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Abstract 

Franz Hofmeister's research in 1888 led to the discovery of the Hofmeister series, an ion series 

the effects of which on the behavior of aqueous protein solutions were found to be significant. 

Other biomacromolecules also had their stability in solution determined by the presence of 

Hofmeister series. With respect to thermodynamics, this work seeks to understand the impact 

of this series on the complexation and coacervation of hyaluronic acid (HA) with chitosan 

(CHI) at three distinct pHs (3.25, 5.25, and 6.25) and two different molecular weights (HA, 

1200 kDa & 199 kDa). While light microscopy images were used to confirm that the HA/CHI 

mixtures led to coacervates and not just precipitate particles, turbidimetric titration experiments 

were used to optimize the conditions affecting coacervation such as salt type, pH and 

concentration of buffering agent and polyelectrolyte. It has been determined that isothermal 

titration calorimetry is useful for comprehending the thermodynamics of coacervation. Our 

results indicate the validity of the direct Hofmeister effect for cations and the reverse 

Hofmeister effect for anions. Furthermore, the salt screening effect is readily evident since the 

interaction between the two polyelectrolytes is strongest when salt is absent. Additionally, it 

was found that as pH was increased, there was a stronger interaction between the two 

macromolecules. 

 

Introduction 

Complex coacervation, a liquid-liquid phase separation in aqueous media, happens when two 

or more macromolecules with opposing charges associate with each other. Ionic 



biomacromolecules such proteins, ionic polysaccharides, RNA, and DNA are the most often 

favored examples of the macromolecules that make up the complex coacervates (Aumiller et 

al., 2014). The sandcastle worm Phragmatopoma Californica, for instance, has been found to 

secrete proteins rich in polar amino acids which bind foreign mineral particles together through 

complex coacervation (Zhao et al., 2005). Meanwhile, application of coacervates for the 

encapsulation of small substances, RNA, DNA, proteins, and other biomaterials has been the 

subject of several investigations(LWJ Holleman et al., n.d.; Turgeon et al., 2007). Recently, 

coacervate droplets from ATP-cationic protein mixtures were even used to develop protocells 

that experience active growth (Nakashima et al., 2021).  

It has been demonstrated that coacervation is affected by several factors including 

temperature, pH, ionic strength, the concentration and molecular mass of polymers, the charge 

density of polyelectrolytes, and the mixture's stoichiometry (Kayitmazer et al., 2015). 

Electrostatic interaction of oppositely charged macromolecules coupled with the entropy gain 

brought on by the release of the counterions leads to the coacervation process (ben Messaoud 

et al., 2018; Kayitmazer, 2017; Ou & Muthukumar, 2006) 

The factors described above affect how the phase separation develops, how stable the 

coacervation is, and how the characteristics of the coacervates are determined. Another factor 

of the ionic environment is under investigation in this study. Based on the hydration of ions and 

proteins and the in-solution behaviors of proteins according to their polarity and size, the 

Hofmeister series is a useful, qualitative list of ions (Mazzini & Craig, 2017). The list takes its 

name after Franz Hofmeister who investigated how cations and anions affected the solubility 

of proteins(Hofmeister, 1888).  

The effects of the Hofmeister series are mostly explained by more specific interactions 

between ions and proteins, and between ions and water molecules in proximity to proteins, 

albeit the exact process is not fully understood(Fu & Schlenoff, 2016; Ou & Muthukumar, 

2006). These ions have the ability to change how the molecules in the solution behave by 

supporting or inhibiting the hydrogen bonds between the water molecules (Moelbert et al., 

2004). The hydrophobic forces may predominate as a result of the presence of the kosmotropic 

ions (left hand side in Figure 1), increasing the interaction between the solute particles. On the 

other hand, the chaotropic ions (right hand side in Figure 1) can promote a more favorable 

contact between the solvent molecules and the particles (the biomacromolecules under study), 

increasing the solubility. 



 

Figure 1. Effect of Hofmeister series ions on proteins. (Bockris & Saluja, 1972; Collins & 

Washabaugh, 1985; Hasted, 1973; Marcus, 1996; Mason et al., 2010; Mazzini & Craig, 2017; 

Sadeghi & Jahani, 2012; Zhang & Cremer, 2006) 

Based on liquid-liquid phase separation as a consequence of aggregation of lysozyme, 

Zhang and Cremer presented the reverse Hofmeister effect at low salt concentrations and the 

direct Hofmeister effect at salt concentrations greater than about 200-300 mM(Zhang & 

Cremer, 2009). The presence of these two series were explained by pointing out that the anions 

with bigger volumes (ClO4
- and SCN-) were better at shielding, and could interact with 

positively charged lysozyme sites due to their lower tendency for hydration. Additionally, it 

was suggested that positively charged macromolecules which were previously functioning 

under the reverse Hofmeister effect at low salt concentrations would be exposed to the direct 

Hofmeister effect as a result of an increase in the concentration of the chaotropic anions. Mason 

et al. observed a similar behavior on the liquid-liquid phase separation of humanized IgG2 (Mw: 

~148 kDa, pI = 7.2), experiencing the reverse effect at low concentrations of salt and the direct 

effect at high concentrations of salt (Mason et al., 2010).  

 

The effect of this series has lately been studied not just for proteins but also for other 

biomacromolecules and natural or synthetic polymers. Li et al. examined the coacervation of 



amphoteric diallyl dimethylammonium chloride and sodium styrene sulfonate copolymer (Li et 

al., 2018). Regarding the effect of the Hofmeister series on coacervation of this polyampholyte, 

they found that sulfate, phosphate, and acetate ions did not inhibit the coacervate formation. 

This was contrary to expectations because these ions belong to the class of kosmotropes that 

reduce polymer solubility. Meanwhile, Perry et al. (Perry et al., 2014)examined the effect of 

Hofmeister series on coacervation of poly (acrylic acid sodium salt) (pAA) and poly (allylamine 

hydrochloride) (pAH), using turbidimetric titrations. They concluded  that the salting-in effect 

caused the rate of coacervation to increase at salt concentrations lower than 75 mM for all salts 

employed in the research. Although addition of salt to the medium enhanced the solubility of 

polyelectrolytes, the stability of the phase separation was disturbed. Nevertheless, the ions 

studied displayed behavior of direct Hofmeister series with respect to the coacervation of pAA 

and pAH. 

