobilisation and the blended fibre sheets with
the laccase immobilised showed very good results in the degradation of endocrine disrupting
chemicals (bisphenol A and 17a-ethinyl estradiol). The laccase immobilisation onto
the PCL/SF blended fibre sheets seems to be a promising system for bioremediation of
wastewater treatment.

Keywords: silk fibroin, needleless electrospinning, formic acid, calcium chloride



Anotace

Tato dizertatni prace se zabyva vyrobou nanovlakennych vrstev z fibroinu
z piirodniho hedvabi (silk fibroin, dale jen SF), a smési SF s polykaprolaktonem (PCL)
piipravené metodou bezjehlového elektrostatického zvlaknovani (technologie NanospiderTM).
V procesu zvldknovani byla zkoumana inovativni metoda ptipravy zvldknovaciho roztoku SF
za pouziti rozpoustédla ve forme smési kyseliny mravenc¢i a chloridu vapenatého. Vyzkum
byl zaméfen na vliv koncentrace roztoku fibroinu, pouzitého napéti a vzdalenosti elektrod na
morfologii vzniklych vlaken i na samotny proces zvlaknovani. In vitro testy za pouziti 3T3
mysich fibroblastt, lidskych koznich fibroblastti, MG 63 osteoblastt a lidskych endotelovych
bun¢k z pupecnikové Zily byly zvoleny pro hodnoceni biokompatibility vldkennych vrstev.
Dale byla sledovana pevnost v tahu a hydrofilita spolu s dalsimi fyzikalnimi vlastnostmi
vytvotenych vlakennych vrstev.

Rozpoustédlovy systém, ktery sestaval z kyseliny mravenci a chloridu vapenatého, byl
schopen rozpustit SF za pokojové teploty pii pouziti poméru 0,25 g chloridu vapenatého na
1 g SF. Tento rozpoustédlovy systém je vhodny pro nanovldken metodou elektrostatického
zvlakiiovani na poloprovozni jednotce Superlab.

Primér vlaken, ziskanych za pouziti zminéného rozpoustédlového systému, se
pohyboval v rozmezi 100 nm az 2400 nm v zavislosti na parametrech zvlakinovaciho procesu.
Pro piipravu nanovldken prostfednictvim bezjehlového zvldkiovani byla optimdlni
koncentrace SF od 8% hmot. do 12% hmot. S rostouci koncentraci a napétim se zlepsovala
zvlaknitelnost roztoku a produktivita zvlaknovaciho procesu. Zatimco vlakna ze samotného
SF  méla Spatné mechanické vlastnosti, ukdzalo se, Ze ve smési s PCL dochézelo
k vyraznému zlep$eni. Primér smésnych nanovlaken byl nizsi a pruznost téchto vrstev byla
vyssi nez v pripadée Cistého SF. Se zvySujicim se podilem PCL vSak dochézelo ke zhorSeni
zvlakiiovaciho procesu.

Nanovlakenné vrstvy z Cistého SF a ze smési SF a PCL jsou materidly s potencidlem
pro vyuziti v biomedicinskych aplikacich, jako jsou kryty ran nebo tkanové inZenyrstvi
zaméfené na regeneraci kostnich tkani. In vitro testy s zivymi bunkami, pfedev§im MG-63
osteoblasty, potvrdily velmi dobrou biokompatibilitu pfipravenych nanovldkennych vrstev.
PCL/SF nanovldkna navic naSla své uplatnéni jako nosi¢ pro imobilizaci lakdzy Trametes
versicolor. Nejen ze se tato smésna nanovlakna uplatnila jako nosi¢ pro enzym, ale zaroven
méla imobilizovana lakaza velmi dobré vysledky v oblasti degradace endokrinnich disruptort
(bisfenol A a 17a-ethinyl estradiol). Imobilizace lakazy na PCL/SF nanovlakna ma potencial
pro vyuziti pii ¢isténi odpadnich vod.

Klic¢ova slova: pfirodni hedvabi, bezjehlové elektrostatické zvlaknovani, kyselina mravenci,
chlorid vapenaty
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1. Introduction

Polymer nanofibres have gained much attention as promising materials due to their
unique properties, such as a high specific surface area, small pore diameters and ability to act
as a barrier against microorganisms. They have shown enormous application potential in
diverse areas, including filtration, energy storage, catalyst and enzyme carriers, drug delivery
and release control systems and tissue engineering scaffolds. [1-3]. There are several methods
to produce fibres at the nanoscale. One of these, electrospinning, has attracted a lot of interest
in the last decade. Electrospinning was described as early as 1934 by Anton [5]. It is a simple
but effective method to produce polymer fibres with a diameter in the range of several
micrometres down to tens of nanometres, depending on the polymer and processing
conditions [4-5].

Electrospinning technology can be divided into two branches: conventional or needle
electrospinning and needleless electrospinning. Needle electrospinning setup normally
comprises a high-voltage power supply and a syringe needle or capillary spinner connected to
a power supply and a collector. During the electrospinning process, a high electric voltage is
applied to the polymer solution. This leads to the formation of a strong electric field between
the needle and the opposite electrode, resulting in the deformation of the solution droplet at
the needle tip into a Taylor cone. When the electric force overcomes the surface tension of
the polymer solution, the polymer solution is ejected from the tip of the Taylor cone to form
a polymer jet. Randomly deposited dry fibres can be obtained on the collector due to
the evaporation of solvent in the filament [5-6]. As a needle can produce only one polymer
jet, needle electrospinning systems have very low productivity, typically less than 0.3 g/h per
needle, making it unsuitable for practical uses [7]. Needleless electrospinning systems have
been developed recently. In needleless electrospinning, instead of the generation of a polymer
jet from the tip of the needle, polymer jets form from the surface of free liquid by self-
organization [6-14]. For example, Jirsak et al. [9] invented a needleless electrospinning
system using a roller or cylinder as the fibre generator, which was commercialized by
Elmarco Co. (Czech Republic) with the brand name “Nanospider'™”. The roller
electrospinning device contains a rotating cylinder electrode, which is partially immersed in
a polymer solution reservoir. When the roller slowly rotates, the polymer solution is loaded
onto the upper roller surface. Upon applying a high voltage to the electrospinning system,
a number of solution jets are simultaneously generated from the surface of the rotating
spinning electrode, thereby improving fibre productivity [5].

Silk is a fibrous protein produced by a variety of insects, including the silkworm. Silk
fibres from silkworms have been used in textiles for nearly 5,000 years. The primary reasons
for this longtime use have been the unique luster, tactile properties, high mechanical strength,
elasticity, durability, softness and dyeability of silks. Silks also display interesting thermal
and electromagnetic responses, particularly in the UV range for insect entrapment and form
crystalline phases related to processing [15]. Silk fibres were used in optical instruments as
late as the mid-1900s because of their fine and uniform diameter and high strength and
stability over a range of temperatures and humidity. In addition to its outstanding mechanical
properties, it is a candidate material for biomedical applications because it has good
biological compatibility and oxygen and water vapour permeability, in addition to being



biodegradable and having minimal inflammatory reactions [16-19]. Silks have historically
been used in medicine as sutures over the past 100 years and are currently used today in this
mode along with a variety of consumer product applications. Commercially, silkworm
cocoons are mass produced in a process termed “Sericulture’’ [15].

Although the silkworm spins its cocoon from a continuous filament of silk, the rest of
the silk cocoon is unsuitable for reeling and is known as silk waste. Silk waste includes
cocoons that are not suitable for reeling and waste silk from all stages of production from
reeling through weaving. In Thailand, a large amount (36.6 tons) of this by-product is
produced annually [20]. The composition of silk waste is similar to that of good silk, which is
composed of an inner core protein called fibroin that is surrounded by a glue-like protein
called sericin. Silk waste has been roughly characterized by scientists and showed a high
value of remaining nutrients such as protein and lipid that could be transformed into high-
value products. Many attempts have been emphasized on an application of these silk wastes
for purposes, for example, handicraft, cosmetics, medical materials for human health and
food additives according to its characteristics [20]. In order to discover the alternative way of
value adding from silk waste in Thailand, this study interested in the fabrication of silk
fibroin nanofibre sheets with needleless electrospinning techniques, concentrating on
the effect of parameters on the electrospinning process.

2. Purpose and the aims of the thesis

The aim of this research is to fabricate silk fibroin nanofibres with a needleless
electrospinning method, the experiment intensively concentrated on the effect of parameters
on the needleless electrospinning process. In these studies, the role of the concentration of
silk fibroin solution, applied voltage and working distance are investigated as a function of
the morphology of the obtained fibres and the spinning performance of the electrospinning
process. In addition, a new method for a preparation of the spinning solution by dissolving
silk fibroin in a mixture of formic acid and calcium chloride is being used for a solution
preparation instead of a ternary solvent system of CaCl,/C,HsOH/H,O, which has been
widely used to dissolve silk fibroin. Furthermore, a characterisation of properties of
the obtained electrospun fibre sheets and their interaction with living cells were also studied.

3. Overview of the current state of the problem

The silk fibroin protein is a structuring molecule that has the ability to be processed
into numerous forms through a variety of techniques. Several different material morphologies
can be formed from aqueous or organic solvent formulations of the natural fibre form of silk
for utilization in biomaterials for biomedical applications. Natural silk fibres dissolve only in
a limited number of solvents because of the presence of a large amount of intra- and
intermolecular hydrogen bonds in fibroin and its high crystallinity. Consequently, hydrogen
bonds have an important effect on the conformation and structure of fibroin. The influence of
hydrogen bonding on the stability of fibroin molecules can be seen by the ease with which
protein dissolution occurs in known hydrogen bond-breaking solvents. Silk fibroins are
insoluble in water, dilute acids, alkali and the majority of organic solvents but only swells to
30-40%. Dissolution methods used for solubilizing the degummed silk fibroin fibres
generally rely on strong chaotropic agents, including concentrated acids (hydrochloric acid,
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phosphoric acid and sulphuric acid) and in high ionic strength aqueous salt solutions (such as
lithium thiocyanate, lithium bromide, calcium chloride, zinc chloride, and magnesium
chloride) to neutralize the hydrogen bonds stabilizing the silk crystal structure. Consequently,
the conditions of the dissolution process can influence the chemical composition and
the molecular structure of the silk protein, affecting its biomaterial properties [21-22].

