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Abstract 

Carrageenans are red seaweed polysaccharides of great importance as gelling agents in the food 

texture market. The hybrid kappa/iota-carrageenan is extracted from certain cold-water species and its 

unique properties have given rise to growing demand for this biopolymer. Gelation of these 

polysaccharides is affected by the valency and, sometimes, the identity of counterions. The main 

objectives of this work were to investigate the role of potassium and calcium ions on the gelation of 

the native hybrid carrageenans from Sarcopeltis skottsbergii and Sarcothalia crispata from the South 

American Atlantic coast, and to optimize the structural properties of these gels.  Response surface 

methodology was used to analyze the effects of carrageenan concentration, salt concentration, and 

KCl:CaCl2 ratio, on the rheology, texture, syneresis after 50% deformation, and color of these gels. 

Both native carrageenans presented high extraction yield (42.73 ± 0.20 g/100 g for S. skottsbergii and 

20.43 ± 7.64 g/100 g for S. crispata) and formed either weak or strong gels upon the addition of salt. 

Carrageenan and salt concentrations increased gel strength, but also increased turbidity. Moreover, 

KCl fraction also increased gel strength, attributed to the predominance of the kappa diad in these 
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carrageenans, whose gelation is favored by potassium ions. All samples showed syneresis after 

deformation, being minimized with higher carrageenan and salt contents. Optimal compositions 

predicted by the selected models to maximize gel strength and minimize syneresis and haze, were 

1.13% carrageenan, 0.39 M salt and a proportion of 0.85 KCl for S. skottsbergii, and 1.16% 

carrageenan, 0.36 M salt and a proportion of 0.85 KCl for S. crispata. Predicted responses for these 

optimal compositions were in accordance with the observed responses. Considering the worldwide 

growing demand for kappa/iota-carrageenan in the food industry, S. skottsbergii and S. crispata from 

the South Atlantic represent a potential source of these biopolymers. 

Keywords: κ/ι-carrageenan, cation, rheology, texture  
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1. Introduction 

Carrageenans are one of the principal hydrocolloids in the food texture market, where they are 

employed as gelling, stabilizing and thickening agents [1]. Present in the cell wall matrix of red 

seaweeds of the order Gigartinales, carrageenans are sulfated galactans consisting of linear chains of 

alternating 3-linked β-D-galactopyranose and 4-linked α-D-galactopyranose residues [2]. They are 

classified into different ideal disaccharide repeating units or diads, according to the sulfation pattern 

and the presence/absence of 3,6-anhydrogalactose in the 4-linked residue [3,4]. In addition, these 

structures influence the gel-forming ability: 3,6-anhydrogalactose is essential for gel formation while 

the presence of sulfate groups in certain positions impairs the development of the gel-network [5].  

Three carrageenan types are of the greatest commercial relevance: kappa (κ-), iota (ι-) and lambda 

(λ-) [6], conferring different properties on preparations: κ-carrageenan forms firm and brittle gels, ι-

carrageenan gels are soft and elastic, and λ- carrageenan does not gel but is used as a stabilizer [7,8]. 

In addition, the non-gelling mu (µ-) and nu (ν-) types, which are the biological precursors of κ- and ι-

carrageenan, respectively, are found in native carrageenans [3] (carrageenans extracted without 

modification [2]). Alkaline treatment with high temperature during extraction is usually employed to 

convert µ- and ν- carrageenans into κ- and ι- types, respectively [9]. However, these procedures 

increase extraction costs and generate large amounts of effluents as a result of the use of alkali [10]. 

In nature, carrageenans usually contain mixtures of the mentioned idealized structures, with 

variations between seaweed species and between different life cycle phases of the same species [11]. 