 

A quantitative and thermodynamic method that can be employed specifically for the 

detection of interactions between biological molecules is known as isothermal titration 

calorimetry (ITC) (Pierce et al., 1999). By determining the enthalpy of mixing of bovine serum 

albumin (BSA) in various salt solutions, Janc et al. observed the effect of reverse Hofmeister 

series on the system (Janc et al., 2018). Combining Raman spectroscopy and ITC studies, Fu 

and Schlenoff investigated the complex coacervation of poly (diallyl dimethylammonium 

chloride) (PDADMAC) and poly (styrene sulfonate, sodium salt) (Fu & Schlenoff, 2016). The 

results indicated that the ions that support structure of water, aka kosmotropes, provided an 

endothermic contribution while enhancing the hydrogen bonds and reducing the ∆HPEC 

(enthalpy of polyelectrolyte complexation). Comparison of ∆HPEC versus -T∆SPEC values 

revealed that entropy was responsible for the complexation of these two polyelectrolytes. 

Another study investigated the interaction between integration host factor, an E. coli protein 

and H' of DNA, and determined the binding enthalpy by using ITC (vander Meulen et al., 2008). 

However, no relationship with the Hofmeister series could be concluded with the salt ions 

studied. 

In the literature, only protein/protein, protein/polyelectrolyte, and synthetic 

polyelectrolyte/polyelectrolyte systems were examined for the influence of Hofmeister series 

on coacervation. The effect of the Hofmeister series on the coacervation between two 

physiologically-derived oppositely charged polyelectrolytes with relatively large persistence 

lengths, which are semi-flexible range, however, has not been studied in the literature to the 



best of our knowledge. Coacervation conditions between anionic hyaluronic acid (HA, 

persistence length of 4 nm (Hayashi et al., 1995) and cationic chitosan (CHI, persistence length 

of 6.5 nm (Berth et al., 2002) were investigated in a prior work (Kayitmazer et al., 2015). 

However, in the study, the sole salt component employed was NaCl. Another research 

(Karabiyik Acar et al., 2018), employed HA-CHI coacervation to create scaffolds using NaCl 

and MgCl2 salts, with only two different salt types being examined. But to fully comprehend 

the impact of the Hofmeister series, more salts must be investigated. 

The primary objective of this study is to investigate how the Hofmeister series affects 

HA-CHI coacervation in terms of thermodynamics using ITC. Since HA and CHI are 

biocompatible and biodegradable polymers and may be employed as tissue scaffolds 

constructed of HA-CHI coacervates, the knowledge acquired from this effort will be crucial for 

biomaterials applications. 

 

Materials 

The high molecular weight sodium salt of hyaluronic acid (HA, molecular weight of 1.2 

MDa as determined by viscosity experiments) was kindly donated as a gift by Dr. Kazuyuki 

Miyazawa from Shiseido Co. (Yokohama, Japan). The low molecular weight sodium 

hyaluronate (HA, molecular weight of 199 kDa as determined by viscosity experiments, Lot 

Number: 026564) was purchased from Lifecore Biomedical (Chaska, MN, USA). Chitosan HCl 

(CHI, Molecular weight 396 kDa, determined from gel permeation chromatography, Product 

Code: 54039) with 83% degree of deacetylation (DDA) was purchased from Heppe Medical 

Chitosan GmbH (Halle, Germany). NaCl (Product Code: 106404), KCl (Product Code: 

104936), and NaOAc.3H2O (Product Code: 106267) were purchased from Merck (Darmstadt, 

Germany). Citric acid (99%, Product Code: C0759) and 2-(N-Morpholino)ethanesulfonic acid 

hydrate (MES hydrate, >99.5%, Product Code: M8250) were purchased from Sigma Aldrich 

(Massachusetts, USA). NaNO3 (Product Code: 481757), and MgCl2.6H2O (Product Code: 

459337) were purchased from Carlo Erba (Milano, Italy). Research grade CaCl2.2H2O was 

purchased from VWR Chemicals (Product Code: 22317.260) (Ohio, USA) and ISOLAB 

Chemicals (Product Code: 909.026) (Wertheim, Germany). Methanol used for ITC washing 

(liquid chromatography grade, Product Code: 947.047.2501), research-grade 2.00, 4.00, 7.00, 

and 10.00 buffer solutions used for pH meter calibration (Product Codes: 908.B02, 908.B04, 

908.B07 and 908.B10, respectively) and 1 N and 0.1 N NaOH & HCl solutions used for pH 



adjustments (Product Codes: 969.20V, 969.22V, 932.13V, and 932.15V, respectively) were 

purchased from ISOLAB Chemicals (Wertheim, Germany). All solutions were filtered using 

0.45 µm cellulose acetate membrane filters (Product Code: 56133345, 56253345) from 

Labmarker (Istanbul, Turkey). The semipermeable membranes, snakeskin tubes of MWCO 

10000 g/mol and 3500 g/mol (product code: 68100 and 680035, respectively) were purchased 

from Thermo Scientific™ (Massachusetts, USA). Isopropyl alcohol (Product Code: 

TK.090250.02501) used for slide and coverslip cleaning was purchased from ISOLAB 

Chemicals (Wertheim, Germany). Nitrogen gas (99.999% purity) used for the same purpose 

was purchased from Linde Gaz (Dublin, Ireland).  

 

Methods 

Dialysis for Counterion Exchange 

In Milli-Q water, 75 mL of polyelectrolyte solutions containing either 0.5 mg/mL HA or 

0.5 mg/mL CHI were prepared. Separately, again in Milli-Q water, 0.1 M solutions of the salts 

containing the ions to be exchanged with were prepared. The semipermeable membranes were 

then submerged in 5 L of salt solutions after being filled with the polymer solutions. Polymers 

were dialyzed sequentially for 24 hours against three batches of the produced salt solutions. 

Then, three days of dialysis against Milli-Q water followed with the water being changed every 

24 hours. 

Through the SEM-EDS analyses (FEI-Philips XL30 Environmental Scanning Electron 

Microscope with Field Emission Gun (equipped with Energy Dispersive X-ray Analysis Unit, 

EDAX) conducted in the Advanced Technologies Research and Development Center of 

Bogazici University, the replacement of the counterions was verified.  

Turbidimetric Titration 

 MES or citric acid and the corresponding salt were first dissolved in a volumetric flask 

to obtain buffered salt solutions. The pH values were then adjusted by adding basic or acid 

solutions (1 N or 0.1 N NaOH or 1 N or 0.1 N HCl or Glacial AcOH for NaOAc condition) to 

get the necessary pH value for the experiment (6.25 ± 0.5, 5.25 ± 0.5, or 3.25 ± 0.5). Then, in 

these salt solutions, the HA and CHI polymers were individually dissolved. The solutions with 

the conditions described in Table 1 were mixed for two hours to prepare well-dissolved 

solutions of 0.5 or 0.1 mg/mL CHI and 0.5 mg/mL HA. 



 

Table 1. Concentrations of each salt used in the experiments with different experimental 

conditions. 