The most ubiquitous method to produce regenerated silk fibroin solution is through
the use of heavy salts like LiBr or CaCl,. The degummed fibres can be dissolved using LiBr
(9.3 M) solution or a ternary solvent system of CaCl,/C,Hs0H/H,0 (1/2/8 mole ratio) to
disrupt hydrogen bonding between the fibroin protein chains. The solution should then be
allowed to thoroughly dissolve for up to 4 hours at 60 °C to ensure complete dissolution.
The heavy salts can then be removed from the silk solution through dialysis against deionized
water over a period of 72 hours. Typically, the molecular weight cut-off for the dialysis
membrane is 3,500 Da, which is permeable enough to allow for the salts and water to travel
freely while retaining the fibroin light and heavy protein chains, respectively. Final silk
solution concentrations range from 6% to 10% (w/v) content. The solvency of aqueous salt
systems depends on the salt concentration, although premature reprecipitation is a problem
unless the solutions are kept at low temperature. The main disadvantage of a salt-containing
aqueous solvent is the long preparation time because aqueous solutions of fibroin have to be
dialyzed for several days to remove the salts and to recover the polymer as films, sponges, or
powder from the aqueous solution by dry forming. In some organic solvents (e.g.
hexafluoroacetone and hexafluoroisopropanol), silk fibroin can be dissolved only after
preliminary activation by dissolution in aqueous salt systems followed by the recovery [21-
23].

Electrospinning silk solution is a favored processing methodology for producing
nanometer- to micron-scale fibres that result in a high degree of available surface area for use
in creating scaffolds for tissue engineering and regenerative medicine purposes [23]. In order
to utilize silk waste, as well as achieve large-scale production of electrospun fibre sheets.
It is necessary to be able to regenerate silk fibres through a simple but efficient spinning
process. A needleless electrospinning was chosen as a technique for a preparation of
electrospun fibre sheets for these studies owing to a capability to fabricate nanofibre layers in
a mass industrial scale. However, a needleless electrospinning is a new technique and most
research on an electrospinning of silk fibroin has been focused on the needle electrospinning
system. There was a little information on an electrospinning of silk fibroin with a needleless
system; therefore, parameters of the spinning process with have not been identified.

4. Materials and methods
4.1 Materials

Waste cocoons of Bombyx mori Linn. Thai silkworm (Nang-Noi Srisakate 1) were
supplied from Chan farm, Amphoe Mueang Chan, Si Sa Ket Province, Thailand. Silk fibroin
was obtained by a degumming process. Briefly, raw silk cocoons were degummed twice with
1.0% of sodium carbonate (Merck Ltd.) and 0.5% of a soaping agent at 100 °C for
30 minutes, rinsed with warm water to remove the sericin from the surface of the fibre, and
then dried at room temperature. ECE phosphate reference detergent FBA free (Union TSL
Co., Ltd., Thailand) was used as a soaping agent in the degumming process. The chemicals
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used for the preparation of the spinning solutions were calcium chloride (Fluka AG,
Switzerland) and 98% formic acid (Penta, Czech Republic). Polycaprolactone (PCL, M,
70,000~90,000 g/mol) was purchased from Sigma Aldrich (Germany).

4.2 Analytical methods and apparatus
4.2.1 Characterisation of spinning solution properties

Conductivity and surface tension properties were determined by a conductivity
meter (CON 510 Bench Conductivity/TDS Meter, Eutech Instruments, Netherlands) and
a tensiometer (Digital Tensiometer K9, Kriiss, Germany) using a plate method. Rheological
properties of spinning solutions were measured by a rheometer (HAAKE™ RotoVisco™ 1
Rotational Rheometer, Thermo Scientific, Germany) using a plate-plate method. All
measurements were conducted at room temperature (approximately 22-25 °C).

4.2.2 Morphology analysis and fibre diameter

The morphological appearance of the electrospun fibres was observed with
a scanning electron microscope (SEM) Vega 3 (Tescan, Czech Republic) at an accelerated
voltage of 20. All the samples were sputter-coated (Q150R ES, Quorum Technologies Ltd.,
England) with gold at a thickness of 7 nm. The diameter of nanofibres was measured by
counting image pixels with image software, NIS-Elements AR software (LIM s.r.0., Czech
Republic). The average fibre diameter and its distribution were determined from 200 random
fibres obtained under each spinning condition.

4.2.3 Spinning performance of the electrospinning process
The spinning performance of the electrospinning process was calculated from

the mass per unit area and width of the electrospun fibre sheets and the velocity of
the backing material, using the equation (1) [24].

_GXW XV 0
=

Where P is a spinning performance (g/min/m), ¢ is a mass per unit area of
electrospun fibres sheet in gram per square metre (g/m?), Wis a width of fibre layer in metre
(m), Vr is a take-up cylinder speed in metre per minute (m/min) and L, is a length of spinning
electrode in metre (m).

4.2.4 Physical properties

- Tensile properties of the electrospun fibre sheets were examined with a tensile
tester (Labor-Tech) at an extension rate of 3 mm/min with 15 mm gauge length. Ten samples
of rectangular shape (10 mm width x 40 mm length) were cut along the same direction of
width and length in the fibre sheet for each sample. The result of tensile strength and
elongation at break were averaged and reported.

- Hydrophilicity of the electrospun fibre sheets was evaluated by water contact
angle measurements using an instrument for contact angle measurement (See System, Advex
Instruments, s. r. 0., Czech Republic). A distilled water droplet size of ~20 uL was placed
carefully onto the surface of the scaffolds at room temperature. After a period of 20 seconds,
the contact angle was recorded. The mean value and standard deviation were calculated
through testing at ten different positions on the same sample.



4.3 Experimental process
4.3.1 Preliminary investigation of the effect of calcium chloride on dissolution
behavior of silk fibroin and morphology of silk fibroin electrospun fibres

Firstly, in order to find out the appropriate amount of calcium chloride for
dissolution of silk fibroin in formic acid. Degummed silk fibres were directly dissolved in
formic acid (98%) with various amounts of calcium chloride to prepare 8 wt% of silk fibroin
solution. The ratio of silk fibroin to calcium chloride was 1:0.15, 1:0.20, 1:0.25, 1:0.30,
1:0.35, 1:0.40, 1:0.45 and 1:0.50 (w/w), respectively. All solutions were magnetically stirred
at room temperature for 6 hours and then solutions were electrospun into fibre sheets.

A schematic representation of the equipment used in the experiment is
illustrated in Figure 1. During the spinning process, the silk fibroin solution was placed on
the surface of the spinning electrode (10 mm in diameter), which was connected to a high-
voltage DC power supply (Spellman SL150). A high voltage of 50 kV was applied to the silk
solution. The electrospun fibres were collected on a collector, which was placed at a distance
of 100 mm from the electrode. The processes were carried out at room temperature and
40+2% humidity.

7 N
Grounded collector
Nanofibre sheet
Polymer solutlon\>
<—High voltage source

(a positive electrode)

Figure 1 Schematic of a simple electrospinning experiment.

4.3.2 Fabrication of silk fibroin nanofibres by needleless electrospinning method

The spinning solutions were prepared by the dissolution of degummed silk
fibres in a mixture of formic acid and calcium chloride. The ratio of silk fibre to calcium
chloride was 1:0.25 (w/w), which is used throughout the remaining experiment. All solutions
were magnetically stirred at room temperature overnight. The properties of spinning solutions
were measured. Subsequently, the solution was electrospun into fibre sheets without any
further treatment.

A schematic representation of the equipment used in the spinning process is
depicted in Figure 2. The electrospinning device contains a rotating electrode, the electrode
was made of stainless steel wire with 125 mm in length (wire diameter 0.02 mm) and
a solution reservoir. The solution reservoir, which has a high voltage connected to the bottom
of the solution bath, was filled with the silk fibroin solution. The process parameters are
shown in Table 1. The electrospun fibres sheet was collected on the backing material
(polypropylene nonwoven fabric) moving along the collector electrode. After spinning,
the electrospun fibre sheets were treated with alcohol to achieve the solvent-induced
crystallization of the silk fibroin and to reduce the water solubility of the fibre sheets. Briefly,
the obtained fibre sheets were immersed in ethanol for 30 min. After drying at room



temperature, the treated fibre sheets were removed from the backing substrate and immersed
in distilled water overnight, followed by rinsing in distilled water to remove residual salts and
then finally dried again.

Take-up cylinder Supporting material

Output of air
|
B |
Collector eletrode
Fibre sheet
L
Air
—~—~— ~ -

Rotating =— Input of
electrode ™~ conditioned air — @——‘—
Polymer : — 4
luti 5 mm
solution @

High-voltage source
(a) (b)
Figure 2 (a) Schematics of needleless electrospinning setup and (b) a spinning electrode.

Table 1 Spinning parameters of an electrospinning experiment

Parameters Parameters level
Silk fibroin concentration (wt%) 6, 8, 10,12, 14
Applied Voltage (kV) 30, 35, 40, 45, 50, 55, 60
Distance between electrodes (mm) 100, 125, 150
Roller angular velocity (rpm) 15
Backing fabric take up speed (mm/min) 10
Air humidity (%) 35-40
Temperature (°C) 20 - 25

For comparison, a spinning solution from silk powders was prepared as follows:
the degummed silk fibres were dissolved in a tertiary solvent system of CaCl,/ C,HsOH/H,0
solution (1/2/8 in molar ratio) at 85 °C for 40 minutes to attain silk fibroin solution. The ratio
of silk fibre over dissolving solution was 1:10 (w/w). Then, the silk fibroin solution was
dialyzed against deionized water in dialysis tubing cellulose membrane (Sigma, molecular
cutoff 12,000-14,000) at room temperature for 3 days. The dialyzed silk solution was filtered
and spray dried to obtain silk powders; finally, the dried silk powders were dissolved in
formic acid for 4 hours to prepare 12 wt% silk solution for electrospinning.

