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A B S T R A C T

The interaction between genipin and a model protein bovine serum albumin (BSA), with and without the
addition of acetic acid, has been studied experimentally and by modelling. The number of amino groups
available to react was determined to be 5.6 % of the total number of amino acid building blocks on BSA.
Fluorescence intensity was used to record the progress of the reaction over the 24 h, while the modelling study
focused on capturing the kinetic profiles of the reaction. The experiments revealed a slow start to the BSA and
genipin interaction, that subsequently accelerated in an S-shaped curve which the modelling study linked with
the existence of the feedback cycle for both reactive amino groups and genipin. At BSA concentrations ≥30 mg/
mL the reaction was accelerated in the presence of acid, while below 30 mg/mL the acidified conditions delayed
the onset of the reaction. Contrary to the reaction mechanisms previously proposed, a degree of breakdown of the
fluorescent links in the products formed was denoted both experimentally and in a modelling study. This indi-
cated the reversibility of the processes forming fluorescent product/s and suggested feasibility of the successful
release of the protein following prospective encapsulation within the genipin-crosslinked hydrogel structure.

1. Introduction

Recent advancements in biotechnology have led to a wide range of
peptide and protein drugs for the prevention and treatment of various
diseases. Examples include vaccines against infections, hormones (e.g.,
insulin for diabetes mellitus), as well as antibodies (e.g., nivolumab,
rituximab) and cytokines (e.g., epoetin, interferons) against cancers and
autoimmune disorders, among others. The most effective administration
route for these advanced therapeutics is through parenteral injection
due to their poor oral bioavailability caused by pre-systemic enzymatic
degradation and low intestinal permeability [1,2]. However, the pro-
longed and frequent injections coupled with the prohibitive cost of
medication and associated professional care, can reduce medication

adherence due to factors such as patient discomfort, aversion to in-
jections, concerns about needle size, and local irritation. Therefore, it is
vital to develop alternative drug delivery technologies for peptide and
protein drugs with a focus on patient acceptability and usability. Market
trends indicate that the global market for oral peptide and protein drugs
will grow from US$643 million in 2016 to US$8.23 billion in 2028. The
total biologics market (valued at US$255.19 billion in 2019) is expected
to increase with a compound annual growth rate of 7.6 % between 2019
and 2027 [3]. In response to the identified need, scientific groups have
endeavoured to develop alternative formulations and routes for the
delivery of protein and peptide drugs. This includes advanced oral,
nasal, ophthalmic, buccal, and transdermal formulations as well as
injectable and implantable formulations for prolonged drug dosing
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[4,5].
The impetus behind the research here stems from growing interest in

advancing hydrogel-based materials as scaffolds for protein and peptide
drug delivery. Hydrogel scaffolds containing the drug of interest can be
designed to protect it from the host environment and once in the desired
location release it in a controlled manner [6]. To obtain stable hydrogel
structures that can contain and subsequently release the drug, these
constructs are frequently fabricated using cross-linking agents that
enable the gel formation [7]. Chitosan-based hydrogels have garnered
extensive research attention due to the promising properties of chitosan
and its widespread availability and accessibility [8–10]. In the case of
chitosan, cross-linking agents typically react with the amino groups
present on chitosan (formed following chitin deacetylation) linking
neighbouring chitosan chains and forming hydrophilic, porous three-
dimensional structures [11]. Importantly, peptide and protein drugs
can also engage their free amino groups in this reaction. While chemical
binding of the drug to a hydrogel scaffold can have advantages such as
extended drug containment and subsequent release upon scaffold
degradation. It is important to understand this process and its kinetics to
use it efficiently.

This study assesses the reaction of proteins with genipin, a cross-
linking agent, by using bovine serum albumin (BSA) as a model pro-
tein. BSA often represents serum albumin proteins especially human
serum albumin [12]. Genipin (C11H14O5, 226.23 g/mol) is a white
crystalline powder extracted from the Gardenia jasminoides plant, its
solubility in distilled water is ~1 % w/v at 25 ◦C and 2 % w/v at 37 ◦C
[13]. Naturally biocompatible, genipin has been a staple in Chinese
medicine for centuries and is renowned for its various health benefits
such as anti-inflammatory and diuretic effects [14]. In recent years,
genipin has been increasingly used as a cross-linking agent to form
chitosan-based hydrogels [15], where its low cytotoxicity compared to

alternative cross-linking agents such as glutaraldehyde stands out
[14,16]. On the other hand, BSA is a protein that makes up approxi-
mately 10 % of the total whey protein content in milk and is predomi-
nantly found in the bovine circulatory system. BSA comprises 583 amino
acids residues with a molecular weight of 66.4 kDa [17] (Fig. S1, Sup-
plementary Material). It is a widely accepted model protein due to its
abundance, low cost, structural stability, similarity to other proteins and
relevance to biological systems [18]. BSA molecules contain lysine and
arginine residues with reactive primary amine groups. This makes it an
ideal model protein to study for cross-linking with genipin [19].