Salt 

Type 

Concentration 

of salt (mM) 

Itotal of the medium with 5 mM 

concentrated MES or citric acid as the 

buffering agents 

NaCl 47 50 mM 

KCl 47 50 mM 

CaCl2 15.67 50 mM 

MgCl2 15.67 50 mM 

NaNO3 47 50 mM 

NaOAc 47 50 mM 

 

 The HA solution was titrated into the CHI solution. Both the titrant and the titrate had 

exactly 10 times the volumes used in the ITC experiments). Using a colorimeter (PC950, 

Brinkmann, USA), the titrated solution's percent transmittance (% T) was continually 

monitored and converted to % Turbidity (100 - % T). The titration intervals and total number 

of additions in the titrations were kept the same as the experiments with the ITC. 

Light Microscopy 

 Samples of HA/CHI mixtures with molar ratios of 0.16, 0.35, and 0.52 were taken from 

a concurrent experiment of turbidimetric titration. Images were captured with an inverted light 

microscope (CTR6000, Leica, USA). Particle size analysis and monitoring of precipitates and 

coacervates were done using these images. The Adobe Photoshop (Version 22.1.20169.0) 

application was used to analyze particle size and type. First, three areas on the images were 

arbitrarily marked. By converting pixels to millimeters, the size of each particle was determined 

using the ruler tool and noted on the picture. The particle was classified as a coacervate if it 

was spherical and a precipitate if it was not. It was also checked whether measurements on 

every angle gave the same size.  Then the number of coacervate droplets were calculated and 

converted into percentages using the Equation (1) and compiled in Table 2: 

% 𝑐𝑜𝑎𝑐𝑒𝑟𝑣𝑎𝑡𝑒𝑠 =
(𝑛𝑢𝑚𝑏𝑒𝑟 𝑜𝑓 𝑐𝑜𝑎𝑐𝑒𝑟𝑣𝑎𝑡𝑒𝑠)

(𝑛𝑢𝑚𝑏𝑒𝑟 𝑜𝑓 𝑐𝑜𝑎𝑐𝑒𝑟𝑣𝑎𝑡𝑒𝑠 + 𝑛𝑢𝑚𝑏𝑒𝑟 𝑜𝑓 𝑝𝑟𝑒𝑐𝑖𝑝𝑖𝑡𝑎𝑡𝑒𝑠)
× 100 (1) 

 

 

 



Isothermal Titration Calorimetry (ITC) Experiments with Dialysis and Stocked-Solution 

Method 

 The polymer solutions were prepared in the same way as for the experiments of 

turbidimetric titration, except they had four times the concentrations (2.0 mg/mL HA and 0.4 

mg/mL CHI). All other concentrations of materials were identical to those used in the 

turbidimetric titration studies. 

Thermo ScientificTM (Massachusetts, USA) semi-permeable membranes with a molecular 

weight cut-off limit of 10 kDa were used to dialyze the polymer solutions, replenishing the 

buffered salt solutions every three hours over the course of five batches. The goal of this 

procedure is to eliminate the heat from buffer mismatching as a result of the dilution of the 

buffered salt solution ions. Following dialysis, polyelectrolyte solutions were diluted using the 

last batch of the buffered salt solution to 0.1 mg/mL (CHI) and 0.5 mg/mL (HA), respectively, 

and mixed for two hours. All solutions were then filtered through cellulose acetate membranes 

with 0.45 μm pore sizes (Labmarker, Istanbul, Turkey). All solutions to be used in the ITC 

instrument were degassed using the Thermovac degasser (Malvern, England) prior to the 

experiments. Since precipitation was observed when CHI solution was added to HA solution 

(Kayitmazer et al., 2015), HA solution is titrated into CHI solution in the sample cell using the 

ITC instrument (ITC200, Malvern, England) with 0.1 mg/ml CHI & 0.5 mg/ml HA dissolved 

in the buffered salt solution of NaCl at pH of 5.25 and Itotal of 50 mM. Room temperature was 

used for the experiments. Every experiment was carried out for a minimum of four times. 

ITC Data Analysis 

The method of summing (Fu & Schlenoff, 2016; Niskanen et al., 2021; Yang et al., 2020) 

is used to obtain the enthalpy of complexation values with lower standard deviation values. 

First, the average enthalpy of the last 15 of 20 titrations was calculated for the buffer solution 

titration into buffer solution (BiB) and buffer solution titration into chitosan solution (BiC) 

experiments, separately; i.e. ∆𝐻𝐵𝑖𝐵𝑎𝑣𝑔
 and ∆𝐻𝐵𝑖𝐶𝑎𝑣𝑔

, respectively. Second, the average enthalpy 

values of the titration of HA solution into CHI solution (HiC) and the HA solution into buffer 

solution (HiB) were calculated separately; i.e. ∆𝐻𝐻𝑖𝐶𝑎𝑣𝑔
 and ∆𝐻𝐻𝑖𝐵𝑎𝑣𝑔

, respectively. Third, the 

total enthalpy of the dilution was subtracted from the enthalpy of HA to CHI titration to 

calculate the enthalpy of complexation (∆𝐻𝑐) as given in the Equation (2). For every 

experimental condition, the standard deviation of enthalpy for three different runs was 

calculated. 



 

∆𝐻𝑐 = ∆𝐻𝐻𝑖𝐶𝑎𝑣𝑔
− (∆𝐻𝐻𝑖𝐵𝑎𝑣𝑔

+ ∆𝐻𝐵𝑖𝐵𝑎𝑣𝑔
+ ∆𝐻𝐵𝑖𝐶𝑎𝑣𝑔

) (2) 

 

Results And Discussion 

 To solely investigate the effect of a certain ion, the original counterion of the polymer 

was exchanged with that certain ion. For example, to understand the effect of acetate ions, Cl- 

which is the original counterion of CHI, was exchanged with CH3COO-. On the other hand, to 

determine the effect of Mg+2 ions, Na+ which is the original counterion of HA, was exchanged 

with Mg+2. The replacement of ions was confirmed with EDAX (Figures SI 1 – 7). 

Experimental conditions were selected after consideration of various factors. For 

example, experiments were done at pH values less than 6.5 since chitosan is known to 

precipitate at higher pH (Qin et al., 2006). Thus, pH values of 6.25, 5.25 and 3.25 were chosen 

for this study. To understand the effect of Hofmeister series on HA/CHI coacervation, the 

following points were considered when determining the type of salt ions: 1) Salts that are water-

soluble at concentrations in the range of 0 - 0.8 M were used, 2) HA-CHI mixture should not 

precipitate in the solution of the salt used, 3) salts with low toxicity considering the future 

possible biomedical applications of coacervates. 