4.3.3 Preparation of silk fibroin-polycaprolactone blended fibres with needleless
electrospinning method
Although silk fibroin nanofibres were successfully fabricated with needleless
electrospinning, the obtained fibre sheet is usually fragile. It is brittle in the dry state, which
is a disadvantage and would be unsuitable for practical use. However, if the dry state is
required and the brittleness is undesirable, mechanical properties of silk fibre sheet can be
improved by blending with other synthetic polymers [25]. In these studies, polycaprolactone
has been used for blending with silk fibroin owning to its good mechanical properties, non-
toxicity and biocompatibility. VVarious blend ratios of silk fibroin and polycaprolactone could



be investigated for the fabrication and evaluation. The effect of blend ratio of silk fibroin and
polycaprolactone in spinning solution is investigated as a function of the properties of
the blended solution, the morphology of electrospun fibres and the spinning performance of
the process.

For a preparation of spinning solutions, polycaprolactone pellets were
dissolved in formic acid to prepare 15 wt% of polycaprolactone solutions. The solutions
were continuously stirred with a magnetic stirrer at ambient temperature for 4 hours. Silk
fibroin solution was prepared as described in topic 4.3.2. The silk fibroin concentration was
fixed at 12 wt%. The SF/PCL blended solutions were prepared by mixing the silk fibroin
solution with the polycaprolactone solutions at weight ratios of 9/1, 8/2, 7/3, 6/4 and 5/5
(w/w), respectively. After that, all solutions were magnetically stirred at room temperature.
The properties of blended solutions were measured. Subsequently, the blended solution was
electrospun at a high voltage of 55 kV. The equipment used for these studies is same as
a previous experiment (topic 4.3.2). Electrospinning was carried out at a distance of 100 mm.
After spinning, the obtained electrospun fibre sheets were treated with ethanol and
characterised as same as the electrospun silk fibroin fibre sheets. Moreover, the physical
properties of these blended electrospun fibre scaffolds were characterized when compared to
silk fibroin fibre sheets.

4.4 In vitro tests of electrospun fibre sheets from silk fibroin and its blend with
polycaprolactone
In order to evaluate interaction between the electrospun fibre sheets with living
cells; 3T3 mouse fibroblasts, normal human dermal fibroblasts, MG-63 osteoblasts and
human umbilical vein endothelial cells were seeded on silk fibroin (SF) and silk
fibroin/polycaprolactone (SF/PCL) blended fibre sheets [prepared from SF/PCL blended
solutions at weight ratios of 7/3 and 5/5 (w/w)].

- Preparation of scaffolds and cell seeding

The fibre sheets were cut into small disks with a diameter of 6 mm to fit each
well of 96-well plate. The specimens were sterilized by immersion in 70% aqueous ethanol
solution for 30 minutes followed by double washing in phosphate buffer saline (PBS, Lonza).
3T3 mouse fibroblasts, normal human dermal fibroblasts and MG-63 osteoblasts were seeded
on the fibre sheets placed in 96-well plate at density of 5x10% per well plate. During the
experiment, a medium was changed 3 times per week. On the other hand, human umbilical
vein endthelial cells were seeded on the scaffolds placed in 96-well plate at density of 1x10*
per well plate and a medium was changed 3 times during the 7 days experiment.

- Cell adhesion and proliferation analysis
To test cell adhesion and proliferation, MTT test using 3-(4,5-dimethylthiazol-
2-yl)-2,5-diphenyl-2H-tetrazolium bromide was used for measurement of cell viability during
the cultivation time. The morphologies of cellular on the fibre sheets were analysed by
fluorescence microscopy and scanning electron microscope (SEM). The results after 1 day
are depicted in result section for cellular adhesion evaluation. The results at the end of
the experiment are presented for proliferation rate assessment.



4.5 Immobilisation of laccase on polycaprolactone/silk fibroin blended fibre sheets
- Preparation of polycaprolactone/silk fibroin nanofibre sheets

For a preparation of blended solution, PCL pellets were dissolved in formic
acid to prepare 20 wt% of polycaprolactone solution. The blended solution was prepared by
mixing the polycaprolactone solution with the silk fibroin solutions (12 wt%) at weight ratios
of 8/2 (w/w). After that, the solution was magnetically stirred at room temperature overnight.
Subsequently, the electrospinning was performed by using Nanospider™ NSIWS500U
(Elmarco, Czech Republic). The solution was electrospun at a high voltage of -10/50 kV.

- Enzyme immobilisation on polycaprolactone/silk fibroin nanofibre sheets.

Laccase from Trametes versicolor was immobilised on the blended nanofibre
sheets by covalent attachment method. In an immobilisation process, the blended fibre sheet
was cut into small pieces. Each of them weighed 5 mg. These samples were washed with
ethanol and distilled water and after that, modified via combinations of glutaraldehyde and
bovine serum albumin. After modification, the fibre sheets were thoroughly washed with
distilled water. After that, the washed samples were placed in 100 mM Mcllvaine buffer with
pH 3.0 to measure the activity of the laccase immobilised on the fibre sheets [26-27].
The parameters for immobilisation are shown in Table 2.

Table 2 Parameters for immobilisation process

Modification method Enzyme solution TemTp::’:llture
GA (2 h, 20 °C, milli-Q, 12.5 %v/v)- 0.5 ml laccase (2 mg/ml) 20 hours
BSA (14 h, 20 °c, milli-Q, 1 mg/ml)- 20 mM Mcllvaine buffer 4°C
GA (2 h, 20 °C, milli-Q, 12.5 %v/v) pH 3.0

Remark: GA, BSA and Milli-Q refer to glutaraldehyde, bovine serum albumin and ultrapure water

- Determination of degradation of endocrine disrupting chemicals (EDCs) by
immobilised laccase on PCL/SF blended fibre sheets
The fibre sheets with immobilised laccase were tested for the degradation of
micropollutant mixture. Bisphenol A (BPA) and 17a-ethinyl estradiol (EE2) were selected as
an endocrine disrupting chemical for these studies. The micropollutant mixture consisted of
50 uM bisphenol A and 50 uM 17a-ethinylestradiol (EE2). Stock solutions with
a concentration of 500 uM of these two chemicals were prepared separately by dissolving in
methanol. These two solutions were mixed together and diluted with ultrapure water. All
samples were placed into glass vials with 3 ml of micropollutant mixture and these vials were
constantly shaken in a water bath at 37 °C. Blank samples that were prepared alike to
the actual samples but in their case the immobilised laccase was inhibited by 10% sodium
azide. Additional vials contained certain amount of free laccase that approximately
corresponded to the units of laccase immobilised on the samples. In selected time intervals,
the supernatant from all vials was collected and measured by HPLC. The sampling consisted
of 70 ul of the supernatant diluted by 140 ul of methanol and 1.5 ul of 2.8% sodium azide,
which was added to stop the degradation in case some of the laccase was collected within the
supernatant. After the first use, all samples were removed from the reaction mixture, washed
with ultrapure water and stored in ultrapure at 4 °C until they were used for the next trial.



5. Summary of the results achieved

5.1 Effect of calcium chloride on dissolution behavior of silk fibroin and morphology
of silk fibroin electrospun fibres

Figure 3 exhibits the difference dissolution of silk fibroin in formic acid with

different amounts of calcium chloride. It was observed that silk fibroin insoluble in formic
acid, but soluble in a mixture of formic acid and calcium chloride. This shows that calcium
chloride can improve the solubility of silk fibroin in formic acid. It is suggested that calcium
chloride has a chaotropic property that disrupts stabilizing intramolecular forces such as
hydrogen bonds, van der Waals forces and hydrophobic interactions in protein structures by
shielding charges and preventing the stabilization of salt bridges. Hydrogen bonds are
stronger in nonpolar media. Calcium chloride that increases the chemical polarity of
the solvent can also destabilize hydrogen bonding in silk fibroin structure and ion-dipole
interactions between the salts and hydrogen bonding species, which are more favorable than
normal hydrogen bonds. It will make hydrophobic proteins more soluble in the solvent [21,
28]. From the results show that silk fibroin could completely dissolve in formic acid when
the weight ratios 1:0.25 (w/w) of silk fibroin to calcium chloride was used.

@ (b) © (d)
without CaCl, 1:0.15 1:0.20 1:0.25
Figure 3 Photographs of dissolution of silk fibroin in formic acid with different amounts of
calcium chloride; [SF:CaCl, (w/w)]

The SEM micrographs and diameter distribution of the silk fibroin electrospun
fibres prepared from silk solutions with different amounts of calcium chloride are shown in
Figure 4. The results show that there is a significant increase in the average fibre diameter
with an increase in the amount of calcium chloride. Average fibre diameter was increased to
a range of 360 nm to 720 nm. It is assumed that adding a large quantity of calcium chloride
can cause a change in the evaporation of solvent. Due to calcium chloride has an ability to
attract moisture from the air and surroundings, then the ability to absorb water of the silk
fibroin solution was increased when an amount of salt was increased. As the result,
the solution can absorb more ambient water during electrospinning. The absorption of water
does not allow to complete the drying process during the time of flight of the solution jet and
this phenomenon could cause a slowing in evaporation of the solvent, which may cause an
increase in fibre diameter and produce congealed mats instead of unwoven fibres [29-30].
Therefore, the weight ratio of 1:0.25 and 1:0.30 (w/w) of silk fibre to calcium chloride seem
to be a suitable ratio for a preparation of silk fibroin solution, which used for
an electrospinning process. Eventually, the weight ratio of 1:0.25 (w/w) was preferred and
used throughout the remaining experiment.
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Figure 4 SEM micrographs and diameter distribution of electrospun fibres prepared from
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5.2 Effect of parameters on needleless electrospinning of silk fibroin
- Effect of silk fibroin concentration

Considered the effect of concentration of spinning solution on fibre morphology
with the applied voltage of 60 kV, when the silk fibroin concentration increased from 6 wt%
to 14 wt%. The effect of silk concentration on the morphological appearance and diameter of
the electrospun fibres was investigated by SEM, as shown in Figure 5. It was found that
an increase in the concentration of silk fibroin solution produces a significant effect on
the average fibre diameter and the uniform diameter distribution of the obtained electrospun
fibre. The results show that under the same electrospinning conditions, the fibre diameter and
non-uniform fibre diameter distribution of the obtained electrospun fibres increased with
an increase in the silk fibroin concentration, demonstrating the important role of
the concentration of the spinning solution in fibre formation during the electrospinning
process. When the concentration increased from 6 wt% to 14 wt%, the average fibre diameter
increased from 191 nm to 1500 nm, respectively.