2. Previous studies of genipin and bovine serum albumin
reactions

Several studies have investigated genipin and BSA reactions aimed to
form hydrogels and/or encapsulate and deliver proteins [14,16],
[19–21]. Butler et al. studied the mechanism of the cross-linking reac-
tion between biopolymers containing primary amine groups and genipin
using FTIR, UV–Vis, 13C NMR, protein-transfer reaction mass spec-
trometry, photon correlation spectroscopy and dynamic oscillatory
rheometry [14]. They concluded that two reactions take place at
different rates. The faster reaction is a nucleophilic attack on genipin by
a primary amine group leading to the formation of a heterocyclic com-
pound of genipin linked to the glucosamine residue in chitosan and the
basic residues in BSA and gelatin (Reaction Scheme 2, Fig. 1). The sec-
ond slower reaction was the nucleophilic substitution of the ester group
possessed by genipin to form a secondary amide link with chitosan, BSA,
or gelatin (Reaction Scheme 1, Fig. 1). Furthermore, after denoting a
slower cross-linking reaction in the presence of deuterium oxide (in
place of water), they concluded that acid catalysis was necessary for
either or both reactions to proceed.

Fig. 1. Proposed mechanism of cross-linking reaction involving genipin and primary amine groups. Adapted from Butler et al. [14] with permission from John Wiley
and Sons.

D. Vukajlovic et al.



International Journal of Biological Macromolecules 276 (2024) 133850

3

The interaction of primary amine with genipin is further studied by
Chen et al. in a more complex system of pH-responsive hydrogels con-
sisting of N,O-carboxymethyl chitosan (NOCC) and alginate cross-linked
by genipin for controlled protein drug delivery. Where BSA as a model
protein was added to the system during the hydrogel formation [16]. In
this set-up, the primary amine groups on chitosan and BSA can both
react with genipin during the gel formation which would be expected to
impair the release of BSA. On the contrary, the amount of BSA released
over 5 h was found to be a function of pH in the environment ranging
from 20 % at pH 1.2 to 80 % at pH 7.4. Leading to a conclusion that the
genipin-cross-linked NOCC/alginate hydrogel could be a suitable poly-
meric carrier for site-specific protein drug delivery in the intestine. Chen
et al. also recognised the potential of genipin to cross-link a small
amount of BSA. Their primary suggested the cross-linking route involves
the reaction between NOCC and genipin as shown in Fig. 2. This is based
on a previously proposed mechanism by Touyama et al. [22], where the
initial nucleophilic attack at C3 is proposed in Reaction Scheme 2, Fig. 1
[14]. Following this, dimerisation is assumed to occur in the second step
potentially via radical polymerisation.

Recently, Wang et al. reported a biocompatible therapeutic albumin/
genipin bioglue designed for postoperative wound adhesion and tumour
ablation [21]. Their proposed interaction with genipin is consistent with
Butler's Reaction Scheme 2 (Fig. 1, [14]), which further leads to cross-
linking with two genipin molecules between two BSA chains as shown
in Fig. 3A [21]. This is in agreement with the cross-linking mechanism
proposed by Chen et al. [16] for NOCC and genipin (Fig. 2). Addition-
ally, Wang et al. proposed a reaction (Fig. 3B) that adheres to Butler
et al.'s Reaction Scheme 1 (Fig. 1, [14]).

While both Chen et al. [16] and Wang et al. [21] drew attention to
two genipin molecules i.e. genipin dimer for linking NH2 groups, Dimida
et al. who studied genipin cross-linking of chitosan [23] pointed out that
under mild acidic or neutral conditions, the cross-linking reaction in-
volves two different steps. The first is the nucleophilic attack of the
amino groups of chitosan on the olefinic carbon atom at C3 of genipin.
Followed by the opening of the dihydropyran ring and an attack on the
carbonyl group by the newly formed secondary amine group. The sec-
ond step is a nucleophilic attack of the chitosan amino group on the
carboxyl genipin group with amide formation. According to Scheme B
(Fig. 4), the oxygen radical-induced polymerisation of genipin could
occur between genipin molecules already linked to amino groups of
chitosan. This could lead to the cross-linking of chitosan chains by

genipin molecules or even by genipin copolymers having a high conju-
gation of C––C bond, which they deem responsible for the dark-blue
colour of the formed hydrogel. The proposed Scheme B in Fig. 4 re-
sembles Scheme A in Fig. 3 [21] and the scheme in Fig. 2 [16]. Other
authors also suggest the possibility of the formation of oligomers con-
taining up to 88 genipin molecules between chitosan chains [24].

Schakowski et al. focused on BSA-coated haemoglobin and proposed
NH2 genipin interaction based on Butler et al. [14] (see Fig. 5 below)
[25]. They suggested that the combination of Reaction Schemes 1 and 2
proposed by Butler et al. (Fig. 1), can lead to a single genipin molecule
cross-linking with two NH2 groups similar to Scheme A (Fig. 4) proposed
by Dimida et al. [23] and contrary to the cross-linking path proposed by
Wang et al. [21] (Fig. 3).