κ- and ι-carrageenan are extracted from the tropical Kappaphycus alvarezii and Eucheuma 

denticulatum, respectively [7]. λ -carrageenan is extracted from the sporophytic phase of some cold-

water species such as Sarcopeltis skottsbergii (ex-Gigartina skottsbergii), Sarcothalia crispata and 

Mazzaella laminarioides from the Southern hemisphere, and Chondrus crispus from the Northern 

hemisphere [12]. The gametophytic phase of these cold-water seaweeds produces copolymers of κ- 

and ι-carrageenan in different ratios, known as “kappa-2 carrageenan” or “κ/ι-hybrids” [12,13]. The 

properties of these κ/ι-hybrids are different from those of physical (hand-made) mixtures of κ- and ι-
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carrageenan [11,14,15] and there is great demand for them in some areas of the food industry because 

of their particular textural functionality and protein reactivity [1]. 

The currently accepted mechanism for gelation in carrageenans involves a coil-to-helix transition 

followed by aggregation of helices [16-18]. This process is significantly affected by the quantity and 

valence of counterions and, in some cases, also by their identity [18,19]. Specific ions, such as 

potassium (K+), cesium (Cs+), rubidium (Rb+) and ammonium (NH4
+), are effective helix stabilizers 

and also promote gelation of κ-carrageenan [18]. This cation specificity has been ruled out for pure ι-

carrageenan [20]; however divalent cations have been found to be stronger helix-stabilizers than 

monovalent cations in this type of carrageenan [21,22]. The effect of individual cations on the gelation 

of mixtures of κ- and ι- carrageenan has been thoroughly studied [23–27]. In addition, synergism has 

been demonstrated when combining salts for the gelation of κ-carrageenan [28–30]. However, very 

few studies have been carried out on the effects of using combinations of salts on the gelation of 

hybrid or mixed κ- and ι- carrageenan [6,31]. In this matter, since κ/ι-carrageenan is a copolymer 

consisting of blocks of κ- and ι-disaccharide units [13], it would be expected for a mixture of a 

specific monovalent salt and a divalent salt to be more effective for inducing gelation than a single 

type of salt. In addition, considering the above mentioned disadvantages of using alkali treatment with 

high temperatures in the extraction process, it would be of interest to determine the range of gel 

properties that could be obtained for native hybrid carrageenans by using combinations of cations. 

The aims of this study were to 1) evaluate the effect of calcium and potassium chloride on the 

rheology, texture, syneresis and color of native hybrid carrageenan gels from Sarcopeltis skottsbergii 

and Sarcothalia crispata gametophytic fronds from the South American Atlantic coast, and 2) 

optimize the structural properties of these gels by variations in carrageenan and salt concentrations and 

salt composition. 

 

2. Materials and Methods 

2.1. Materials 
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Sarcopeltis skottsbergii and Sarcothalia crispata gametophytic fronds were collected from the 

subtidal zone near Cabo Raso (44°18’42” S, 65°15’22” W), Chubut, Argentina. The life history phase 

of each frond was confirmed by the resorcinol test [32]. A disc (5 mm diameter) of each seaweed 

frond was placed in a test tube and 2 mL of the resorcinol-acetal reagent was added. Then the test tube 

was heated to 80 °C for 1 min in a water bath and the color of the reaction was recorded: pink-red 

indicates that it is a gametophyte and lack of color indicates the frond is a sporophyte. Gametophytes 

were separated, washed with filtered seawater, rinsed with distilled water and air dried on absorbent 

paper. Dried fronds were milled and sieved (10 mesh, ASTM) and the resulting powder was later used 

for carrageenan extraction. 

Analytical grade potassium chloride (KCl) was obtained from Anedra (San Fernando, Buenos 

Aires, Argentina) and calcium chloride (CaCl2) from Cicarelli (San Lorenzo, Santa Fe, Argentina). 

2.2. Polysaccharide extraction and composition 

Carrageenan extraction was carried out according to Matulewicz and collaborators [33]. Distilled 

water (2.5 L) was added to the milled seaweed (50 g) which was left under mechanical stirring (180 

rpm) for 24 h at room temperature (25 °C). The algal residue was subsequently removed by 

centrifugation (3000 ×g, 15 °C, 15 min) and the polysaccharide was precipitated by pouring the 

supernatant in three volumes of isopropyl alcohol with continuous stirring. The liquid was decanted, 

the precipitate was pressed in filter paper, dried by solvent exchange and finally in vacuo at room 

temperature until constant weight. 