The concentration of the polymer solution reflects the number of entanglements of
polymer chains in the solution, which, in turn, affect the viscosity of the solution. An increase
in the concentration of the silk solution will result in greater polymer chain entanglement in
the solution. Thus, the viscosity of the solution also increases. At higher concentrations,
the diameter of the fibre is greater. In addition, the interaction between the solution and the
charges on the jet determine the distribution of the fibre diameters obtained. This is probably
due to the number of jets that form during electrospinning. Multiple jets may form from
the main electrospinning jet, which is stable enough to yield fibres of smaller diameter at
certain concentrations, thereby generating fibres with various diameters [31-32].

In this study, the concentration of the silk solution played an important role in
the spinnability of the needleless system. At low concentrations of the spinning solution,
nonfibrous formations were produced instead of nanofibres with beads. It is possible that
Taylor cones are created in needleless electrospinning by picking up the spinning solution
covering the surrounding spinning electrode [5, 14]. Generally, in spinning solutions with
a low concentration, the viscosity of the solution is also low. Such solutions cannot be loaded
on the surface of the spinning electrode because of their lack of viscosity. When Taylor cones
do not form on the surface of an electrode, the electrospinning process results in nonfibrous
formations [24, 31]. It was observed that no fibres were formed when silk fibroin
concentration less than 5 wt% for this spinning condition. When the concentration of the silk
solution was increased to 6 wt%, nanofibres were formed. Although, silk fibroin solution
with the concentration of 6 wt% can spin into nanofibres with the needleless system,
the spinning solution still has a low viscosity. There some droplets were observed on
the obtained fibre sheet. Further increase in the concentration of silk fibroin up to 8 wt%
results in continues nanofibres and droplets disappeared. This was due to the fact there were
sufficient molecular chain entanglements in the polymer solution to prevent the breakup of
the electrically driven jet and to allow the electrostatic stresses to further elongate the jet to
form fibres. Therefore, the silk fibroin solution should have a concentration at least 8 wt% to
produce continuous silk fibres with a nanometer diameter under the experimental conditions
of this study. Concentrations of silk fibroin in the range of 8 wt% to 12 wt% seem to be
a suitable concentration for a preparation of nanofibre sheets with needleless electrospinning.
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Figure 5 SEM micrographs and diameter distribution of electrospun fibres produced by
needleless electrospinning with silk fibroin solution at various concentrations.
(@) 6 wt%, (b) 8 wt%, (c) 10 wt%, (d) 12 wt%, (e) 14 wt% (magnification 5 kx).
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Figure 6 Rheological behaviour of spinning solutions prepared from different concentrations
of silk fibroin.

For comparison, silk electrospun fibres prepared by using silk powder from
the ternary solvent system of CaCl,/C,HsOH/H,0, was also electrospun by the needleless
system. Under the same operating conditions, the diameters of the silk electrospun fibres
obtained from the ternary solvent system were smaller and the diameter distribution was
narrower than those obtained from the solvent system composed of formic acid and calcium
chloride (see Fig.7). However, the disadvantage of the ternary solvent system is time-

consuming and compllcated preparation process.
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Figure 7 SEM micrograph and diameter distribution of electrospun fibres produced by
needleless electrospinning with 12 wt% silk powder from the ternary solvent
system (SEM magnification 5 kx).

In addition to affecting the fibre morphology and spinnability, the concentration of
the spinning solution also influenced the spinning performance. Under the same processing
parameters, with the increase in the silk fibroin concentration, the spinning performance
increased constantly. The spinning performance of the electrospinning process increased
from 0.224 g/min/m to 2.051 g/min/m when the concentration increased from 6 wt% to
14 wt%. The reason for the increased spinning performance of the process at the increased
silk fibroin concentration was the high solution viscosity, which facilitated jet/filament
formation.
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SEM micrographs of silk fibroin electrospun fibres (12 wt%) after treatment with
ethanol are shown in Figure 9. Compared with non-treated electrospun fibres, morphologies
of all treated fibre sheets were significantly changed. The diameters of treated electrospun
fibres increased in comparison with non-treated relevant electrospun fibres. This was
probably due to the swelling of the silk fibroin electrospun fibres by ethanol during treatment.
The diameters of silk fibroin electrospun fibres after treatment with ethanol was slightly
increased. On the other hand, In addition, the non-treated electrospun fibres sheet was found
to shrink and dissolve after being soaked in deionized water. As shown in Figure 9 (d),
the nanofibres were obviously swollen and bonded with each other. However, the treated
nanofibrous scaffolds after being soaked in deionized water for 2 days still maintained good
morphologies.
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Figure 9 SEM micrographs of silk fibroin electrospun fibres (a) non- treated fibres,
(b) electrospun fibres after treatment with ethanol, (c) electrospun fibres after
treatment with ethanol and soaking in distilled water for 2 days, (f) non-treated

fibres after soaked in water, (SEM magnification 5 kx).

‘

- Effect of applied voltage

The applied voltage is a very important parameter with regard to the formation of
jets in electrospinning systems because a high voltage is used to create an electrically charged
jet of a polymer solution [10, 13]. For evaluating the effect of the applied voltage on
the electrospinning process, silk fibroin solutions with the concentration 8 wt% and 12 wt%
were electrospun at a voltage between 30 kV and 60 kV. SEM micrographs of the obtained
fibre and their diameter distributions at the different applied voltages are shown in Figure 10
and 11, respectively.
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In this electrospinning system, when the silk fibroin solution was charged with
an electric voltage higher than 26 kV, a number of jets were generated from the surface of
the spinning electrode. The results show that increasing the applied voltage produced an
effect on the fibre diameter, but the concentration of silk fibroin solution apparently has more
effect on the fibre diameter than the applied voltage. With an increase in the applied voltage
from 30 kV to 60 kV, the average fibre diameter was decreased from 487 nm to 393 nm for
8 wt% of silk solution and from 940 nm to 710 nm for 12 wt% of silk fibroin solution,
respectively.
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Figure 10 SEM micrographs and diameter distribution of electrospun fibres prepared by
needleless electrospinning from silk fibroin 8 wt% at various applied voltage
(@) 30 kV, (b) 35 kV, (c) 40 kV, (d) 45 kV, (e) 50 kV, (f) 55 kV, (g) 60 kV (SEM
magnification 5 kx).
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Figure 11 SEM micrographs and diameter distribution of electrospun fibres prepared by
needleless electrospinning from silk fibroin 12 wt% at various applied voltage
(@) 30 kV, (b) 35 kV, (c) 40 kV, (d) 45 kV, (e) 50 kV, (f) 55 kV and (g) 60 kV
(SEM magnification 5 kx).

However, the spinning performance of electrospinning process was influenced by
the applied voltage and polymer concentration. The spinning performance of the process
changed from 0.038 g/min/m to 0.787 g/min/m with silk fibroin concentration of 8 wt% and
from 0.246 g/min/m to 1.487 g/min/m with silk fibroin concentration of 12 wt%, when
the applied voltage was increased from 30 kV to 60 kV. As the electric field is the main
driving force initiating the formation of Taylor cones and jets from the surface of the
solution, increasing the electric voltage increases the electrostatic force on the polymer jet,
which favours more elongation of the jet and the formation of smaller fibres. On the other
hand, the electric field also functions to overcome the frictional forces that act within
the moving polymer solution and to accelerate filament movement toward the collector
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electrode. It is easier to generate solution jets at higher applied voltage in a polymer solution
charged by a stronger electric field because a larger amount of solution is removed from
the surface of the solution, thereby improving the spinning performance of the process [7, 10,
12].
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- Effect of distance between electrodes

To study the effect of spinning distance on the morphology of the obtained
electrospun fibres and the spinning performance of the process. Spinning solutions with
a concentration of 8 wt% and 12 wt% were electrospun at a high voltage of 60 kV.
Electrospinning was carried out at a distance of 100 mm, 125 mm and 150 mm. SEM
micrographs of the resulting fibres and their distributions at the different spinning distance
are shown in Figure 13 and 14, respectively.

The results show that an increase in a spinning distance had a less significant
effect on the average fibre diameter but produces an influence on the spinning performance of
electrospinning process. An increase in the distance from 100 mm to 150 mm, the average
fibre diameter was decreased from 393 nm to 343 nm with silk fibroin concentration of
8 wt% and from 710 nm to 647 nm with silk fibroin concentration of 12 wt%. The
performance of electrospinning process changed from 0.787 g/min/m to 0.295 g/min/m with
silk fibroin concentration of 8 wt% and from 1.487 g/min/m to 0.695 g/min/m with silk
fibroin concentration of 12 wt% when the distance was increased.