Buffers are widely used in the experiments done using ITC (Alatorre-Meda et al., 2010; 

Al-Qadi et al., 2013, 2016; Bharadwaj et al., 2006; Bončina et al., 2010; Courtois & Berret, 

2010; Flanagan et al., 2015; Harnsilawat et al., 2006; Jelesarov & Bosshard, 1999; Vitorazi et 

al., 2014). Good's buffers are used especially in biological systems and are found to be "ideal" 

for biological research (Taha et al., 2014). Thus, MES is chosen for experiments done at pH 

6.25 since the pKa of this buffer is 6.15 at 20⁰C (Good et al., 1966). To ensure that the buffering 

agent was effective throughout the experiment, change of pH at different mole ratios of HA to 

CHI was recorded. As seen in Figure 2, the pH value remained in the desired range. 9:1 

salt:buffering agent molar ratio was maintained for all experiments to minimize the energetical 

effects that could arise from the dilution of the buffering agent in ITC. In the optimization 

experiments done with 0.1 mg/mL CHI and 0.5 mg/mL HA, precipitation was observed for 

higher molar ratios of HA/CHI mixtures in NaCl & MgCl2 salts at Itotal ≥ 100 mM (Figures SI: 

8 – 11). Therefore, we did the rest of the experiments at total ionic strength of 50 mM. 

 



 

 

Figure 2. Change of pH with molar ratio of HA to CHI prepared from solutions of initial 

concentrations of 0.3 mM CHI & 3.0 mM HA dissolved in buffered salt solution at pH of 6.25 

 0.05, Itotal of 50 mM (1:9 mole ratio of MES:NaCl). 

 

The results of the turbidimetric titration experiments with different cations of salts with 

Cl- at pH of 6.25 are given in Figure 3. At higher molar ratios of [HA]/[CHI], the order of the 

turbidity values for the cations was Mg+2 > Ca+2 > K+ > Na+. This indicates that the yield of 

coacervation also follows this order because formation of a higher number and/or larger size of 

complexes should lead to higher total scattering intensity, and consequently larger turbidity 

values. This order matches well the direct Hofmeister series effect aside from the observation 

that K+ appears before Na+. For cations at pH = 6.25, an increase in turbidity was observed 

when switching from monovalent to divalent ions. This increase indicates that divalent ions 

promote polyelectrolyte complexation and coacervation. The results at Itotal = 50 mM are in 

agreement with Perry et al. (Perry et al., 2014), who observed that at low ionic strength values, 

phase separation between poly(acrylic acid) and poly(allylamine) at pH = 6.5 was more 

favorable in salts with divalent ions than monovalent ones. Unfortunately, turbidimetric 

titrations of HA to CHI in different salt anions (NaX-, X- being NO3
- or OAc-) cannot be 

reported since CHI was not dissolved in 1:9 MES:NaX solutions. 

 



 

Figure 3. Plot of turbidity (100 - T%) vs. molar ratio ([HA]/[CHI]) in MES buffered salt 

solution of pH of 6.25  0.05 at Itotal = 50 mM. Initial concentrations of CHI and HA (1200 

kDa) are 0.1 mg/ml and  0.5 mg/mL, respectively. 

 

The effect of pH on turbidity of HA/CHI mixtures at different mole ratios was also 

examined with different types of salt (Figure 4 & 5). pH 5.25 was chosen since this pH is within 

the region where the buffering agent MES is still effective. For the experiments at pH 3.25, 

citric acid was used since its pKa1
 is 3.1. At pH 3.25 and 5.25, the maximum turbidity values 

at the highest [HA]/[CHI] in different cations of salt with Cl- did not follow the Hofmeister 

series. For example, the maximum turbidity order at the highest mole ratio for cations is Na+ < 

Mg+2 < K+ < Ca+2 at pH = 5.25 and Mg+2 < K+ =  Ca+2 < Na+ at pH = 3.25. The lower the pH, 

the more complex the order becomes. On the other hand, all the anions had similar turbidities 

at constant pH, as shown in the Figures 4 and 5. This result indicates that the Hofmeister series 

did not have any effect on the coacervation of the HA/CHI system at pHs of 5.25 and 3.25 at 

Itotal of 50 mM.  

 

 



 

Figure 4. Plot of turbidity (100 – T%) vs. molar ratio ([HA]/[CHI]) in MES buffered salt 

solutions with (a) all the cations, (b) all the anions at pH = 5.25  0.05 and Itotal of 50 mM. 

Initial concentrations of CHI and HA (1200 kDa) are 0.1 mg/ml and  0.5 mg/mL, respectively. 

 

 

Figure 5. Plot of turbidity (100 - % T) vs. molar ratio ([HA]/[CHI]) in citric acid buffered salt 

solutions with (a) all the cations, (b) all the anions at pH = 3.25  0.05 and Itotal of 50 mM. 

Initial concentrations of CHI and HA (1200 kDa) are 0.1 mg/ml and  0.5 mg/mL, respectively. 

 

As can be seen in Figure 6, for all the cations, turbidity increased as the pH increased 

from 3.25 to 6.25. For the anions, the opposite trend is observed (Figure 7). For the case of 

OAc-, this result can be attributed to the basicity of this anion. Here, the contribution of 

counterion release to the increase in the entropy, and consequent favoring of coacervation 

should be emphasized. It should also be noted that the acidity of the medium increases the 

tendency of the weakly basic anions to be released from the vicinity of the polyelectrolyte to 

the bulk. Therefore, in acetate containing salt solutions, coacervation is enhanced in the more 

acidic medium.  

 



 

Figure 6. Plots of turbidity (100 – T%) vs. molar ratio ([HA]/[CHI]) at different pHs for (a) 

NaCl, (b) MgCl2, (c) KCl, (d) CaCl2 salts. All experiments were done using initial 

concentrations of 0.1 mg/mL CHI & 0.5 mg/ml HA dissolved in the buffered salt solutions of 

Itotal of 50 mM.  

 

 

Figure 7. Plots of turbidity (100 – T%) vs. molar ratio ([HA]/[CHI]) at different pHs for (a) 

NaCl, (b) NaNO3, (c) No Salt Only MES, (d) NaOAc conditions. All experiments were done 

using initial concentrations of 0.1 mg/mL CHI & 0.5 mg/mL HA dissolved in the buffered 



salt solutions of Itotal of 50 mM. The condition of “No Salt” condition only had 5 mM MES in 

the medium as solvent.  