For each species, the native polysaccharide of two (S. skottsbergii) or four (S. crispata) replicate 

extractions were pooled together for the analysis. Extraction yields were calculated as grams of 

carrageenan obtained per 100 grams of milled seaweed and expressed as g/100g. 

Chemical characterization of the native polysaccharides from the gametophytic phase of S. 

skottsbergii and S. crispata had been carried out in a previous study [34]. Salt composition of 

carrageenan samples was determined by inductively coupled plasma-atomic emission spectrometry 

(ICP-OES) in a Shimadzu ICPE-9000 spectrometer (Shimadzu Corporation, Kioto, Japan). The 

amounts of K+, Na+, Ca2+ and Mg2+ were expressed as g/100g. 
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2.3. Sample preparation 

Salt and carrageenan solutions were prepared according to the experimental design described in 

section 2.5. The corresponding amount of salt (KCl, CaCl2 or both) was added to distilled water in a 

beaker and dissolved while stirring for five minutes at room temperature. The appropriate amount of 

carrageenan was then added, and the solution was heated at 80 °C in a water bath during 2 h under 

continuous stirring to guarantee carrageenan dissolution. The pH of the carrageenan-salt solution 

varied between 6 and 9 (at 30 ± 5 °C), assuring no hydrolysis of the carrageenan took place. 

2.4. Measurements 

2.4.1. Rheological properties 

To study the viscoelastic properties of the different carrageenan gels, small deformation dynamic 

oscillatory measurements were performed in a Paar Physica MCR 301 rheometer (Anton Paar GmbH, 

Graz, Austria), using cone-plate geometry (diameter = 50 mm, cone angle = 1°). Approximately 3 mL 

of the sample at 80 °C were placed in the rheometer plate, previously set at the same temperature; the 

cone was then lowered and the excess sample was removed. The exposed borders of the sample were 

covered with silicon oil and the measuring system was enclosed in a water trap in order to avoid 

dehydration. The system was allowed to rest for 5 min before measurements began. Storage (G’) and 

loss (G”) moduli were determined for each sample, during three successive steps: 1) cooling ramp: 

from 80 °C to 20 °C, at a cooling rate of 2 °C/min and a frequency of 1 Hz; 2) frequency sweep: from 

100 to 0.01 Hz, at 20 °C; 3) heating ramp: from 20 °C to 80 °C at a heating rate of 2 °C/min and a 

frequency of 1 Hz. All measurements were taken at an amplitude strain of 0.5%, which was within the 

linear viscoelastic range (LVR). The LVR was determined in preliminary essays, which consisted of 

strain amplitude sweeps (from 0.01 to 100%, at 20 °C and 1 Hz) for each type of carrageenan. 

2.4.2. Mechanical properties 

Mechanical properties of the carrageenan gels were determined by a penetration test designed for 

pectin gels (TA-XTPlus Application Study GL3/P05R, Stable Micro Systems Ltd.) with 

modifications. The test was carried out with a TA-Plus texture analyzer (Lloyd Instruments Ltd., 
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Bognor Regis, UK) equipped with a 50 N load cell, using a 25.5 mm diameter Teflon cylindrical probe 

with a flat end. The hot sample (80 °C) was poured into a cylindrical glass jar (65 mm diameter) up to 

a height of 25 mm, left to cool down for 1 h at room temperature, then covered and stored for 24 h at 4 

°C. The gel was conditioned for 1 h at room temperature before the test, in which the probe penetrated 

to the center of the gel 12.5 mm (50% its depth) at a speed of 1 mm/s, after which it was withdrawn 

from the sample. Three parameters were determined from each force-time curve: rupture strength [N]: 

force at the first break; brittleness [mm]: distance to the first break (the shorter the distance, the more 

brittle the gel); and hardness [N]: maximum force. 