Here, we sought to improve the understanding of the genipin-BSA
interaction by using fluorescence spectroscopy to generate experi-
mental data for kinetic fitting and clarify which processes are dominant
and rate relevant. Fluorescence spectroscopy has been previously shown
to be valuable in studies of interactions between different molecules and
serum albumin that focused on their binding ability and binding sites.
[26–28] We focus on low BSA concentrations that are typically not re-
ported because they do not form rigid hydrogel structures. Furthermore,
the experimental study employs fluorescence intensity (FI) to follow the
progress of the reaction [29], while the aim of modelling is to capture
the kinetic profiles of the reaction, in particular, the dynamics of the
onset of the reaction which under BSA concentrations studied can verify
or dispute proposed reaction networks. The binding of genipin to free
amino groups present on polymers such as polysaccharides (e.g. chito-
san) and proteins (e.g. BSA) produce structures with conjugated double
bonds, which are fluorescent in the red region (excitation peak at ~590,
emission peak at ~630 nm) and are visibly dark blue in colour [23],
[30–35]. Therefore, the fluorescence intensity of genipin-cross-linked
polymers has been widely used to monitor the cross-linking reaction
in the literature.

3. Materials and methods

3.1. Materials

Bovine serum albumin (BSA) (≥98 %, product code A7030), genipin
(≥98 %, product code G4796), glacial acetic acid, sodium dodecyl sul-
phate (SDS) (≥98.5 %, product number L4509), 2,4,6-

Fig. 2. Proposed reaction mechanism of genipin and NOCC. Adapted from Chen et al. [16] with permission from Elsevier.
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Fig. 3. Schematic representation of the reaction mechanism of genipin with BSA. Reaction A refers to the nucleophilic attack on genipin by primary amine groups
forming intra- or intermolecular cross-linking structures. Reaction B refers to the nucleophilic substitution of the ester groups in genipin. Adapted from Wang et al.
[21] with permission from Elsevier.

Fig. 4. Scheme of the cross-linking reactions between chitosan and genipin. Adapted from [23] with permission from John Wiley and Sons.

Fig. 5. Cross-linking reaction mechanism of genipin with BSA. Adapted from [25] with permission from Taylor & Francis.
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trinitrobenzenesulfic acid (TNBS) (5 %, product number P2297,),
glycine (≥99 %, product number G7126) were purchased from Sigma
Aldrich. Hydrochloric acid 1.0 M standardised solution (CAS: 7647-01-
0) and sodium hydrogen carbonate (≥99 %, CAS: 144–55-6) were pur-
chased from Thermo Scientific Chemicals. All chemicals were used as
received.

3.2. Experimental study of BSA-genipin interaction using fluorescence
spectroscopy

Samples containing BSA (0.2, 1, 5, 10, 30 and 50 mg/mL) and a
constant genipin concentration (0.5 mg/mL) were prepared and the FI
was measured every hour over 24 h. The BSA concentration range
selected for the study was a result of a preliminary FI screening aimed at
establishing wide concentration range within which FI dynamics shows
dependence on BSA concentration. A UV–Vis spectrophotometer (BMG
LABTECH, FLUOstar Omega Microplate Reader with BMG LABTECH's
Omega software) was used to measure the fluorescence of the BSA-
genipin mixture. The excitation and emission wavelengths were 550
nm and 650 nm, respectively. [30,31] First, BSA and genipin solutions
were prepared separately by dissolving BSA and genipin powder in
deionised water to give 10 % w/v BSA and 1 % w/v genipin stock so-
lutions. The BSA-genipin samples to be analysed were prepared by
stirring the BSA and genipin solutions together for ~5 min. The sample
mixture was transferred to microplate wells (0.5 mL per well) for FI
measurements at 37 ◦C. A Vision Plate™ 24 microplate was used to
contain the samples and transparent plastic covers were used to seal the
microplates to prevent moisture evaporation from the samples which
would lead to a change in concentration during the measurement. The
measurement was carried out for 24 h using the well scan mode (one
well scanned per sample per hour). For each well scan, a matrix of 10 ×

10 data points was scanned with 20 flashes per scan point which were
then averaged to give a single value for each scan point. There was a 0.1
s settling time between scan points which is the time before the mea-
surement begins after the well has come to the measurement position. A
bottom-up measurement was used, where both the excitation source and
the detector were located beneath the microplate. A bottom-up mea-
surement (rather than a top-down one) was chosen to avoid potential
issues with condensation on the covering foil which affects the mea-
surement from the top of the sample. The FI of deionised water, BSA and
genipin solutions were also measured over 24 h to establish a baseline
and were confirmed to remain approximately constant and negligible
(<500 AU). They were therefore considered inconsequential to the
interpretation of FI data in this study.

3.3. Experimental study of BSA-genipin interaction in the presence of acid
using fluorescence spectroscopy

The same experiment described in Section 3.2 was conducted in the
presence of acetic acid (at constant concentration of 1.75 × 10− 2 mol/
dm3). Genipin stock solution was prepared by dissolving 1 % w/v gen-
ipin in 1 % v/v acetic acid in deionised water and samples with a con-
stant genipin concentration of 0.5 mg/mL were prepared as detailed in
Section 3.2. BSA concentrations and fluorescence measurements were
described in Section 3.2.