 

ITC Experiments 

 In our ITC experiments with 1200 kDa HA, we observed random signals from the 

thermograms (data not shown). This might be attributed to the near-overlap concentration of 

1200 kDa HA in the titration syringe, i.e. 0.5 mg/ml. At overlap concentration greater than or 

equal to 0.8 mg/ml (Madau et al., 2021), HA chains are known to overlap with each other. We 

speculate that as HA is titrated into the sample cell, it will be diluted, and the overlapped HA 

chains will start to dissociate. However, if our four minutes of titration interval were not enough 

for all the chains to be freed from the overlapping, there would be a chaotic medium where 

there would be both overlapped and free chains, the latter being available for interaction with 

CHI. Meanwhile, if the overlapped chains were still able to interact with the CHI in the medium, 

they would cause higher exothermic contributions than free ones since the overall charge 

densities of the overlapped form would be higher than their free forms, and molecules with high 

charge densities release more energy during their interaction with other molecules (Kayitmazer, 

2017). In this way, there would be both small and high amounts of energy resulting from 

overlapped and free HA chains during their interaction with CHI chains. This would be 

contributing to the appearance of random-like heat graphs. The overlapping concentration value 

increases as the molecular weight decreases(Snetkov et al., 2020).  

Thus, a lower molecular weight HA would help get away from the overlap concentration 

when used at similar concentrations with 1200 kDa. Considering the discussion above, we 

decided to use HA with 199 kDa for the ITC experiments. Results of the turbidimetric titrations 

are given in Figure 9 and the results of the ITC experiments are presented in Figure 10.  

 



Figure 8. Thermograms of ITC experiments: (a) for cations, (b) for anions. All experiments 

were done using initial concentrations of 0.1 mg/mL CHI & 0.5 mg/mL HA (1200 kDa) 

dissolved in MES buffered salt solution of pH of 5.25  0.05, Itotal of 50 mM. 

 

 

 

Figure 9. Turbidity (100 – T%) vs. molar ratio ([HA]/[CHI]) curves for (a) all the cations, (b) 

all the anions. Experiments were done with initial concentrations of 0.1 mg/mL CHI & 0.5 

mg/mL HA (199 kDa) dissolved in MES buffered salt solution of pH of 5.25  0.05, Itotal of 50 

mM. 

 

 

Figure 10. ITC thermograms (a) for anions, (b) for cations. All experiments were done using 

initial concentrations of 0.1 mg/mL CHI & 0.5 mg/mL HA (199 kDa) dissolved in MES-

buffered salt solution of pH of 5.25  0.05, Itotal of 50 mM. 

 

The commonly accepted hydration order of the cations used in this study is  Mg+2 > Ca+2 

> Na+ > K+ (Bockris & Saluja, 1972; Marcus, 2010; Sadeghi & Jahani, 2012; Schlenoff et al., 

2008) and the one for the anions used in this study is OAc- > Cl- > NO3
- (Mazzini & Craig, 

2017; Patel et al., 2014; Schlenoff et al., 2008; Sullivan et al., 2018; Yang et al., 2020). 

However, the order of these ions in the series differs in the literature. For example, in some 

studies, the order of the Mg+2 and Ca+2 ions are presented in reverse order to the one presented 

before; i.e. Ca+2 > Mg+2 (Hyde et al., 2017; Perry et al., 2014). In another study, the hydration 



numbers of these divalent ions are found equal (Israelachvili, 2011). The results of our study 

are in agreement with the divergent orders giving Ca+2 > Mg+2 > K+ > Na+. In accordance with 

the work by Oppermann and Schulz, where the ∆𝐻𝑐 values of the complex formation in the salt 

solutions with Mg+2, Ca+2, Na+ and K+ are found as 2.18 kJ/mole, 2.21 kJ/mole, 1.70 kJ/mole 

and 1.21 kJ/mole respectively, the enthalpy of the complex formation in the presence of divalent 

cations are found to be more exothermic than the monovalent cations. (Oppermann & Schulz, 

1990). Considering this order, the ITC results in Table 3 can be justified. Since more hydrated 

ions tend to be expelled more easily from the site of polyelectrolyte complexation (Fu & 

Schlenoff, 2016), coacervation in the presence of these ions would be more favorable with 

negative ∆𝐻𝑐  values, i.e.  more exothermic interaction between HA and CHI. For example, 

according to the study, Ac- and ClO3
- which are relatively more hydrated anions in the series 

have more negative ∆𝐻𝑐 of -3.45 & -2.46 kJ/mole than Cl- and Br- which are less hydrated 

anions with ∆𝐻𝑐  of -1.87 and -0.98 kJ/mole. Lastly, our results for the anions are in agreement 

with the commonly accepted reverse order since the ∆𝐻𝑐 becomes more negative following the 

hydration order of OAc- > Cl- > NO3
-. 

Regarding the effect of HA molecular weight on thermodynamics of coacervation, the 

experiments done with 1200 kDa HA presented the direct Hofmeister Series effect. On the other 

hand, when the molecular weight of HA was decreased to 199 kDa, the experiments done with 

K+ and Mg+2 gave the ∆𝐻𝑐 with the smallest values. This can be interpreted such that that the 

K+ and Mg+2 ions had an inhibiting effect on coacervation as opposed to the expectations.  

Table 2. Average complexation enthalpies and the standard deviation values for each salt. All 

experiments were done using initial concentrations of 0.1 mg/mL CHI & 0.5 mg/mL HA 

dissolved in MES-buffered salt solution of pH of 5.25  0.05, Itotal of 50 mM. 

Salt 
∆𝑯𝒄 (kJ/mol) (1200 kDa 

HA) 

∆𝑯𝒄 (kJ/mol) (199 

kDa HA) 

NaCl 3.20  1.04 -0.93  0.11 

KCl 1.12  0.88 -0.84  0.13 

MgCl₂ -0.23  0.82 -0.73  0.03 

CaCl₂ -1.10  0.14 -1.45  0.03 

NaNO₃ 2.49  1.90 0.09  0.18 

NaOAc -1.21  0.14 -1.63  0.08 

No Salt -4.84  0.58 -6.70  0.21 



Either chaotrope or kosmotrope, aka weakly or strongly hydrated, all ions have the effect 

of “screening” the charge of the polyelectrolytes after a threshold salt concentration. Perry et 

al. (Perry et al., 2014) suggested that the ions inhibited the coacervation of pAA and pAH at 

salt concentrations higher than 75 mM. In our study, the salt screening effect can be observed 

by both ITC and turbidity experiments. ITC results suggest that the “No Salt” condition, which 

had only MES buffer solution but no additional salt ions, has the most negative ∆𝐻𝑐 value for 

titrations of CHI with either HA of 199 kDa or 1200 kDa. In addition, as shown by Figure 9, 

HA (199kDa)/CHI system in “No Salt” medium had the highest values for turbidity, indicating 

that the interaction between HA and CHI is the most favored in the absence of salt ions.  