2.4.3. Syneresis 

Syneresis was determined as the water lost by the gels during the 24 h following the penetration 

test. In the mentioned test, gels were subjected to a deformation of 50% their height and, therefore, 

they had a damaged structure, resembling the process gelled foods go through during domestic use 

[35]. The gel used in the penetration test was weighted and put in a Büchner funnel with filter paper on 

its base, covered with film and placed on an Erlenmeyer flask. The gel was left 24 h at room 

temperature and then weighed again. Syneresis was calculated as the difference between the initial and 

final weight of the gels, according to Eq. 1: 

𝑆𝑦𝑛𝑒𝑟𝑒𝑠𝑖𝑠 (%) =
𝑚i−𝑚f

𝑚i

× 100                                                              (1) 

Where mi is the initial weight of the gel after the penetration test and mf the final weight of the gel 

after 24 h of water loss. 

2.4.4. Color 

Color parameters were measured in a HunterLab UltraScan XE color measurement 

spectrophotometer (Hunter Associates Laboratory Inc., Reston, USA). The hot sample was poured into 

a glass cell of 10 mm depth and conditioned for 1 h at room temperature. Parameters were measured in 

CIE L*a*b* scale: L* or luminosity (0 = black, 100 = white); a* (green (-), red (+)); b* (blue (-), 

yellow (+)); and haze (0 = clear, 100 = turbid). Both sides of the cell were measured for each sample 

and the values were averaged. 
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2.5. Experimental design and statistical analysis 

Data were analyzed by response surface methodology, small composite design, with three factors: 

carrageenan concentration (Carr [% (w/w]), salt concentration (Salt [M]), and KCl fraction in a 

mixture of KCl and CaCl2 (XKCl = KCl / (KCl + CaCl2)) (Table 1). This design was carried out for 

both types of carrageenan (S. skottsbergii, S. crispata) in order to evaluate differences in their gelling 

conditions. The evaluated responses were: elastic modulus at a frequency of 1 Hz during the frequency 

sweep (G’1Hz), rupture strength (R), brittleness (B), hardness (H), syneresis (S), luminosity (L*) and 

haze (Z). Data, with two replicates and three central points, were analyzed with the Design Expert 

10.0.1 software (Stat-Ease Inc., Minneapolis, USA). 

 

3. Results and discussion 

3.1. Carrageenan yield and characterization 

Carrageenan extraction yields from Sarcopeltis skottsbergii and Sarcothalia crispata were 42.73 ± 

0.20 g/100 g and 20.43 ± 7.64 g/100 g, respectively. These values are similar to those reported for S. 

skottsbergii [33], and S. crispata [36] using comparable extraction methods. Although other authors 

reported that higher yields were obtained with extractions at higher temperature compared to 

extraction at room temperature [37], yields obtained in the present work for S. skottsbergii were 

similar to those reported for this species at high temperatures [27]. 

The native carrageenans extracted from the gametophytic phase of S. skottsbergii (SS) and S. 

crispata (SC) were characterized in a previous study, and consisted of 70% κ-diad, 12% ι-diad and 

18% ν-diad in S. skottsbergii, and 56% of κ-diad, 20% ι-diad and 24% ν-diad in S. crispata [34]. 

The salt composition in SS and SC was similar, consisting mainly of Na+ and secondly K+: 1.12 

g/100g K+, 3.14 g/100g Na+, 0.32 g/100g Ca2+ and 0.70 Mg2+ in SS, and 1.45 g/100g K+, 3.04 g/100g 

Na+, 0.34 g/100g Ca2+ and 0.79 g/100g Mg2+ in SC. 

3.2. Structural properties of carrageenan gels 
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3.2.1. Rheology 

For all carrageenans and sample formulations, both the storage modulus (G’) and the loss modulus 

(G”) increased during the cooling ramp (from 80 to 20 °C). It has been reported for physical mixtures 

of κ- and ι- carrageenan a characteristic two-step gelation, as a result of the gelation of ι-carrageenan 

at higher temperatures and of κ-carrageenan at lower temperatures [31,38]. However, this two-step 

gelation process was not observed in the cooling ramp of SS or SC, nor has it been observed by other 

authors in hybrid carrageenans in the presence of KCl [27,39], CaCl2 [27] or NaCl [27,40]. It has been 

proposed that hybrid κ/ι-carrageenans are formed by κ- and ι- disaccharide units coexisting in the same 

polysaccharide chain, unlike physical mixtures of κ- and ι-carrageenan [13,15], which may explain the 

absence of two step gelation during cooling ramps. However, two-step gelation was indeed reported 

for hybrid carrageenan in the presence of NaCl using a wide range of ionic strengths [41]. Therefore, 

further studies may be needed to elucidate hybrid carrageenan gelling process. 