The distance between the spinneret and the collector is a key factor in determining
the morphology of fibres and the spinning performance that are produced. It is suggested that
increasing the distance has the same effect as decreasing the applied voltage and this will
cause a decrease in the field strength. Since the electric field is the main driving force to
initiate the formation of jets from the surface of the solution, decreasing the electric voltage
will decrease the electrostatic force on the polymer jet, which results in a decrease of the
spinning performance of the process. In other circumstances, increasing the distance results in
a decrease in the average fibre diameter.
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Figure 13 SEM micrographs and diameter distribution of electrospun fibres prepared by
needleless electrospinning from silk fibroin 8 wt% at different spinning distance.
(@) 100 mm; b) 125 mm; c) 150 mm (SEM magnification 5 kx).
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Figure 14 SEM micrographs and diameter distribution of electrospun fibres prepared by
needleless electrospinning from silk fibroin 12 wt% at different spinning distance.
(@) 100 mm; b) 125 mm; c¢) 150 mm (SEM magnification 5 kx).
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As mentioned earlier, jet elongation and thinning only happens while the jet is in
flight and still a fluid. This elongation occurs owing to charge repulsion between ions in
the solution combined with a net pull towards the collector. While in flight, the polymer
solution solidifies as the solvent is evaporated from the surface, forming polymer fibres.
Therefore, increasing the spinning distance will increase the time for thinning to occur and
provided the polymer is not yet solid, the fibre diameter will be reduced [29].
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Figure 15 Effect of spinning distance on (a) average fibre diameter and (b) spinning
performance of the process

5.3 Effect of polycaprolactone on needleless electrospinning of silk fibroin
- Effect of blend ratio of silk fibroin and polycaprolactone on properties of spinning
solution
The properties of silk fibroin/polycaprolactone blended solution including
conductivity, surface tension and viscosity at various weight ratios are shown in Figure 16
and 17, respectively. The results show that the variation of the weight ratio of
polycaprolactone in the blended solution had a significant effect on properties of
the solutions. When silk fibroin solution (12 wt%) blends with a solution of 15 wt%
polycaprolactone, it is obviously clear that conductivity and viscosity of the blended solution
decreased with increasing weight ratio of polycaprolactone, while surface tension of
the blended solution was increased. It seems that conductivity and surface tension of
the blended solutions are affected by a variation of polycaprolactone content in the solution.
In an electrospinning process, spinning parameters of the process were the same for all the
solution. It can assume that conductivity and surface tension of the blended solutions are
responsible for significant differences in a fibre morphology and a spinning performance of
the process.
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Figure 16 Effect of blend ratio of silk fibroin and polycaprolactone on (a) conductivity and
(b) surface tension [blending ratio 10/0 (w/w) means pure silk fibroin solution].
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Figure 17 Rheological behaviour of silk fibroin and polycaprolactone blended solutions at
various weight ratios

- Morphology of silk fibroin/polycaprolactone blended electrospun fibres

SEM micrographs and diameter distribution of the electrospun fibre composed of
silk fibroin and polycaprolactone at various weight ratios of polycaprolactone solution are
shown in Figure 18. The results show that under the same concentration of silk solution and
electrospinning conditions, the fibre diameter and diameter distribution of the obtained
electrospun fibres decreased in accordance with an increase in the weight ratio of
polycaprolactone in a spinning solution. When the weight ratio of polycaprolactone in
the blended solution increased from 9/1 to 5/5, the average fibre diameter decreased from
691 nm to 340 nm, respectively.
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Figure 18 SEM micrographs and diameter distribution of electrospun fibres produced by
needleless electrospinning with SF 12 wt% and PCL 15 wt% at various weight
ratios. a) 10/0, b) 9/1, ¢) 8/2, d) 7/3, e) 6/4, f) 5/5, (SEM magnification 5 kx).

In particular, pure silk fibroin electrospun fibres had larger diameters and showed
greater variation in fibre diameter when compared to silk fibroin/polycaprolactone
electrospun fibres, which is attributed to differences in properties of spinning solution.
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This was presumably due to the dielectric constant of the polycaprolactone solution in this
solvent system. Generally, the dielectric constant of a solvent has a significant influence on
electrospinning; a solution with a greater dielectric property reduces the diameter of
the resultant electrospun fibre and improves uniformity. The bending instability of
the electrospinning jet also increases with higher dielectric constant. This may also facilitate
the reduction of the fibre diameter due to the increased jet path [32]. In addition, Luo at el
[33] described the influence of dielectric constant of solvent systems on an electrospinning of
polycaprolactone solutions. They observed that the dielectric constant of the solvent
showed a dominant influence on the diameters of the polycaprolactone electrospun fibres.
When dissolved polycaprolactone in the solvent with dielectric constants was ~19 and above
(at 20 °C), diameters of polycaprolactone electrospun fibre in the nanometer range were
achieved.

In these experiments, polycaprolactone was dissolved in formic acid, a solvent
with high dielectric constant (¢ ~58 at 20 °C), also resulted in a reduction in electrospun fibre
diameter. Therefore, when silk fibroin solution was blended with polycaprolactone solution
in this solvent system, the blended solution will have a greater dielectric constant than pure
silk fibroin solution (it can assume that pure silk fibroin solution has a lower dielectric
constant than polycaprolactone solution due to a presence of calcium chloride in silk fibroin
solution). As a result, the fibre diameter of obtained fibres tends to decrease as
the polycaprolactone content in the blended solution increases. In addition to affecting
the diameter of electrospun fibres, the weight ratio of polycaprolactone in the blended
solution also influenced the spinning performance. Under the same processing parameters,
with the increase in the weight ratio of polycaprolactone in the blended solution, the spinning
performance decreased (Fig. 19). When the weight ratio of polycaprolactone in the blended
solution increased from 9/1 to 5/5, the spinning performance decreased from 1.104 g/min/m
to 0.552 g/min/m, respectively. From the results, it is possible that the addition of
polycaprolactone causes an increase in surface tension and a reduction in conductivity of
the blended solution. Electrospinning involves stretching of the solution caused by repulsion
of the charges at its surface. A reduction in conductivity tends to decrease the charge density
at the surface of the jets, which it results in a lower bending instability. As a result,
the deposition area of the electrospun fibres is decreased and will also decrease
the throughput of electrospinning process [34].
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Figure 19 Effect of blend ratio of silk fibroin and polycaprolactone on (a) average fibre
diameter and (b) spinning performance of the process.
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- Effect of blend ratio of silk fibroin and polycaprolactone on physical properties of
the obtained elctrospun fibres
Tensile properties of silk fibroin and silk fibroin/polycaprolactone blended fibre
sheets are shown in Figure 20. From the results, silk fibroin electrospun fibre sheet showed
poor tensile properties (typical brittle fracture), the average elongation at break was 5.49%,
and the average tensile strength was 5.5 N. In the case of silk fibroin/polycaprolactone
blended fibre sheets, the tensile properties were significantly different, depending on
the blend ratios of silk fibroin and polycaprolactone in the solution. Considered the effect of
the blend ratios on tensile properties of the blended fibre sheets, when the weight ratio of
blended solutions (SF/PCL) changed from 9/1 to 5/5, the average elongation at break
increased from 7.29% to 19.51%, respectively. This indicated that the elasticity of silk fibroin
electrospun fibres sheet was improved by blending with polycaprolactone.

a

60 4 553
5,0 1

4,0 A

3,0 1

o
bty

Force (N)
o

Elongation (%)

2,0 A1

o e

o

e o e e e
e
“+:+:+:+=+:+:+:+:+:+:+:+ 1k
e e o e e
e o A A

1,0 A

o
L

ity
Lo

o

5%

e

o,

o+
o

o
oty

o
e

¥

ko

Y
5!
o

e

o+

0,0 - - X
10/0 9/1 8/2 713 6/4 5/5 10/0 91 8/2 713 6/4 5/5
Blending ratio (w/w) Blending ratio (w/w)

Figure 20 Effect of blend ratio of silk fibroin and polycaprolactone on (a) tensile strength
and (b) elongation at break of the electrospun fibre sheets.

The water contact angle of silk fibroin and silk fibroin/polycaprolactone fibre
sheets with different weight ratios was shown in Figure 21. The pure silk fibroin fibre sheet
showed a water contact angle around 42.1°, indicating that the silk fibres sheet possessed
good hydrophilicity. When the weight ratio of blended solution (SF/PCL) changed from 9/1
to 5/5, the water contact angles of the fibre sheets increased from 51.3° to 81.7°, respectively.
Even though, silk fibroin is mostly composed of hydrophobic amino acids (glycine and
alanine) and serine, its structural characteristic provides some hydrophilicity, resulting in
a lower contact angle as compared to the blended fibre sheet and pure polycaprolactone
(119°). However, silk fibroin/polycaprolactone blended fibre sheets still have good
compatibility with living cells.
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Figure 21 Effect of blend ratios of silk fibroin and polycaprolactone on water contact angle
of the blended electrospun fibre sheets.

5.4 In vitro test results of electrospun fibre sheets from silk fibroin and its blend with
polycaprolactone
- In vitro tests with 3T3 mouse fibroblasts
Cell viability seeded on silk fibroin and silk fibroin/polycaprolactone blended
fibre sheets was measured by MTT test during the time of cultivation in days 1, 3, 7 14 and
21. From the results are shown in Figure 22, it can see that all tested materials support
fibroblast proliferation during 3 weeks of cultivation. Cells adhered to the scaffold and
proliferated through the surface. The proliferation rate increased after 7 days of cultivation
where the absorbance increased. The highest proliferation rate was found between days 7 and
14. Then it was slowed down probably because of the fact that cells had covered almost all
the surface of tested scaffolds.
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Figure 22 Cell viability measured by MTT test after cultivation with 3T3 mouse fibroblasts.

After a period of incubation, the fibre sheets were fixed and analyzed by
fluorescence microscope. Red cell nuclei were stained by propidium iodide. The results are
shown in Figure 23. It can see that during the time of cultivation, cells adhered and
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proliferated well on the surface of the fibre sheets in all tested materials. It showed a very
good biocompatibility of pure silk fibroin and silk fibroin/ polycaprolactone blended fibre
sheets.

1 day

21 days

SF SF/PCL 7/3 SF/PCL 5/5

Figure 23 Fluorescence microscopy pictures of 3T3 mouse fibroblasts stained with
propidium iodide during cell culture (magnification 100 x).

For electron microscopic analysis, after a period of cultivation the fibre sheets
were fixed and dehydrated and analyzed by SEM microscope. The cells adhered on
the surface of the scaffolds is depicted in Figure 24. The results are in agreement with
fluorescence microscopy results. Cells proliferated through the surface of the fibre sheets and
in the end of the experiment (after 21 days of cell culture), cells almost completely covered
all the surface of the tested specimens. Finally, all tested materials showed very good
properties in terms of proliferation rate.

SF © SFPCL7/3  SFIPCL5/5

Figure 24 SEM micrographs of the fibre sheets after cell cultured with 3T3 mouse fibroblasts
(SEM magnification 1 kx).
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- Invitro tests with normal human dermal fibroblasts (NHDF)

Cell proliferation was measured by MTT test during the time of cultivation in
days 1, 3, 7 and 14. The results are shown in Figure 25, it can see that all tested samples
support fibroblast proliferation during 2 weeks of cultivation. Cells adhered to the fibre sheets
and proliferated through the surface. From the third day of an incubation period, the fibre
sheet composed of silk fibroin/polycaprolactone in the ratio of 7/3 (w/w) showed the highest
cell viability in comparison to the other tested materials. Pure silk fibroin and combination of
silk fibroin and polycaprolactone in the ratio of 5/5 (w/w) showed similar cell proliferation
rate during 2 weeks incubation period.
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Figure 25 Cell viability measured by MTT test after cultivation with normal human dermal
fibroblasts.