3.4. Estimation of the initial concentration of reactive amine groups in
BSA

While the total number of amino acid building blocks in BSA is
known and their concentration can be calculated theoretically from the
molecular weight of BSA (see Section 1 in the Supplementary Material),
the question to answer is howmany of these amino acid residues contain
reactive NH2 groups, i.e. amino groups available for the reaction with
genipin. The concentration of reactive NH2 groups in BSA was estimated
using 2,4,6-trinitrobenzenesulfonic acid (TNBS) as the key reagent in a

well-established method for the quantification of primary amine groups
on small molecules such as amino acids as well as on larger molecule
proteins [36]. Briefly, BSA samples were prepared by dissolving BSA
powder in a 0.1 M sodium bicarbonate solution. Then, the BSA solutions
were mixed with 0.01 % w/v TNBS and incubated for 2 h at 40 ◦C, after
which 10% w/v SDS and 1 MHCl were added to the mixture in a volume
ratio of BSA:TNBS:SDS:HCl = 4:2:2:1. The primary amine once reacted
with TNBS yields a highly chromogenic derivative. Its concentration can
be determined using the Beer-Lambert law by measuring its absorbance
at 335 nm using a UV–Vis spectrophotometer (BMG LABTECH,
FLUOstar Omega Microplate Reader with BMG LABTECH's Omega
software). To produce a calibration curve the amino acid, glycine, dis-
solved in the sodium bicarbonate solution at pre-determined concen-
trations (1, 2, 4, 6, 8, and 10 μg/mL) was reacted with TNBS (Fig. S2 and
S3, Supplementary Material) and their absorbances at 335 nm were
measured with the UV–vis spectrophotometer. Absorbance against
concentration was plotted and the resulting calibration curve (Fig. S4,
Supplementary Material) was subsequently used to determine the con-
centration of reactive NH2 groups in BSA. This, in turn, was used as the
initial amino group concentration in the modelling study. Glycine was
selected because it is the smallest amino acid (containing one primary
amino group) with a known structure and molecular weight. Detailed
procedures are provided in the Supplementary Material.

3.5. Mathematical modelling study and kinetic fitting

To elucidate the potential mechanisms underlying the process of
genipin cross-linking with BSA, several reaction networks were
explored. Reaction networks based on the literature (Section 2) were
initially modelled, modified and expanded to better match the experi-
mentally captured trends. Each reaction network was mathematically
described using a system of ordinary differential equations (ODEs)
derived based on mass action kinetics, which is commonly used in
chemical kinetics studies. The validity of these reaction networks was
subsequently assessed through a comprehensive evaluation of their
ability to accurately match the full set of experimental data (without and
with acid addition) i.e. using a single set of estimated rate constants. To
achieve this, an appropriate fitting procedure was developed, allowing
for the comparison between the experimental data using different initial
concentrations of BSA and the concentrations obtained by solving the
ODEs that represent the considered reaction networks. To facilitate the
comparison between the experimental data which measured FI, and the
ODE results which gave the concentrations of the chemical species
involved, the raw experimental data needed to be transformed into
concentrations. Given that there is no direct functional relationship
between FI and concentration units specific assumptions were made and
a series of steps were taken to perform the required conversions.

In the numerical simulations, the FI was represented as a linear
combination of the concentrations of selected chemical species (Eq. 1).
This approach allowed meaningful comparisons and facilitated the
assessment of the proposed reaction networks against the experimental
data.

Inum =
∑

αici (1)

where ci is the concentration of the i-th species while αi represents its
contribution. Next, both the fluorescence signal obtained in the nu-
merical simulations and that obtained in the experiment were normal-
ised using the Z-normalisation method through the formula shown in Eq.
2–3.

ynum,i =
Inum,i − μnum,i

σnum,i
(2)

yexp,i =
Iexp,i − μexp,i

σexp,i
(3)

D. Vukajlovic et al.
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where μi and σi are defined as:

μi =
1
N

∑N

i=1
Ii (4)

σi =

̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅̅

1
N − 1

∑N

i=1
(Ii − μi)

2

√
√
√
√ (5)

In the previous equations, the subscripts “exp” and “num” refer to
data obtained from experiments and numerical simulations, respec-
tively. The primary objective was to assess whether the proposed model
could generate curves that correspond exactly to those acquired exper-
imentally. To achieve this goal, the parameters that best fit the experi-
mental and numerical data were determined by solving a nonlinear least
squares problem. This optimisation process was carried out using a
MATLAB code specifically developed for this purpose. The system of
ordinary differential equations (ODEs) corresponding to the models
under consideration was solved using the ode15s function, a numerical
solver commonly employed for stiff ODEs. Subsequently, the nonlinear
least squares problem was solved using the fminsearch function which
efficiently finds the optimal parameter values that minimise the
discrepancy between the experimental and numerical datasets.