Fig. 1 shows the cooling ramps of representative samples with different behaviors, corresponding 

to two carrageenan concentrations (1.1 and 2%), two salt concentrations (0 and 0.25 M) and equal 

proportions of KCl and CaCl2. SS (Fig. 1A) and SC (Fig. 1B) gels showed a similar behavior, which 

varied according to the composition of the samples. In most cases, G’ was higher than G” during the 

entire temperature ramp, as can be observed for the formulation with Carr = 1.1%, Salt = 0.25 M and 

XKCl = 0.5. This indicates a predominantly solid-like behavior of these samples in the temperature 

range evaluated [42]. There was only one sample, corresponding to the combination of factors with no 

added salt (Carr = 1.1%, Salt = 0 M), in which G’ was lower than G” throughout the temperature 

ramp. This means that the solution did not gel and indicates that the addition of certain amount of salt 

is crucial for the gelation of the native carrageenans from S. skottsbergii and S. crispata, confirming 

what has already been reported as a requisite for the formation of carrageenan gels [16]. There were 

three combinations of factors (Carr = 1.7%, Salt = 0.07 M, XKCl = 0.85; Carr = 1.7%, Salt = 0.43, XKCl 

= 0.15 and Carr = 2%, Salt = 0.25 M, XKCl = 0.5), all with high carrageenan concentrations, in which 

G’ was lower than G” at high temperatures and higher at low temperatures, giving rise to a crossover 

of the G’-G” curves. In gel systems, this crossover is considered to indicate the gel point (GP) or gel 
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setting temperature [43]. In the present study, the GP varied between 26 and 59 °C for SS and between 

39 and 54 °C for SC systems. These gel setting temperatures are similar to those recently reported for 

the native carrageenan from S. skottsbergii, which varied between 42 and 64 °C using different salts 

[27], and also for the κ/ι- carrageenan from Mastocarpus stellatus, which ranged between 33 and 52 

°C for similar biopolymer and salt concentrations but with NaCl [40]. This method for obtaining the 

GP of carrageenans has been employed in many studies [27,44–47]. However, in the hybrid 

carrageenan systems analyzed in the present work, the crossover of the G’-G” curves only occurred for 

some carrageenan and salt combinations, whereas in the majority of the samples G’ was higher than 

G” throughout the heating ramp, as also reported for other gelling systems [48]. In addition, the G’-G” 

crossover method for obtaining the GP in the gelation of biopolymers has certain limitations [43]. 

Regarding this, a sound method for determining the formation of the carrageenan gel network based 

on the correlation between shear modulus and strain-optical coefficient has been stablished [49].  

During the frequency sweep (100 - 0.01 Hz) for both types of carrageenan, G’ was higher than G” 

(one or two orders of magnitude, depending on sample composition) through the entire interval for all 

the samples except the ones with no added salt, in which, G’ was lower than G” for all frequencies 

evaluated (not shown), which indicates a predominant liquid-like behavior [42]. Although a certain 

amount of salt was already present in the native polysaccharides extracted from S. skottsbergii and S. 

crispata, it was evidently not sufficient to trigger gel formation. This was confirmed by the 

computation of total ionic strength contributed by these initial amounts of salts, which was negligible 

compared to the total ionic strength of the other samples with added salt. In addition, the main cation 

present in SS and SC was Na+, which is not as effective as K+ and Ca2+ for the gelation of κ- and ι-

carrageenan, respectively [21]. 