From the results are shown in Figure 26, it can see that during the time of
cultivation, cells adhered and proliferated well on the surface of the fibre sheet in all tested
materials, but silk fibroin has a high level of autofluorescence. Therefore, it is difficult to
distinguish between red cell nuclei and stained fibres when pure silk fibroin or combination
of silk fibroin and polycaprolactone is used.

1 day

14 days

SF ~ SFPCL7B SF/PCL 5/5
Figure 26 Fluorescence microscopy pictures of normal human dermal fibroblasts stained
with propidium iodide during cell culture (magnification 100 x).
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For electron microscopic analysis, the cells adhered on the surface of the fibre
sheets that is depicted in Figure 27. The cells are well dispersed onto nanofibrous layers and
proliferated through the surface of the fibre sheets, and at the end of the experiment cells
covered almost all the surface of the fibre sheet, especially on the fibre sheet made from
the composition of 7/3 (SF/PCL). This outcome is in agreement with MTT results where this
layer showed the highest value of cell viability. All tested materials showed very good
properties for normal human dermal fibroblast spreading through their surface.

SF | SF/PCL 7/3 SF/PCL 5/5

Figure 27 SEM micrographs of the fibre sheets after cells cultured with normal human
dermal fibroblasts (SEM magnification 1 kx).

- In vitro tests with MG 63 osteoblasts
Cell viability seeded on the fibre sheets was measured by MTT test during
the time of cultivation. The results are shown in Figure 28, it can see that all tested materials
support osteoblast proliferation during 2 weeks of cultivation. Cells adhered to the fibre sheet
and proliferated through the surface. Silk fibroin electrospun fibre sheet showed the highest
proliferation rate at the end of cultivation. This phenomenon could explain silk is a natural
polymer that contains amino acid sequences that promote cell adhesion and proliferation.
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Figure 28 Cell viability measured by MTT test after cultivation with MG 63 osteoblasts.

From the results are shown in Figure 29. It can see that during the time of
cultivation, cells adhered and proliferated well on the surface of the fibre sheets in all tested
materials. Fluorescence microscopy pictures confirmed MTT test results that obtained by
the previous experiment. It showed a very good biocompatibility of silk fibroin and silk
fibroin/polycaprolactone blended fibre sheets with MG 63 osteoblasts.

1 day

14 days

SF SF/PCL 7/3 SF/PCL 5/5

Figure 29 Fluorescence microscopy pictures of MG-63 osteoblasts stained with propidium
iodide during cell culture (magnification 100 x).

SEM micrographs from scanning electron microscopy are in agreement with
fluorescence microscopy as well as MTT test. As shown in Figure 30, all tested materials
showed good adhesion evaluated 1 day after seeding of osteoblasts onto the fibre sheets.
During the 2 weeks of the experiment, the cells proliferate through the surface of the fibre
sheets and cover most of the fibre sheets surface. Cells in silk fibroin electrospun fibre sheets
have different morphology. In the other fibre sheets, cells create a confluent monolayer. But
in silk fibroin fibre sheets, single cells can be distinguished. It is possible that not only
a single layer is created. In vitro tests show very good biocompatibility of all tested
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nanofibrous material with MG-63 osteoblasts. The most promising one seems to be the pure
silk fibroin. The results were confirmed by viability measurement with MTT test and
fluorescence microscopy as well as scanning electron microscopy. From the results can
conclude that silk fibroin or in combination with polycaprolactone is a good material for bone
tissue engineering scaffolds.
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& ’?

SFIPCL7/3

Figure 30 SEM micrographs of the fibre sheets after cells cultured with MG-63 osteoblasts
(SEM magnification 1 kx).

- In vitro tests with human umbilical vein endothelial cells (HUVEC)

Cell proliferation was measured during the time of cultivation in days 1, 4 and 7
by MTT test. From the results, as shown in Figure 31, it can see that silk fibroin fibre sheets
do not support endothelial cell proliferation during 7 days of cultivation. Cells adhered to
the scaffold within the first day but then the proliferation rate was low. Where even lower
viability than the first day was measured. After 7 days of incubation period, a slight increase
in cell viability was observed.

0.4 1
0,242

Absorbance (570 - 650 nm)

Time of incubation (days)

Figure 31 Cell viability measured by MTT test after cultivation with human umbilical vein
endothelial cells.
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Previous results obtained by MTT test were confirmed by a microscopic technique
that the silk fibroin scaffolds do not support endothelial cell proliferation (Fig. 32 and
Fig. 33). After 7 days of cultivation, it can still observe just adhered single cells.

1 day 4 days 7 days

Figure 32 Fluorescence microscopy pictures of human umbilical vein endothelial cells
stained with propidium iodide during cell culture (magnification 100 x).

1 day 4 days : 7 days

Figure 33 SEM micrographs of the silk electrospun fibre sheets after cell cultured with
human umbilical vein endothelial cells (SEM magnification 1 kx).

5.5 Degradation of endocrine disrupting chemicals (EDCs) by immobilised laccase
on PCL/SF blended fibre sheets

From the obtained result, the polycaprolactone/silk fibroin blended fibre sheet
showed to be a promising material for enzyme immobilisation due to its sufficient
mechanical stabilities and affinity to the enzyme. After long immobilisation periods, it tended
to degrade and partially break down into small filaments, especially when stored at low pH.
In a case of several samples, the loading exceeded 100 U/g of the support, which was a very
promising result.

The degradation of bisphenol A and 17a-ethinyl estradiol by the immobilised
laccase on PCL/SF blended fibre sheets are shown in Figure 34 and 35, respectively.
The immobilised laccase blended fibre sheets were able to degrade around 80% of bisphenol
A and 97% of 17a-ethinyl estradiol after 4 hours, which was a better result, compared to
the free laccase with 0.07 U. The experiment was repeated the next day after an incubation in
ultrapure water at 4 °C overnight. Even during the second usage, they consumed 75% of
bisphenol A and 86% of 17a-ethinyl estradiol. After the second usage, the blended fibre
sheets showed marks of mechanical damage during the long time process. Their edges were
gradually losing small filaments so it was impossible to recover the original mass of
the samples for the second measurement.
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Figure 34 Degradation of bisphenol A by the immobilised laccase on PCL/SF blendeds fibre
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Figure 35 Degradation of 17a-ethinyl estradiol by the immobilised laccase on PCL/SF
blended fibre sheets.

The results are shown that a degradation of bisphenol A and 17a-ethinyl estradiol
by the immobilised laccase on the blended fibre sheets was faster than degradation by the free
laccase. This finding was not expected because the free laccase had an advantage against
the immobilised enzyme. This advantage was its solubility in the micropollutant mixture
offering the laccase to constantly catalyze the degradation in the whole volume of the liquid.
On the other hand; the immobilised laccase was attached to the square matrix with
the diameter of only 1 cm and this piece of textile was haphazardly floating in the 3 ml of
the liquid. The higher catalytic effectiveness of the modified nanofibres might be explained
by an increased stability of the immobilised laccase at 40 °C and constant shaking of 120 rpm
compared to the free enzyme which could have lost its activity at these conditions. In some
cases, the degradation curve had a different shape because of a point where the concentration
of the micropollutants increased although it generally showed a decreasing tendency.
This phenomenon was probably caused by a sampling error.
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6. Evaluation of results and new finding

The research studied a fabrication of silk nanofibres with a needleless electrospinning
method, concentrating on the effect of the processing parameters on the morphology of
the obtained fibres and the spinning performance of the electrospinning process.
Biocompatibility of the electrospun fibre sheets was evaluated by In vitro testing with living
cells.

In these works, a new method for a preparation of a silk fibroin solution by dissolving
degummed silk fibre in a mixture of formic acid and calcium chloride is being used instead of
a ternary solvent system of CaCl,/C;HsOH/H,0. The use of formic acid-calcium chloride as
the solvent for silk fibroin dissolution has an advantage of being simple in an operation when
compared to the ternary solvent system. The solvent system consists of formic acid and
calcium chloride can directly dissolve silk fibroin at room temperature. The weight ratio of
1:0.25 (w/w) of silk fibres to calcium chloride seems to be a suitable ratio for dissolution of
silk fibroin in formic acid.

In an electrospinning process of silk fibroin with formic acid-calcium chloride solvent
system, the concentration of the silk solution played an important role in the spinnability of
the needleless electrospinning system. The silk electrospun fibres had a diameter ranging
from 100 nm to 2400 nm when the concentration of silk fibroin increased from 6 wt% to
14 wt%. Concentrations of silk fibroin in the range of 8 wt% to 12 wt% seem to be a suitable
concentration for a preparation of silk fibroin nanofibres with the needleless electrospinning.
Furthermore, increasing the concentration of the silk fibroin solution improved the spinning
ability and the spinning performance of the electrospinning process. An increase in
the applied voltage also enhancing the spinning performance of the process, however,
an increase in the applied voltage had a little effect on a reduction of the diameter of silk
fibroin electrospun fibres. On the other hand, the variation of spinning distance in
the spinning process was affected the spinning performance. The spinning performance of
the process was decreased when the spinning distance was increased.

Compared to a needle electrospinning of silk fibroin in the same solvent system,
the diameter of the electrospun fibres produced with the needle system was smaller and
the fibres had a narrower distribution than those obtained with the needleless system.
Furthermore, the applied voltage required to initiate the spinning process from the needleless
system was higher than that needed to generate fibres from the needle. However, the spinning
performance of the needleless electrospinning was much higher than that of the needle
electrospinning. In addition, the difference in a solvent system for silk fibroin dissolution also
influenced the diameters of the obtained fibre. Under the same operating conditions,
although, the diameters of the silk electrospun fibres obtained from formic acid-calcium
chloride solvent system were greater than those obtained from the ternary solvent system,
the processing duration of silk electrospun fibres with this solvent system is much shorter
than that of the ternary solvent system. Thus, dissolution of silk fibroin in formic acid and
calcium chloride could be potentially employed in a preparation of spinning solution for
a large-scale production of silk nanofibres with a needleless electrospinning method.