4. Results and discussion

BSA and genipin mixtures with varying concentrations of BSA
(0.2–50 mg/mL) and a fixed concentration of genipin (0.5 mg/mL) were
studied by recording the change in FI over time (Section 3.2, Fig. 6).
Fluorescence imaging offers superior sensitivity which is particularly
important when the process is studied at low concentrations. [37] The
technique is non-invasive allowing in-situ monitoring of the genipin-
NH2 groups interaction over an extended time period. While the genipin
solution is colourless, the BSA solution is pale yellow. When they are
mixed and the reaction begins to proceed, the colour of the mixture
which corelates with the increase in FI gradually turns dark blue. This
colour (and FI) change has been reported to correlate with the formation
of a hydrogel-like structure when very high concentrations of BSA are
used (approximately 100 mg/mL BSA and 5 mg/mL genipin), indicating
the occurrence of the cross-linking reaction [19,21]. For the concen-
tration range shown in Fig. 6, the change in FI was recorded and a colour
change was observed, however hydrogels did not form. From Fig. 6, it
can be noted that an increase in the initial concentration of BSA yields an
increase in FI, while the individual fluorescence intensities over time
follow a similar trend as expected from a concentration vs. time graph.
Initially following a slow start, there is a steep increase in FI (for con-
centrations 5–50 mg/mL) followed by a plateau, which is concentration-

dependent. At lower concentrations of BSA (below 30 mg/mL) the
plateau starts at ~8–10 h, indicating the end of the BSA-genipin reac-
tion. In the case of the 5 and 10mg/mL runs the plateau has a downward
trend which may indicate a quenching effect or given the low concen-
trations of BSA, breakdown of the links in product/s responsible for
observed fluorescence. At higher BSA concentrations (30 and 50 mg/
mL) the plateau is not observed and only a slowing of the FI increase can
be seen which suggests the reaction was incomplete for the duration it
was monitored.

In the presence of acetic acid a similar trend of FI was recorded
(Fig. 7). Higher concentrations (30 A and 50 A mg/mL, where A
following the concentration of BSA indicates the presence of acid) reach
similar values for FI as seen in Fig. 6, but more rapidly. A plateau occurs
at ~10–12 h, followed by a drop in FI after 16 h. The drop in FI at a later
stage of the reaction can be postulated to be due to high fluorescence and
dark colour which lead to self-quenching. However, some drop in fluo-
rescence was also observed at a later stage of the 10 A mg/mL run.
Therefore the decomposition of the product/s and reversibility of the
reaction/s that yield fluorescence needs to be considered.

A direct comparison between the runs with and without the added
acid, at the otherwise same experimental conditions, is given in Fig. 8. At
higher BSA concentrations (30 A and 50 A mg/mL) the reaction is
accelerated in the presence of acid but gives similar final values of FI at
24 h as in the case of runs without the acid addition. At BSA concen-
trations below 30 mg/mL the acidified samples showed less or no
plateau, while the reaction started slower and accelerated at later times
giving similar or higher final values of FI.

For the kinetic fitting study using the results presented in Figs. 6–8,
the initial concentrations of NH2 groups available for the reaction as
well as genipin and acetic acid, first needed to be determined. Using the
calibration curve generated with glycine (Fig. S4, Supplementary Ma-
terial), reactive amino groups associated with BSA were measured to be
0.79 ± 0.05 % w/w of the total BSA weight. Using this information the
initial concentrations of reactive amino groups associated with the BSA
samples used in the fluorescence study are calculated and shown in
Table 1. Detailed experimental and calculation procedures are given in
Supplementary Material.

These results show that only approximately 5.6 % of the total num-
ber of amino acid residues associated with a BSA molecule have amino
groups which are available for the reaction (Table S3, Supplementary
Material). This figure is in agreement with the literature which shows
that BSA possesses 30–35 lysine ε-amino groups (out of a total of 59) that
are typically available for derivatisation. [38,39] If 30–35 of the 583
amino acid residues are free to react this gives a value of 5–6 % which is
in good agreement with the 5.6 % value obtained from the experimental
assay. The initial concentration of genipin was kept constant at 0.5 mg/
mL, equating to 2.21 × 10− 3 mol/dm3. When acetic acid was added, the

Fig. 6. Fluorescence intensity change over time with varying BSA concentra-
tions (0.2–50 mg/mL) in the presence of constant genipin concentration (0.5
mg/mL).

Fig. 7. Fluorescence intensity change over time with varying BSA concentra-
tions (0.2–50 mg/mL), in the presence of constant genipin concentration (0.5
mg/mL) and a constant concentration of acetic acid (1.75 × 10− 2 mol/dm3).
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initial acid concentration was kept constant at 1.75 × 10− 2 mol/dm3.
To identify the reaction mechanism that gives good agreement with

the experimental data, several reaction networks were considered. The
initial reactions considered are based on the literature (Section 2) and
are given in Table 2. Based on the previously proposed theory different
subsets of these reactions are modelled.