Fig. 2 shows the effect of the different factors on G’ throughout the frequency sweep. In both 

carrageenans, G’ was almost frequency-independent (typical of strong gels) for carrageenan and salt 

concentrations higher than 1.1% (Fig. 2A) and 0.25 M (Fig. 2B), respectively, and salt composition 

consisting mainly of KCl (more than 50% of the total added salt) (Fig. 2C). Otherwise, G’ varied 

along the frequency interval, particularly at high frequencies, which is typical of weak gels. In strong 
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gels, the molecular rearrangements within the network are very reduced over the time scales analyzed, 

G’ is higher than G” throughout the frequency range, and is almost independent of the frequency; in 

weak gels, there is a higher dependency on frequency for the dynamic moduli, suggesting the 

existence of relaxation processes occurring even at short time scales, and a smaller difference between 

G’ and G”, indicating that a lower percentage of the stored energy is recovered [43]). 

In order to statistically compare the samples, the value of G’ at a frequency of 1 Hz (G’1Hz) was 

selected as representative of the gel strength of each sample (Table 2). The three evaluated factors had 

significant effects on G’1Hz of SS and SC: an increase in carrageenan concentration, salt concentration 

or KCl fraction, increased G’1Hz. The effect of counterions on the gelation of κ- or ι-carrageenan has 

been thoroughly studied and the specificity of κ-carrageenan for binding certain monovalent cations 

such as K+ has been demonstrated [18,19,29] as well as the higher efficiency of Ca2+ to stabilize ι- 

carrageenan helices [21,50]. Although SS and SC consist of κ-, ι-, and ν- diads, the predominant 

structure is the κ- diad (70% in SS and 56% in SC) [34], which might explain the positive effect of 

KCl compared to CaCl2. Even though the gelling mechanism of hybrid carrageenans has yet to be fully 

understood, it is well accepted that, in order to form gels, there has to be a coil to helix transition 

induced by the presence of cations, followed by aggregation of helices with further cooling [16,17]. As 

it was mentioned, there is evidence that native hybrid carrageenans consist of blocks of κ- and ι- 

structures interrupted by μ- and ν- disaccharide units [13,51]. Therefore, since native hybrid 

carrageenans from S. skottsbergii and S. crispata formed gels, these blocks of κ- and ι-disaccharide 

units should have certain length to allow helix formation and subsequent aggregation [39]. 

The maximum G’1Hz reached in this study was 712 ± 15 Pa for SS and 181 ± 54 Pa for SC, obtained 

at Carr = 1.1%, Salt = 0.25 M, XKCl = 1 and Carr = 2%, Salt = 0.25 M, XKCl = 0.5, respectively. These 

values were similar to the ones obtained for S. skottsbergii with 2% biopolymer content and 0.5 M 

CaCl2 [27]. 

In order to analyze the thermoreversibility of the gels, they were subjected to a heating ramp from 

20 to 80 °C, in which G’ and G” decreased with increasing temperature, as can be observed for SS and 

SC in Fig. 3A and B, respectively. However, these curves did not follow the exact same paths as those 
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in the initial cooling ramp (from 80 to 20 °C). Kappa-carrageenan gels are known to present 

hysteresis, i.e. a difference in the gelling and melting temperatures, which is attributed to the gelling 

mechanism of these biopolymers [22]. On the other hand, pure ι- carrageenan does not show 

differences in gelling and melting temperatures [22], while κ/ι-carrageenan shows intermediate 

hysteresis between κ- and ι- types [27]. Hysteresis has been also reported by other authors for hybrid 

carrageenan containing precursor units [39], as is the case of the carrageenans studied in the present 

work. In addition, in some samples, a pronounced increase in G’ and G’’ was observed at the end of 

the heating ramp, as was the case with SS when Carr = 2%, Salt = 0.25 M and XKCl = 0.5 (Fig. 3A). 

This behavior can be at least partially attributed to dehydration of the sample when reaching such high 

temperatures. 

3.2.2. Texture 

From the force-time curves (not shown), rupture strength (R), brittleness (B) and hardness (H) were 

obtained (Table 2). Carrageenan concentration, salt concentration and KCl fraction had positive effects 

on rupture strength and hardness of SS and SC gels, i.e. the higher amount of carrageenan, salt or KCl, 

the stronger the gels. The maximum hardness for SS gels was 0.72 ± 0.01 N (at Carr = 2%, Salt = 0.25 

M and XKCl = 0.5) and for SC gels 0.41 ± 0.03 N (at Carr = 1.1%, Salt = 0.25 M and XKCl = 1). 