Even though silk fibroin nanofibres were successfully fabricated with the needleless
electrospinning, pure silk electrospun fibres sheet is fragile (low elasticity) in the dry state,
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which is a disadvantage and would be unsuitable for practical use. Mechanical properties of
silk electrospun fibre sheet can improve by blending with synthetic polymers such as
polycaprolactone. The blended fibre of silk fibroin and polycaprolactone can also prepare
with needleless electrospinning in the same condition and the elasticity of the blended fibre
sheet depending on the blend ratios of silk fibroin and polycaprolactone in the solution.
An increase in the weight ratio of polycaprolactone in the blended solution increasing
the elongation at break of the blended fibres. However, increasing the polycaprolactone
content in the blended solution reduced the average fibre diameter and the spinning
performance of the process. Moreover, the hydrophilicity of the blended fibre sheet also
decreased when increasing the polycaprolactone content, but the blended fibre sheets still
have a compatibility with living cells.

The results from in vitro tests with living cells show very good biocompatibility of
silk fibroin and silk fibroin/polycaprolactone blended fibre sheet. The fibre sheets were able
to promote adhesion, spreading and proliferation of 3T3 mouse fibroblasts, normal human
dermal fibroblasts and MG-63 osteoblasts. All tested fibre sheets showed good adhesion
evaluated 1 day after seeding onto the fibre sheets. During the 2 weeks of the experiment,
the cells proliferate through the surface of the fibre sheets and cover most of the fibre sheets
surface. On the other hand, pure silk fibroin electrospun fibre sheets do not support human
umbilical vein endothelial cells proliferation. Endothelial cells adhered on the fibre sheet
within the first day but the proliferation was low. After 7 days of incubation period, a slight
increase in cell viability was observed. It can assume that the silk fibroin electrospun fibre
sheet and its blends with polycaprolactone are promising materials for the biomedical
applications such as wound dressing and bone tissue engineering.

In addition, these works also studied feasibility in enzyme immobilisation on
the blended fibre sheet. Laccase from Trametes versicolor was immobilised on the blended
PCL/SF (8/2) nanofibre sheets by covalent attachment method. The appropriate
immobilisation procedure included a modification via glutaraldehyde-bovine serum albumin-
glutaraldehyde and the 20 hours for the laccase attachment at temperature 4 °C and pH 3.0.
From the obtained result, the PCL/SF blended fibre sheets showed to be a promising material
for enzyme immobilisation for its sufficient mechanical stabilities and affinity to the enzyme.
Several samples, the loading exceeded 100 U/g of the support. Moreover, the PCL/SF
blended fibre sheets with the immobilised laccase were more efficient in the degradation of
endocrine  disrupting chemicals (bisphenol A and 17a-ethinyl estradiol) than
the approximately same amount of the free laccase. It can suggest that the blended nanofibres
could be applied as a component of established water filtering systems for a treatment of
effluents coming from facilities known for their high production of endocrine disrupting
chemicals in the wastewater.
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Disertacni praice: PRODUCTION OF NON-WOVEN FABRICS BY USING SILK FIBRES
VIA ELECTROSPINNING TECHNIQUE

Autor: NONGNUT SASITHORN, M.Sc.
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Diserta¢ni prace Nongnut Sasithorn, M.Sc. s ndzvem Production of Nonwovens using Silk Fibres
via Electrospinning Technique® se zabyva izolaci silk fibroinu (SF) a pfipravou nanovlakenné
vrstvy ze SF technikou bez-jehlového elektrostatického zvlakiovani za vyuziti origindlni smési
kyseliny mraven¢i a chloridu vapenatého jako rozpoustédla. Navrzeny rozpoustédlovy systém pro
SF je vhodny pro kontinualni pfipravu nanovldkenné vrstvy na SuperLabu. Autorka podrobné
studuje vSechny vyznamné materidlové a procesni charakteristiky elektrostatického zvlakfiovani
roztoku SF, poptipadé jeho smési s jinym polymerem, a jejich vliv na morfologii vznikajicich
nanovldken. Zabyva se téZ mechanickymi a hydrofilnimi vlastnostmi nanovldken v zavislosti na
piimési dalsiho biodegradabilniho polymeru, zejména polycaprolactonu (PCL).

The dissertation of Miss Nongnut Sasithorn with the title "Production of Nonwovens using Silk
Fibres via Electrospinning Technique" deals with isolation of silk fibroin (SF) and preparation of
nanofibre layers from the SF by needleles electrospinning technique using the original mixture of
formic acid and calcium chloride as the solvent. Designed solvent system for SF is suitable for the
continual preparation of nanofibre layer on SuperLab. The author studied in detail all significant
material and process characteristics of the SF electrospinning solution, or mixtures with other
polymers, and their effects on the morphology of the produced nanofibres. It also deals with
mechanical and hydrophilic properties of nanofibres depending on a mixture of another
biodegradable polymer, preferably polycaprolactone (PCL).

Déle  byla studovana biokompatibilita nanovldkenné vrstvy in vitro pomoci 3T3 mySich
fibroblastu, lidskych koznich bunék a MG 63 osteoblasti. Z testd vyplynulo, Ze nanovldkna ze
smési SF/PCL jsou velmi slibnym materidlem pro biomedicinské aplikace.

Nanovlédkennd vrstva ze smési SF/PCL byla aplikovana jako nosi¢ pro imobilizaci enzymu lakaza
z dfevokazné houby Trametes versicolor.

Takto imobilizovany enzym vykazuje velmi dobré vysledky pfi degradaci endokrinnich disruptort
jako je bisfenol A a 17a-ethinyl estradiol. Imobilizovana laktdza na nanovlakenné vrstvé SF/PCL je
proto velmi perspektivni systém pro bioremediaci a do¢istovani odpadni vody.

Biocompatibility of nanofibre layers was also investigated in vitro using 3T3 mouse fibroblasts,
human skin cells and MG 63 osteoblasts. The tests proved that the nanofibres from a mixture of the
SF/PCL are a very promising material for biomedical applications.

The SF / PCL nanofibre layer was tested as a carrier for immobilizing the enzyme laccase from the
wood-decaying fungi Trametes versicolor. The immobilized enzyme showed very good results in
the degradation of endocrine disruptors such as bisphenol A and 17a-ethinylestradiol. The laccase
immobilization onto PCL/SF blend fibre sheets seems to be a very promising system for
bioremediation and wastewater treatment.
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Doktorandka pfistoupila k feSeni disertaéni prace velmi zodpovédng, o ¢emz svéd¢i i rozsahla
reserse, ¢itajici cca 90 rozmanitych tituld. Od pocatku svého pobytu na TUL projevovala Nongnut
Sasithorn hluboky z4jem o zvolenou problematiku, ale také nevedni pracovni nasazeni a invenci.

The PhD student approached to the solution of the dissertation very seriously, which shows an
extensive recherche, numbering about 90 multiple titles. Nongnut Sasithorn showed deep interest in
the chosen topic but also hard work and ingenuity from the beginning of her stay at TUL.

Téma elektrostatického zvlakiovani silk fibroinu, stejné tak kokony bource morusového, si sle¢na
Nongnut Sasithorn zajistila sama ve spolupraci ve svou matefskou univerzitou v Thajsku.
Vysledkem jeji prace je presné vypracovana metodika jak z hlediska izolace SF, tak i z hlediska
procesu kontinualniho zvldknovani.

Tato disertaéni prace objastiuje vlivy jednotlivych proménnych na izolaci SF, elektrostatické
zvlaknovani, stabilizaci proti rozpousténi, morfologii a aplikaci. Kvalitné jsou rozpracovany
aplika¢ni sméry pro biomedicinu, napf. hojivé kryti ran a imobilizaci enzymu.

Miss Nongnut Sasithorn ensured the topic of silk fibroin electrospinning, as well as silkworm
cocoons by herself in cooperation with her parent university in Thailand. The result of her thesis is
precisely developed methodology of both separation of SF and continual electrospinning process.
This dissertation clarifies the effects of individual variables to the separation of SF, electrospinning,
stabilization against dissolution, morphology and application. Guidelines for biomedical
applications, e.g. healing wound dressing and enzyme immobilization, are well elaborated in the
thesis.

Kandidatka vyrazné pfispéla k pochopeni provézanosti riznych materidlovych a procesnich
parametr(i pii bezjehlovém zvlaknovani SF a jeho smési. Pfedlozila fadu aplikatnich moZnosti pro
SF a jeho smési.

Candidate significantly contributed to the understanding of the interdependence of different
material and process parameters during the needleles electrospinning of SF and its mixture. She put
forward a number of possible applications for SF and its mixtures.

Vysoce hodnotim publikaéni a konferen¢ni ¢innost sl. Nongnut Sasithorn, ktera Cita Sest
¢asopiseckych tituld a devét konferen¢nich prispévki, které napsala béhem svého doktorského
studia v Liberci. N. Sasithorn vedla v letech 2013-2015 diplomovou préaci s ndzvem

“Imobilizace enzymi v mikrovlakennych a nanovlakennych materidlech a jejich vyuziti v
biotechnologiich”, ktera byla ocenéna cenou rektora TUL a cenou CEEP 2014 (Cesky energeticky a
ekologicka projekt, stavba, inovace).

I highly evaluate publication activities of Mrs. Nongnut Sasithorn including six journal titles and
nine international conference papers, which she wrote during her doctoral studies in Liberec. N.
Sasithorn supervised a master thesis called “Enzyme immobilization on microfibrous or
nanofibrous materials and their application in biotechnology”, which was awarded by the rector of
TUL and price of CEEP 2014 (Czech Energy and Ecology Project, Construction and Innovation).

Z vy$e uvedenych divodi jsem jiz dfive navrhla praci Nongnut Sasithorn, M.Sc. k pfijeti k
obhajobé a nyni navrhuji, aby ji byl udélen doktorsky titul.