The commonly assumed reaction mechanism for the reaction of
genipin and amino groups interaction has only two summative steps.
The first being nucleophilic attack at C3 by the amine group, which is
represented by R1.1 in Table 2, which leads to the formation of the in-
termediate Int1. Followed by Int1 proceeding to form (Gen)2(NH2)2
through the second reaction, R1.2. To test the applicability of this model
two scenarios were investigated. In the first case, the fluorescence is
considered to result from the formed (Gen)2(NH2)2, while in the second
case, it is considered to result from both Int1 and (Gen)2(NH2)2. The
analysis shows that while neither of the two scenarios of this model
produces a close fit, the first case gives better results and is shown in
Fig. 9. At t= 0 the standardised experimental and estimated values differ
due to the procedure used to normalise the experimental and numerical
data. Furthermore, while the model describes the experimental results to
a certain degree it cannot provide a satisfactory agreement for all the
experiments simultaneously using the same set of parameters. The best

fit was obtained for BSA concentrations of 30 and 50 mg/mL while the
model could not give satisfactory results for the concentration range of
1.0–10 mg/mL. The rate constants (Fig. 9) indicate that the formation of
the intermediate Int1, i.e. the first linkage of the genipin and NH2
groups, is a faster process compared to the second step which showcases
a cross-linking reaction. This agrees with Butler et al. who found that a
nucleophilic attack on genipin by a primary amine group, leading to the
formation of a heterocyclic compound, is a faster step [14].

A further modelling study considered a reaction network consisting
of R1.1 and R1.3 (Table 2) and a reaction network consisting of R1.4 and
R1.5, with the later representing the nucleophilic substitution of the
ester group in genipin and the formation of Int2, followed by the cross-
linking process via further reaction of Int2 with a single NH2 group
(R1.5). Similarly, R1.3 represents a cross-linking process via further
reaction of Int1 with a single NH2 group. From a chemical kinetics
perspective, the individual reaction network consisting of R1.1 and R1.3
does not differ from the network consisting of R1.4 and R1.5, although
they represent two different processes. The same set of parameters gives
the best fit in both cases (Fig. 10). In the case of the reaction mechanism
consisting of R1.1 and R1.3 the fluorescence was assumed to be the
result of Int1 and Gen(NH2)2. In the case of the mechanism consisting of
R1.4 and R1.5 the fluorescence was assumed to be the result of Int2 and
Gen(NH2)2*, where * denotes the difference in the structure of this
product compared to that formed in R1.3. Similar to the trends seen in
Fig. 9, the best fit was achieved for BSA concentrations of 30 and 50 mg/
mL with the discrepancies at the initial stages of the reaction remaining.

Since all the previously studied reaction networks showed the po-
tential to fit some experimental data, a model combining all these re-
actions into one network (R1.1-R1.5, Table 2) was explored next. In this
case, the fluorescence was assumed to be a result of Int1, Int2,
(Gen)2(NH2), Gen(NH2)2 and Gen(NH2)2*. As shown in Fig. 11 it was
found that this model produces improved agreement with the experi-
mental results. However, satisfactory fit of the trends experimentally
captured in the initial 2 h of the reaction was not achieved and neither
was the model able to account for the decrease in FI captured experi-
mentally in the runs employing BSA concentrations of 5 and 10 mg/mL.

This model was further tested with the experimental data obtained
when acetic acid was present in the system (Fig. 7). The fit was
encouraging (Fig. 12), however, the drop in FI experimentally captured
in the runs employing BSA concentrations of ≥30 mg/mL was not
replicated. Comparing the results with and without the acid the values of
the rate constants and αi coefficients differ in two cases. This could be
attributed to a different concentration distribution between the species
contributing to the fluorescence signal due to the presence of acid in one

Fig. 8. Fluorescence intensity change over time with varying BSA concentrations (0.2–50 mg/mL), in the presence of constant genipin concentration (0.5 mg/mL),
with or without 1.75 × 10− 2 mol/dm3 acetic acid (acidified samples are denoted with A).

Table 1
Initial concentrations of NH2 groups available for reaction (reactive NH2
groups), calculated using calibration curve produced using glycine.

[BSA] (mg/mL) [NH2]reactive (mg/mL) [NH2]reactive (mol/dm3)

0.2 1.58 × 10− 3 9.87 × 10− 5

1 7.9 × 10− 3 4.94 × 10− 4

5 3.95 × 10− 2 2.47 × 10− 3

10 7.90 × 10− 2 4.94 × 10− 3

30 2.37 × 10− 1 1.48 × 10− 2

50 3.95 × 10− 1 2.47 × 10− 2

Table 2
Literature-based reactions proposed to take place between genipin and NH2
groups available on BSA.