Thrimawithana and collaborators [46], found that ι-carrageenan gel strength was 0.3 times lower than 

that of κ-carrageenan, which is in agreement with the present results since SS has more κ- and less ι- 

content than SC. 

The force-time curve of SS gels showed an early drop of the force when the carrageenan 

concentration was above or equal to 1.1%, which indicates the point where the gel breaks. This break 

only appeared in one sample of SC gels (Carr = 1.7%, Salt = 0.07 M and XKCl = 0.85), indicating that 

these gels were softer or less brittle than SS gels. This difference was also attributed to the higher 

amount of κ- and lesser amount of ι- diads in SS compared to SC, since it is well known that κ- is 

more brittle than ι-carrageenan [7]. In the present study, an increase in carrageenan concentration, salt 

concentration and KCl fraction resulted in more brittle SS gels, i.e. the higher the level of these 
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factors, the shorter the distance to the first break (lower B values). On the other hand, only 

carrageenan concentration had a significant effect on SC brittleness. 

3.2.3. Syneresis 

It is well known that κ-carrageenan gels produce syneresis (or water loss), unlike ι-carrageenan 

[22,52]. Although it has been reported that κ/ι-carrageenan gels are also syneresis free [52], in the 

present work all samples presented a certain amount of water loss that varied with sample 

composition. It must be clarified that no water loss by these gels was observed after rheological 

measurements were taken. Therefore, syneresis values reported for these gels may be a consequence of 

the deformation and breaking of the gels caused by the penetration test, since syneresis in this study 

was measured after mechanical tests were performed. 

In SS and SC gels, syneresis after the penetration test decreased at increasing concentrations of 

both carrageenan and salt, while KCl fraction had no significant effect on this response (Table 3). The 

minimum syneresis, which was 8.22 ± 0.06% for SS and 6.76 ± 0.37% for SC gels, was achieved at 

the highest carrageenan concentration (2%). It was expected that a higher carrageenan concentration 

would entrap more water in the gel network and, therefore, syneresis would be minimized, as indeed 

occurred in the carrageenans evaluated. 

3.2.4. Color 

In SS and SC gels, a* values (not shown) were positive but close to zero (0.16 to 2.55 and 0.1 to 

9.54, respectively), indicating that the samples were slightly red. Both types of carrageenan gels 

showed positive b* values (1.32 to 13.65 in SS, 2.05 to 21.03 in SC), indicating that the gels showed a 

yellowish color. 

In general, luminosity (L*) varied between 79.0 ± 0.6 and 98.6 ± 0.1 (Table 3), indicating that the 

gels were light colored. For both types of carrageenan, L* was negatively affected by carrageenan and 

salt concentrations, and in SC it was positively affected by the KCl fraction. In this way, gels 

formulated with low carrageenan and salt concentrations and high KCl fractions where lighter. Haze 

(Z) varied between 27.1 ± 0.7 and 97.3 ± 0.1 among samples (Table 3), and was affected by 
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carrageenan content in both carrageenans, and also by the salt concentration in SC. Therefore, the 

higher the carrageenan and salt concentrations, the hazier or cloudier the gels, due to the higher 

concentration of solids. Turbidity at high κ/ι-carrageenan concentration has been reported by other 

authors [27], as well as an increase in turbidity with increasing salt concentration in mixed κ- and ι- 

carrageenan systems [31]. This could be explained by increased aggregation of the system in the 

presence of higher biopolymer content and salt concentration.  