 

 When compared to the literature values of the enthalpy of complexation (∆𝐻𝑐) of CHI 

with different macromolecules such as ovalbumin (Xiong et al., 2016), heparin (Ma et al., 

2017), chondroitin sulfate (Ma et al., 2017), DNA (Ma et al., 2017), and xanthan (Maurstad et 

al., 2012), ∆𝐻𝑐 of the HA/CHI interaction is quite small, i.e. closer to zero. A similar result is 

observed for ∆𝐻𝑐 of HA with other macromolecules. For example, the enthalpy value for the 

bovine serum albumin/HA and β-lactoglobulin/HA coacervation (Du et al., 2014) is much 

higher than the ∆𝐻𝑐 of the HA/CHI system. In contrast, the enthalpy of reaction between pAH, 

poly-L-lysine (pLL), and PDADMAC (Laugel et al., 2006) are much smaller than ∆𝐻𝑐 of the 

HA/CHI system. The observation that the interaction enthalpies of both HA and CHI with 

proteins are much higher than the ∆𝐻𝑐 values for HA/CHI interaction can be explained by the 

relatively lower charge densities of the polysaccharides compared to the proteins (Ma et al., 

2017). 

 

Conclusion 

In this research, thermodynamics of interaction between negatively charged HA and 

positively charged CHI is examined with respect to the effect of Hofmeister salts. Turbidimetric 

titration experiments and light microscopy images suggest no relation to the Hofmeister series, 

neither in the direct nor in the reverse direction, except for the pH of 6.25 experiments with 

cations (Mg+2, Ca+2, K+, and Na+). At this pH and Itotal of 50 mM, the salts affect coacervation 

between CHI and HA by the direct Hofmeister effect.  

The results of the ITC experiments propose that the coacervation of the HA/CHI system 

follows the direct Hofmeister effect through the cations but the reverse Hofmeister effect 



through the anions. For the cations, as chaotropic ions increase the solubilities of the 

polyelectrolytes, these ions increase the probability of the polyelectrolytes to find each other in 

the solution and form coacervates. Thus, the ∆𝐻𝑐 values in the presence of chaotropic ions such 

as Mg+2 and Ca+2 are more negative than the ones in kosmotropic ions such as Na+ and K+.  

In addition, the effect of salt screening can be observed by both turbidimetric titration and 

ITC results. Under the condition of “No Salt, Only the Buffering Agent”, the turbidity values 

are the highest, and the ∆𝐻𝑐 values are the most negative, indicating a stronger interaction 

between these oppositely charged biopolyelectrolytes.  

 

Acknowledgements 

This project was supported by TÜBİTAK Short-Term R&D Funding Program (Project Code: 

120Z865). We are grateful to Prof. Özhan Özatay for granting access to the light microscopy in 

their BUSPIN laboratory at Bogazici University. 

 

References 

Alatorre-Meda, M., Taboada, P., Krajewska, B., Willemeit, M., Deml, A., Klösel, R., & 

Rodríguez, J. R. (2010). DNA-Poly(diallyldimethylammonium chloride) complexation 

and transfection efficiency. Journal of Physical Chemistry B, 114(29), 9356–9366. 

https://doi.org/10.1021/jp1016856 

Al-Qadi, S., Alatorre-Meda, M., Martin-Pastor, M., Taboada, P., & Remuñán-López, C. (2016). 

The role of hyaluronic acid inclusion on the energetics of encapsulation and release of a 

protein molecule from chitosan-based nanoparticles. Colloids and Surfaces B: 

Biointerfaces, 141, 223–232. https://doi.org/10.1016/j.colsurfb.2016.01.029 

Al-Qadi, S., Alatorre-Meda, M., Zaghloul, E. M., Taboada, P., & Remunán-López, C. (2013). 

Chitosan–hyaluronic acid nanoparticles for gene silencing: The role of hyaluronic acid on 

the nanoparticles’ formation and activity. Colloids and Surfaces B: Biointerfaces, 103, 

615–623. https://doi.org/10.1016/j.colsurfb.2012.11.009 

Aumiller, W. M., Davis, B. W., & Keating, C. D. (2014). Phase Separation as a Possible Means 

of Nuclear Compartmentalization. International Review of Cell and Molecular Biology, 

307, 109–149. https://doi.org/10.1016/B978-0-12-800046-5.00005-9 



ben Messaoud, G., Promeneur, L., Brennich, M., Roelants, S. L. K. W., le Griel, P., & Baccile, 

N. (2018). Complex coacervation of natural sophorolipid bolaamphiphile micelles with 

cationic polyelectrolytes. Green Chemistry, 20(14), 3371–3385. 

https://doi.org/10.1039/c8gc01531g 

Berth, G., Cölfen, H., & Dautzenberg, H. (2002). Physicochemical and chemical 

characterisation of chitosan in dilute aqueous solution. In W. Borchard & A. Straatmann 

(Eds.), Analytical Ultracentrifugation VI (Vol. 119, pp. 50–57). Springer, Berlin, 

Heidelberg. 

Bharadwaj, S., Montazeri, R., & Haynie, D. T. (2006). Direct determination of the 

thermodynamics of polyelectrolyte complexation and implications thereof for electrostatic 

layer-by-layer assembly of multilayer films. Langmuir, 22(14), 6093–6101. 

https://doi.org/10.1021/la0518391 

Bockris, J. O. M., & Saluja, P. P. S. (1972). Ionic solvation numbers from compressibilities and 

ionic vibration potentials measurements. Journal of Physical Chemistry, 76(15), 2140–

2151. https://doi.org/10.1021/j100659a014 

Bončina, M., Lah, J., Reščič, J., & Vlachy, V. (2010). Thermodynamics of the lysozyme-salt 

interaction from calorimetric titrations. Journal of Physical Chemistry B, 114(12), 4313–

4319. https://doi.org/10.1021/jp9071845 

Collins, K. D., & Washabaugh, M. W. (1985). The Hofmeister effect and the behaviour of water 

at interfaces. Quarterly Reviews of Biophysics, 18(4), 323–422. 

https://doi.org/10.1017/S0033583500005369 

Courtois, J., & Berret, J. F. (2010). Probing oppositely charged surfactant and copolymer 

interactions by isothermal titration microcalorimetry. Langmuir, 26(14), 11750–11758. 

https://doi.org/10.1021/la101475x 

Du, X., Dubin, P. L., Hoagland, D. A., & Sun, L. (2014). Protein-selective coacervation with 

hyaluronic acid. Biomacromolecules, 15(3), 726–734. https://doi.org/10.1021/bm500041a 

Flanagan, S. E., Malanowski, A. J., Kizilay, E., Seeman, D., Dubin, P. L., Donato-Capel, L., 

Bovetto, L., & Schmitt, C. (2015). Complex equilibria, speciation, and heteroprotein 

coacervation of lactoferrin and β-lactoglobulin. Langmuir, 31(5), 1776–1783. 

https://doi.org/10.1021/la504020e 



Fu, J., & Schlenoff, J. B. (2016). Driving Forces for Oppositely Charged Polyion Association 

in Aqueous Solutions: Enthalpic, Entropic, but Not Electrostatic. Journal of the American 

Chemical Society, 138(3), 980–990. https://doi.org/10.1021/jacs.5b11878 

Good, N. E., Winget, G. D., Winter, W., Connolly, T. N., Izawa, S., & Singh, R. M. M. (1966). 