NH2 + Gen →
k1.1 Int1 r1.1 = k1.1[NH2][Gen] (R1.1)

2Int1 →
k1.2

(Gen)2(NH2)2 r1.2 = k1.2[Int1]2 (R1.2)

NH2 + Int1 →
k1.3 Gen(NH2)2 r1.3 = k1.3[NH2][Int1] (R1.3)

NH2 + Gen →
k1.4 Int2 r1.4 = k1.4[NH2][Gen] (R1.4)

NH2 + Int2 →
k1.5 Gen(NH2)2* r1.5 = k1.5[NH2][Int2] (R1.5)
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case.
To simultaneously address notable differences in the initial stages of

the process, in particular in the absence of acetic acid where the model
did not reproduce the experimentally captured S-shaped curve and the
decrease in FI observed in some experiments, a new model involving
feedback cycles of NH2 and Gen has been constructed. A feedback loop
was considered due to its common association with a S-shaped curve.
[40] The model is based on the observed slow rate of cross-linking
processes using genipin [29] and the postulation of an initial reaction
R2.1 (Table 3) required to activate genipin prior to further reacting with
NH2 groups. Subsequently, similar to what has been proposed in pre-
viously studied models, activated genipin proceeds to react with NH2
groups to form Int3 (R2.2), which then proceeds to react with available
reactive NH2 groups to form Gen(NH2)2** (R2.3). Where ** denotes a
potentially structurally different product compared to the products
discussed above. Importantly, to secure the feedback loop it is proposed
that Int3 can revert back (e.g. decompose) to unreactive genipin and
amine (R2.4). It should be noted that the proposed reaction network

focuses on summative processes rather than detailed reaction mecha-
nisms in an attempt to kinetically match experimentally captured trends
in fluorescence intensity. In the case of this model fluorescence was
assumed to be the result of both Int3 and Gen(NH2)2**.

The simulation study employing the feedback cycle of NH2 and Gen
showed all the important features of the experimental curves (Fig. 13).
This model improved the fit in the regions of the experimental curves
that the previous models could not. This is most evident at lower BSA
concentrations (Fig. 13e and f). Although the fitted curves show some
deviations in the initial stages of the experiments for BSA concentrations
of 5–50 mg/mL (Fig. 13a-d), in general for all the runs data recorded
beyond 2 h are fitted quite well.

Further confirmation of the model's validity was obtained by fitting
the experimental data recorded in the presence of acetic acid. The results
are shown in Fig. 14. Similar to the fitting results presented in Fig. 12,
the presence of the acid improves the proposed model's ability to fit the
experimental curves. The model could now fit all regions of the curves
obtained in the experiments, including the FI drop recorded in 30 A and

Fig. 9. Results of the fitting for the sub-model consisting of the reaction R1.1 and R1.2 with the following concentrations of BSA: a) 50 mg/mL, b) 30 mg/mL, c) 10
mg/mL, d) 5 mg/mL, e) 1 mg/mL, and f) 0.2 mg/mL. Parameters used in simulations: k1.1 = 6.28 × 102 mol− 1 L h− 1; k1.2 = 4.20× 101 mol− 1 L h− 1; α1 = 1.0.

Fig. 10. Results of the fitting for sub-models consisting of the reactions (R1.1, R1.3) and (R1.4, R1.5): a) 50 mg/mL, b) 30 mg/mL, c) 10 mg/mL, d) 5 mg/mL, e) 1
mg/mL, and f) 0.2 mg/mL. Parameters used in simulations: k1.1 = 3.50 × 101 mol− 1 L h− 1; k1.3 = 3.45 mol− 1 L h− 1; k1.4 = 3.50 × 101 mol− 1 L h− 1; k1.5 = 3.45 mol− 1

L h− 1; α1 = 1.20 × 103; α2 = 3.70 × 103.
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50 A mg/mL runs. Being able to model acidified conditions is important
when chitosan is used, as chitosan is readily prepared in acidified so-
lutions to aid its solubility leading to acidified conditions during
hydrogel synthesis. The model is also supported by Chen et al. [16] who
studied BSA encapsulation and release from N,O-carboxymethyl chito-
san (NOCC), alginate and genipin cross-linked pH-responsive hydrogels
and showed that the release is possible and dependant on the environ-
mental pH, suggesting that linking of BSA-genipin can be reversed so
that BSA can be released. As with the previous model, which compared
results with and without the acid, the parameter values differ likely due

Fig. 11. Results of the fitting for the model presented in Table 2, at BSA concentration of: a) 50 mg/L, b) 30 mg/mL, c) 10 mg/mL, d) 5 mg/mL, e) 1 mg/mL, and f)
0.2 mg/mL. Parameters used in simulations: k1.1 = 8.66 mol− 1 L h− 1; k1.2 = 1.04 × 104 mol− 1 L h− 1; k1.3 = 9.53 × 106 mol− 1 L h− 1; k1.4 = 1.09 × 10− 1 mol− 1 L h− 1;
k1.5 = 3.08 mol− 1 L h− 1; α1 = 6.54 × 107; α2 = 4.42 × 106; α3 = 1.96 × 106; α4 = 2.54 × 108; α5 = 1.07 × 102.