TECHNICKA UNIVERZITA V LIBERCI | Ustav pro ialy, p ilé technologie a inovace | Studeniské 1402/2 | 461 17 Liberec 1 EEE
Oddéleni nanotechnologii a informatiky B -
tai. +420 485 353 88¢ | ymenc.pij) tui oz | exitul.cz | iC: 467 47 685 DIC: CZ 467 47 885 .-.
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According to above mentioned facts, I have previously suggested submitting the thesis of Nongnut
Sasithorn, M.Sc. to the defense and now I also suggest, that Mrs. Nongnut Sasithorn was awarded a
doctorate (Ph.D).

| /
Doc. Ing.Lenka Martinova, CSc. Qg (/\ ) J

Technickd univerzita v Liberci
Ustav pro nanomaterialy, pokrocilé technologie a inovace

V Liberci 5.5. 2016

TECHNICKA UNIVERZITA V LIBERCI | Ustav pro d hnol
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Reviews of the opponents

Report on PhD thesis
Nongut Sasithorn: ,,Production of nonwoven fabrics by using silk fibres via
electrospinning technique*

The subject of this thesis is related to the utilization of needless electrospinning
technique for fabrication of nonwoven sheets from silk fibroin and silk
fibroin/polycaprolactone solutions. The topic is very interesting as the silk electrospun fibre
sheets and its blends with polycaprolactone are promising materials for biomedical
applications. The thesis deals mainly with the spinning process and it comprises two relatively
independent parts. The first one is focused on a new solvent system for silk fibroin dissolution
and screening different variables in preparation of electrospun nonwoven sheets. The second
one deals with the biocompatibility of prepared materials and with their potential utilization in
enzyme immobilization.

The chapter Theoretical and literature review, based on up-to-date references,
comprises brief information about silk fibre and its characteristics. about fundamentals of
electrospinning and state of the art in electrospinning of silk fibroin. This chapter has been
written very comprehensibly in a good language. The chapter Experimental describes the used
materials, experimental processes and analytical methods. Some queries to this part are as
follows:
1. Proper chemical nomenclature is poly(lactic acid), poly(lactic acid-co-glycolic
acid), abbreviation for gram is g, not gm. — p. 61

2. To specity the used rheometer, the measuring geometry must be specified (coaxial
cylinders, cone-plate or plate-plate?) Also specification of measuring spindle
should be added. — p.62

3. The description of preparation of the “traditional silk spinning solution™ is not
fully clear. Why was the composition of CaCl,/EtOH/H,O ternary solvent
expressed in molar ratio? Ratio 1/2/8 moles represents 111g CaCl, / 92g EtOH /
144g H,O. Is this the composition that was used? What does mean the ratio
silk:solvent 1:10 (w/v)? It must be specified as g.cm™, kg.m™, g L™, etc. The
concentration 12% (w/w) is not clear as well. Does it mean 12 wt.% (i.e. 12 wt.
parts of silk and 88 wt. parts of solvent) or 12 wt. parts of silk on 100 wt. parts of
solvent (phs)? — p. 65

4. Similarly, in Table 4.1 a correct caption should be possibly “Effect of added CaCl,
to 8 wt.% silk fibroin/formic acid mixture on some properties of created solutions™
instead of “Effect of concentration of CaCl, on properties of silk fibroin solution 8
wt.%”, because the concentration of CaCl, was not specified. — p.76

5. The spinning experiments were carried out under different air humidity, cf. 35-
40% (p.66), 38% (p.67). and 23.5% (p.70). How does the humidity affect the
particular electrospinning process? This variable was not studied but it might be
important. — see p. 42

The chapters Results and discussion and Conclusion were well elaborated,
unfortunately, the language is not that good as in the previous chapters. The most important
achievements of this part were finding the feasible composition of CaCl,/formic acid solution
for electrospinning silk and silk/polycaprolactone blends and evaluation of processing
variables with respect to properties of electrospun fibre sheets. Author did confirm very good
biocompatibility of the fabricated materials as well as their potential application as support for
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enzyme immobilization. In summary, the thesis represents a good contribution to improving
the knowledge in the field of silk fibroin electrospinning and utilization of the prepared
fibrous materials in biomedical applications.

Conclusion

In conclusion, it can be stated that the subject of thesis is highly relevant and that the
candidate achieved the aim using modern experimental and analytical methods. By choosing
the approach and method of elaboration Ms. Nongut Sasithorn manifested her ability of
independent a creative scientific work. By a successful solution of a research problem. she
brought new findings and showed a good grasp of scientific methods of work. As Ms. Nongut
Sasithorn thus fulfilled the appropriate conditions, I recommend her thesis for defending.
After the successful defense, I recommend to confer a scientific degree of Ph.D. upon the

candidate.
Z ULy &

Pardubice, 2016-03-17 Prof. Jaromir Shupiarek
University of Pardubice
FCHT - Institute of Chemistry and Technology of
Macromolecular Materials

o
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FROM: Miroslav Raab, Professor of Macromolecular Technology
SUBJECT: Report on Doctoral Dissertation
“Production of Nonwoven Fabrics by Using Silk Fibers via Electrospinning Technique:
or in Czech:
“Priprava netkanych textilii s obsahem hedvabnych vliken ziskanych metodou
elektrostatického zvlaknovani”
submitted by
Nongnut Sasithorn, M.Sec.
to the
Technical University of Liberec, Faculty of Textile Engineering
DATE: March 2016
OPINION:  Recommended

Technical university of Liberec is internationally acknowledged due to discovery and further
development of a special device for the continuous production of nanofibers. The device has
been successfully produced by the Elmarco company and received the trade name
Nanospider. At the Technical university further research is being conducted to improve the
Nanospider technology and find new prospective applications for various types of nanofibers.
This dissertation is an important contribution to such efforts.

The comprehensive 142-page Dissertation focused on the preparation of nanofibers from
regenerated silk fibroin and its blends with polycaprolactone . The subject area is well
selected and topical, as also shown by recently published books . The topic of the dissertation
is very interesting scientifically and important both from the point of views of economy and
ecology. So, it could show new ways for ecological processing of silk waste.

The Dissertation is well structured. After a short “Introduction” it contains “Theoretical part”
together with a review of relevant literature (40 pages). The introductory part is accompanied
by a list of references (87 items). This part shows that the author understands well the
complex relationships between individual levels of hierarchical structure of silk and is aware
of the relevant literature on electrospinning of silk fibroin. Next part of the Dissertation is
“Experimental” (16 pages). The starting materials, preparation of spinning solutions and
electrospinning processes themselves are described in this part. Moreover, in vitro test of
the interaction between prepared webs and living cells are reported. Finally, the part “Results
and discussion” summarizes all obtained results and also the useful experience gained
during the PhD study. The text is written in understandable English, though the English style
would benefit from some more proofreading. Formally, the Dissertation has a very good level
and the text is accompanied by well selected and carefully prepared illustrations. I have only
two remarks to the theoretical and experimental parts: First, the difference in mechanical
strength between native silk and various types of regenerated silk would deserve a
comparison and structural explanation. Second, the composition and preparation of spinning
solutions would need a clearer description and presentation, perhaps in a form of a table. I
recommend to present such a diagrammatical table during the defense.

From the list of references it follows that the candidate appears as co-author in two
conference contributions, one publication in a special issue of a Research Journal and one
publication in Journal of Nanomaterials. Unfortunately, the corresponding reference (Ref. 51)
is incomplete. Definitively, some further original publications would be possible and
desirable.
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I have some questions to the author that can initiate discussion during and after the
defense.

(1) There are two possibilities how to improve mechanical strength of silk fibroin
nanofibers, namely: a) controlling supermolecular structure of fibroin and b)
blending fibroin with other polymers. Try to compare briefly these two
approaches.

(2) How stable are the silk fibroin solutions ?
(3) Which applications of silk fibroin mats are perspective ?

These questions do not deny the original work of the candidate and the very good
standard of the presented Dissertation. The aim of the doctoral study, as specified on page 18,
has been successfully achieved. Clearly, the obtained results will be useful for the future
research at the Faculty of Textile Engineering and show a good scientific level of the whole
University. The very positive role of the supervisor, Assoc. Prof. Lenka Martinova, is here
obvious. The candidate has proven an expertise in needleless spinning on one hand and a
promising class of nanomaterials on the other. Her scientific work is original and independent.
Besides, the amount of work is quite substantial. I recommend the Dissertation for the award
of PhD. degree by the Technical University of Liberec.

March 23, 2016

=

\\/ N [ \\,—

Miroslav Raab, PhD.
/ Professor of Macromolecular Technology
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Reviewing report

PhD thesis: Production of Nonwoven Fabrics by Using Silk Fibres via Electrospinning
Technique

PhD Candidate: Nongnut Sasithorn, Technical University of Liberec

Reviewer: Dr. Xin Wang, School of Fashion and Textiles, RMIT University, Australia

The research work of the thesis focuses on the scaled up fabrication of nanofibres from silk
fibroin either as solely or blended with polycaprolactone, with application potentials as
biomaterials and waste water purification. As nanofibre has great application potential and
silk products are promising in different industrial areas, this research work has great

significance in both academia and industry.

Needleless electrospinning method has been utilised in this research, which is properly
fulfilled the purpose of large scale production of nanofibre from silk fibroin. A new solvent
system containing calcium chloride and formic acid was invented to properly dissolve silk
and a blending electrospinning of silk fibroin and polycaprolactone was applied to fabricate
silk fibroin nanofibres with proper mechanical properties. These methods and approaches

successfully fulfilled the proposed aims of the study.

The results of the thesis are correct according to the reviewer’s knowledge, and the candidate
has contributed greatly to the knowledge of fabrication nanofibres from silk fibroin and its

application in biomaterials and water treatment.

While the candidate properly wrote the thesis according to scientific standard and critical
thinking, it is greatly recommended to have a careful proofreading so as to improve the

language and correct typos and grammar.

As there is no publication list of the candidate in the thesis, the reviewer cannot comment in

this regard.

Considering the academic merits and significance of the research work in this thesis, I

recommend the PhD. Thesis for defence.

Posudek byl zaslan elektronicky bez podpisu.
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