Hydrogen Ion Buffers for Biological Research. Biochemistry, 5(2), 467–477. 

https://doi.org/10.1021/bi00866a011 

Harnsilawat, T., Pongsawatmanit, R., & McClements, D. J. (2006). Characterization of β-

lactoglobulin-sodium alginate interactions in aqueous solutions: A calorimetry, light 

scattering, electrophoretic mobility and solubility study. Food Hydrocolloids, 20(5), 577–

585. https://doi.org/10.1016/j.foodhyd.2005.05.005 

Hasted, J. B. (1973). Studies in Chemical Physics: Aqueous dielectrics [Book]. Chapman and 

Hall, London. 

Hayashi, K., Tsutsumi, K., Nakajima, F., Norisuye, T., & Teramoto, A. (1995). Chain-Stiffness 

and Excluded-Volume Effects in Solutions of Sodium Hyaluronate at High Ionic Strength. 

Macromolecules, 28, 3824–3830. https://doi.org/10.1021/ma00115a012 

Hofmeister, F. (1888). Zur Lehre von der Wirkung der Salze - Dritte Mittheilung. Archiv Für 

Experimentelle Pathologie Und Pharmakologie, 25(1), 1–30. 

https://doi.org/10.1007/BF01838161 

Hyde, A. M., Zultanski, S. L., Waldman, J. H., Zhong, Y. L., Shevlin, M., & Peng, F. (2017). 

General Principles and Strategies for Salting-Out Informed by the Hofmeister Series. 

Organic Process Research and Development, 21(9), 1355–1370. 

https://doi.org/10.1021/acs.oprd.7b00197 

Israelachvili, J. N. (2011). Interactions Involving Polar Molecules. Intermolecular and Surface 

Forces, 71–90. https://doi.org/10.1016/B978-0-12-375182-9.10004-1 

Janc, T., Vlachy, V., & Lukšič, M. (2018). Calorimetric studies of interactions between low 

molecular weight salts and bovine serum albumin in water at pH values below and above 

the isoionic point. Journal of Molecular Liquids, 270, 74–80. 

https://doi.org/10.1016/j.molliq.2017.10.105 

Jelesarov, I., & Bosshard, H. R. (1999). Isothermal titration calorimetry and differential 

scanning calorimetry as complementary tools to investigate the energetics of biomolecular 



recognition. Journal of Molecular Recognition. https://doi.org/10.1002/(SICI)1099-

1352(199901/02)12:1 

Karabiyik Acar, O., Kayitmazer, A. B., & Torun Kose, G. (2018). Hyaluronic Acid/Chitosan 

Coacervate-Based Scaffolds. Biomacromolecules, 19(4), 1198–1211. 

https://doi.org/10.1021/acs.biomac.8b00047 

Kayitmazer, A. B. (2017). Thermodynamics of complex coacervation. Advances in Colloid and 

Interface Science, 239, 169–177. https://doi.org/10.1016/J.CIS.2016.07.006 

Kayitmazer, A. B., Koksal, A. F., & Kilic Iyilik, E. (2015). Complex coacervation of hyaluronic 

acid and chitosan: Effects of pH, ionic strength, charge density, chain length and the charge 

ratio. Soft Matter, 11(44), 8605–8612. https://doi.org/10.1039/c5sm01829c 

Laugel, N., Betscha, C., Winterhalter, M., Voegel, J. C., Schaaf, P., & Ball, V. (2006). 

Relationship between the growth regime of polyelectrolyte multilayers and the 

polyanion/polycation complexation enthalpy. Journal of Physical Chemistry B, 110(39), 

19443–19449. https://doi.org/110.1021/jp062264z 

Li, Y., Fang, S., Wang, X., Zhai, L., Chen, K., & Duan, M. (2018). Coacervation of copolymer 

of diallyldimethylammonium chloride and sodium styrenesulfonate aqueous solution. 

Journal of Macromolecular Science, Part A, 55(2), 154–160. 

https://doi.org/10.1080/10601325.2017.1400893 

LWJ Holleman, V., Bungenberg de jong, H. G., & Tjaden Modderman, R. (n.d.). Zur Kenntnis 

der lyophilen Kolloide. Uber Koazervation I: Einfache Koazervation von Gelatinesolen. 

Ma, P. L., Lavertu, M., Winnik, F. M., & Buschmann, M. D. (2017). Stability and binding 

affinity of DNA/chitosan complexes by polyanion competition. Carbohydrate Polymers, 

176, 167–176. https://doi.org/10.1016/j.carbpol.2017.08.002 

Madau, M., le Cerf, D., Dulong, V., & Picton, L. (2021). Hyaluronic acid functionalization with 

Jeffamine® m2005: A comparison of the thermo-responsiveness properties of the 

hydrogel obtained through two different synthesis routes. Gels, 7(3). 

https://doi.org/10.3390/gels7030088 

Marcus, Y. (1996). Ion Solvation. In A. G. Volkov & D. W. Deamer (Eds.), Liquid-Liquid 

Interfaces (pp. 39–61). CRC Press. https://doi.org/10.1201/9781003068778-3 



Marcus, Y. (2010). Effect of ions on the structure of water. Pure and Applied Chemistry, 82(10), 

1889–1899. https://doi.org/doi.org/10.1351/PAC-CON-09-07-02 

Mason, B. D., Zhang-Van Enk, J., Zhang, L., Remmele, R. L., & Zhang, J. (2010). Liquid-

liquid phase separation of a monoclonal antibody and nonmonotonic influence of 

Hofmeister anions. Biophysical Journal, 99(11), 3792–3800. 

https://doi.org/10.1016/j.bpj.2010.10.040 

Maurstad, G., Kitamura, S., & Stokke, B. T. (2012). Isothermal titration calorimetry study of 

the polyelectrolyte complexation of xanthan and chitosan samples of different degree of 

polymerization. Biopolymers, 97(1), 1–10. https://doi.org/10.1002/BIP.21691 

Mazzini, V., & Craig, V. S. J. (2017). What is the fundamental ion-specific series for anions 

and cations? Ion specificity in standard partial molar volumes of electrolytes and 

electrostriction in water and non-aqueous solvents. Chemical Science, 8(10), 7052–7065. 