Fig. 12. Results of the fitting of the model presented in Table 2 in the presence of acetic acid, at BSA concentrations of: a) 50 mg/mL, b) 30 mg/mL, c) 10 mg/mL, d)
5 mg/mL, e) 1 mg/mL, and f) 0.2 mg/mL. Parameters used in simulations: k1.1 = 7.85 × 10− 3 mol− 1 L h− 1; k1.2 = 9.45 × 104 mol− 1 L h− 1; k1.3 = 2.12 × 101 mol− 1 L
h− 1; k1.4 = 2.70 × 10− 01 mol− 1 L h− 1; k1.5 = 2.30 mol− 1 L h− 1; α1 = 1.54 × 109; α2 = 3.66 × 102; α3 = 8.41 × 105; α4 = 5.73 × 1011; α5 = 5.73 × 101.

Table 3
Mechanism employing feedback loop.

Gen →
k2.1 Gen* r2.1 = k2.1 [Gen] (R2.1)

NH2 + Gen* →k2.2 Int3 r2.2 = k2.2 [NH2][Gen*] (R2.2)

NH2 + Int3 →
k2.3 Gen(NH2)2** r2.3 = k2.3 [NH2][Int3] (R2.3)

Int3 →
k2.4 NH2 + Gen r2.4 = k2.4 [Int3] (R2.4)
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to a different concentration distribution of chemical species that pro-
duce fluorescence signals as a result of the presence of acid in the system.

5. Conclusions

The paper reports the experimental and kinetic modelling study of
the reaction between 0.2 and 50 mg/mL BSA (as a model protein drug)
and 0.5 mg/mL genipin (as a cross-linker commonly used for chitosan-
based hydrogels). When chitosan is used, it is commonly firstly dis-
solved in 1 % v/v acetic acid solution and therefore the effect of the

addition of acetic acid on the reaction between BSA and genipin was also
evaluated. The study focused on the lower concentrations of BSA in
order to capture the reaction dynamics at the onset of the BSA and
genipin reaction. Genipin can engage amino groups in protein/peptide
drugs and understanding this reaction is important for the effective
formulation of such drugs into hydrogels involving genipin. Experi-
mentally, the reaction is successfully followed by recording FI at exci-
tation and emission wavelengths of 550 nm and 650 nm, respectively.
The results showed that FI increases with increasing BSA concentration,
with the distinctive S-shaped time series marked by a slow initial

Fig. 13. Results of the fitting of the model presented in Table 3, at BSA concentrations of: a) 50 mg/mL, b) 30 mg/mL, c) 10 mg/mL, d) 5 mg/mL, e) 1 mg/mL, and f)
0.2 mg/mL. Parameters used in simulations: k2.1 = 9.51 × 10− 7 h− 1; k2.2 = 8.04 × 102 mol− 1 L h− 1; k2.3 = 4.74 × 10− 1 mol− 1 L h− 1; k2.4 = 1.83 × 10− 1 h− 1; α1 =

1.00; α2 = 1.00.

Fig. 14. Results of the fitting procedure of the reaction network presented in Table 3 in the presence of acid, at BSA concentrations of: a) 50 mg/mL, b) 30 mg/mL, c)
10 mg/mL, d) 5 mg/mL, e) 1 mg/mL, and f) 0.2 mg/mL. Parameters used in simulations: k2.1 = 7.70 × 10− 2 h− 1; k2.2 = 2.04 × 101 mol− 1 L h− 1; k2.3 = 1.27 × 101

mol− 1 L h− 1; k2.4 = 4.50 × 10− 2 h− 1; α1 = 1.39 × 104; α2 = 2.05 × 103.
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increase in FI which then subsequently accelerates, typical of processes
with a feedback loop (e.g., autocatalytic processes). In some cases (5 and
10 mg/mL of BSA runs without the addition of acetic acid and BSA ≥10
mg/mL in the case of acidified runs), a decrease in FI was captured in the
later stages of the experiments. The kinetic models proposed to date
[14,16], [19–21] could not produce a satisfactory fit of the S-shaped
curve particularly in the initial stages of the reaction, nor could they
follow a drop in FI captured in some runs. While a decrease in FI could
result from the quenching effect, due to it being observed at the lower
range of BSA concentrations decomposition of the fluorescent species
was considered more likely. Once the model was adjusted to include the
feedback cycle of both reactive NH2 and Gen (Table 3), improved fit for
both data sets (with and without the addition of acetic acid) was ach-
ieved, with the model performing better for acidified conditions
capturing both S-shaped curves and drop in FI. The addition of acetic
acid had a significant influence altering the dynamic of the BSA-genipin
reaction and offering an additional parameter that could be used to
manipulate competing processes in the case of protein encapsulation in
hydrogels. For example, experimental data using 5 mg/mL of BSA show
that the slow period of the reaction is extended by the addition of acid.
In the case of chitosan-genipin hydrogel syntheses, this could be used to
promote hydrogel cross-linking at the expense of protein drug-genipin
interactions. As a result, this would yield physical (rather than chemi-
cal) protein encapsulation and release. Furthermore, the recorded drops
in FI which the final model links with reversibility of the processes
forming a fluorescent product, further indicate the feasibility of the
release of protein drug, even after it was initially chemically linked with
genipin.
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