https://doi.org/10.1039/c7sc02691a 

Moelbert, S., Normand, B., & de Los Rios, P. (2004). Kosmotropes and chaotropes: Modelling 

preferential exclusion, binding and aggregate stability. Biophysical Chemistry, 112(1), 45–

57. https://doi.org/10.1016/j.bpc.2004.06.012 

Nakashima, K. K., van Haren, M. H. I., André, A. A. M., Robu, I., & Spruijt, E. (2021). Active 

coacervate droplets are protocells that grow and resist Ostwald ripening. Nature 

Communications, 12(1). https://doi.org/10.1038/s41467-021-24111-x 

Niskanen, J., Peltekoff, A. J., Bullet, J. R., Lessard, B. H., & Winnik, F. M. (2021). Enthalpy 

of the Complexation in Electrolyte Solutions of Polycations and Polyzwitterions of 

Different Structures and Topologies. Macromolecules, 54(14), 6678–6690. 

https://doi.org/doi.org/10.1021/acs.macromol.1c00586 

Oppermann, W., & Schulz, T. (1990). Interaction between oppositely charged polyelectrolytes 

in aqueous solution. Makromolekulare Chemie. Macromolecular Symposia, 39(1), 293–

299. https://doi.org/10.1002/MASY.19900390125 

Ou, Z., & Muthukumar, M. (2006). Entropy and enthalpy of polyelectrolyte complexation: 

Langevin dynamics simulations. Journal of Chemical Physics, 124(15). 

https://doi.org/10.1063/1.2178803 



Patel, R., Kumari, M., & Khan, A. B. (2014). Recent advances in the applications of ionic 

liquids in protein stability and activity: A review. In Applied Biochemistry and 

Biotechnology (Vol. 172, Issue 8, pp. 3701–3720). Humana Press Inc. 

https://doi.org/10.1007/s12010-014-0813-6 

Perry, S. L., Li, Y., Priftis, D., Leon, L., & Tirrell, M. (2014). The effect of salt on the complex 

coacervation of vinyl polyelectrolytes. Polymers, 6(6), 1756–1772. 

https://doi.org/10.3390/polym6061756 

Pierce, M. M., Raman, C. S., & Nall, B. T. (1999). Isothermal Titration Calorimetry of Protein–

Protein Interactions. Methods, 19(2), 213–221. https://doi.org/10.1006/METH.1999.0852 

Qin, C., Li, H., Xiao, Q., Liu, Y., Zhu, J., & Du, Y. (2006). Water-solubility of chitosan and its 

antimicrobial activity. Carbohydrate Polymers, 63(3), 367–374. 

https://doi.org/10.1016/j.carbpol.2005.09.023 

Sadeghi, R., & Jahani, F. (2012). Salting-in and salting-out of water-soluble polymers in 

aqueous salt solutions. Journal of Physical Chemistry B, 116(17), 5234–5241. 

https://doi.org/doi.org/10.1021/jp300665b 

Schlenoff, J. B., Rmaile, A. H., & Bucur, C. B. (2008). Hydration contributions to association 

in polyelectrolyte multilayers and complexes: Visualizing hydrophobicity. Journal of the 

American Chemical Society, 130(41), 13589–13597. 

https://doi.org/doi.org/10.1021/ja802054k 

Snetkov, P., Zakharova, K., Morozkina, S., Olekhnovich, R., & Uspenskaya, M. (2020). 

Hyaluronic Acid: The Influence of Molecular Weight on Structural, Physical, Physico-

Chemical, and Degradable Properties of Biopolymer. Polymers, 12(8). 

https://doi.org/10.3390/polym12081800 

Sullivan, M. R., Yao, W., Tang, D., Ashbaugh, H. S., & Gibb, B. C. (2018). The 

Thermodynamics of Anion Complexation to Nonpolar Pockets. Journal of Physical 

Chemistry B, 122(5), 1702–1713. https://doi.org/10.1021/acs.jpcb.7b12259 

Taha, M., E Silva, F. A., Quental, M. v., Ventura, S. P. M., Freire, M. G., & Coutinho, J. A. P. 

(2014). Good’s buffers as a basis for developing self-buffering and biocompatible ionic 

liquids for biological research. Green Chemistry, 16(6), 3149–3159. 

https://doi.org/10.1039/C4GC00328D 



Turgeon, S. L., Schmitt, C., & Sanchez, C. (2007). Protein-polysaccharide complexes and 

coacervates. In Current Opinion in Colloid and Interface Science (Vol. 12, Issues 4–5, pp. 

166–178). https://doi.org/10.1016/j.cocis.2007.07.007 

vander Meulen, K. A., Saecker, R. M., & Record, M. T. (2008). Formation of a Wrapped DNA-

Protein Interface: Experimental Characterization and Analysis of the Large Contributions 

of Ions and Water to the Thermodynamics of Binding IHF to H′ DNA. Journal of 

Molecular Biology, 377(1), 9–27. https://doi.org/10.1016/j.jmb.2007.11.104 

Vitorazi, L., Ould-Moussa, N., Sekar, S., Fresnais, J., Loh, W., Chapel, J. P., & Berret, J. F. 

(2014). Evidence of a two-step process and pathway dependency in the thermodynamics 

of poly(diallyldimethylammonium chloride)/poly(sodium acrylate) complexation. Soft 

Matter, 10(47), 9496–9505. https://doi.org/10.1039/c4sm01461h 

Xiong, W., Ren, C., Jin, W., Tian, J., Wang, Y., Shah, B. R., Li, J., & Li, B. (2016). Ovalbumin-

chitosan complex coacervation: Phase behavior, thermodynamic and rheological 

properties. Food Hydrocolloids, C(61), 895–902. 

https://doi.org/10.1016/j.foodhyd.2016.07.018 

Yang, M., Digby, Z. A., & Schlenoff, J. B. (2020). Precision Doping of Polyelectrolyte 

Complexes: Insight on the Role of Ions. Macromolecules, 53(13), 5465–5474. 

https://doi.org/10.1021/acs.macromol.0c00965 

Zhang, Y., & Cremer, P. S. (2006). Interactions between macromolecules and ions: the 

Hofmeister series. In Current Opinion in Chemical Biology (Vol. 10, Issue 6, pp. 658–

663). https://doi.org/10.1016/j.cbpa.2006.09.020 

Zhang, Y., & Cremer, P. S. (2009). The inverse and direct Hofmeister series for lysozyme. 

Proceedings of the National Academy of Sciences of the United States of America, 106(36), 

15249–15253. https://doi.org/10.1073/pnas.0907616106 

Zhao, H., Sun, C., Stewart, R. J., & Waite, J. H. (2005). Cement proteins of the tube-building 

polychaete Phragmatopoma californica. Journal of Biological Chemistry, 280(52), 42938–

42944. https://doi.org/10.1074/jbc.M508457200 

  