3.3. Modelling, optimization and verification 

The selected responses (rheological and mechanical properties, syneresis and color) of each type of 

carrageenan gel were modelled in terms of the three evaluated factors (carrageenan concentration, salt 

concentration and KCl fraction). The regression analyses suggested that the quadratic model best 

explained all the responses except SS hardness and rupture strength, where the two-factor interaction 

model was preferred (Table A1). The resulting response surface plots of G’1Hz, H, S and Z are shown 

in Fig. 4A-D for SS and Fig. 4E-H for SC. In general, carrageenan concentration had a positive effect 

on G’1Hz, H and R (it increased gel strength), a negative effect on syneresis (it decreased water loss), it 

reduced L* and increased Z (it made the gels darker and hazier). Salt concentration had a positive 

effect on G’1Hz, H and R. It is important to point out that, for intermediate carrageenan concentration in 

SS, maximum G’ was achieved with salt concentrations lower than the maximum tested (0.5 M), 

which is reflected on the corresponding surface plot (Fig. 4A), a behavior similar to the reported for ι-

carrageenan gels in the presence of Ca2+ [52]. In addition, salt had a negative effect on S and L* in 

both types of carrageenan, and positively influenced Z in SC. KCl content had a positive impact on gel 

strength, increasing G’1Hz, H and R. It also had a positive effect on L* in SC. 

Although there is a wide range of carrageenan applications with different requirements in terms of 

gel properties, two possible combinations of desired responses were evaluated in this work: 1) giving 

priority to the syneresis, and the rheological and mechanical properties of the gels, and 2) taking into 

account all the evaluated responses. The formulation required to achieve each combination was 

determined by numerical optimization. In the first optimization, G’1Hz, H, R and B were maximized 

while S was minimized. This gave the following factor combination: Carr = 1.74%, Salt = 0.32 M and 

Jo
ur

na
l P

re
-p

ro
of

Journal Pre-proof



15 
 

XKCl = 0.52 with a desirability of 0.84 for SS, and Carr = 1.60%, Salt = 0.43 M and XKCl = 0.40 with a 

desirability of 1 for SC. In the second optimization G’1Hz, H, R, B and L* were maximized, and S and 

Z were minimized. The optimized factor combination was: Carr = 1.13%, Salt = 0.39 M and XKCl = 

0.85 with a desirability of 0.54 for SS, and Carr = 1.16, Salt = 0.36 and XKCl = 0.85 with a desirability 

of 0.62 for SC. 

The suitability of the chosen models for predicting the responses under specific factor 

combinations was verified. In order to achieve this, rheological, mechanical, syneresis and color 

measurements were performed at the combinations of factors determined in each optimization. These 

actual responses were compared with the response values predicted by the models for each type of 

carrageenan, verifying that they were within the 95% prediction interval. The actual response values 

were in agreement with the predicted values (Table 4), indicating the suitability of the chosen models 

for making predictions in the evaluated range of each factor. 

 

Conclusions 

Native hybrid carrageenans from Sarcopeltis skottsbergii and Sarcothalia crispata presented high 

extraction yields and were able to gel. Carrageenan gels from both seaweed species showed similar 

rheological and mechanical properties, which were improved with high biopolymer and salt 

concentrations and with high KCl:CaCl2 ratio. The resulting gels were relatively hazy and showed 

variable syneresis, which could be minimized by increasing biopolymer and salt content. This study 

enabled to obtain gelling hybrid carrageenans from S. skottsbergii and S. crispata without the 

application of alkali treatment, and to optimize their gel properties by adjusting biopolymer and salt 

contents as well as salt composition. Considering the growing demand for κ/ι-carrageenan in some 

areas of the food industry, S. skottsbergii and S. crispata from the South American Atlantic coast 

could be considered a potential source of raw material for the extraction of these biopolymers. 

  

Jo
ur

na
l P

re
-p

ro
of

Journal Pre-proof



16 
 

Funding 

This work was supported by the Consejo Nacional de Investigaciones Científicas y Técnicas de 

la República Argentina [grants: PIP 2015 N° 0156 and PIP 2011 N° 0208]; and the Agencia 

Nacional de Promoción Científica y Técnica [grant: PICT 2017 N° 1522]. 

 

Acknowledgements 

The authors would like to thank Analía Muñoz for the technical assistance with the measuring 

equipment, and Cristina Matulewicz for providing her knowledge regarding the extraction process 

and chemistry of carrageenans. 

 

References 

[1] S. Hotchkiss, M. Brooks, R. Campbell, K. Philp, A. Trius, The use of carrageenan in food, in: L. 

Pereira (Ed.), Carrageenans: Sources and Extraction Methods, Molecular Structure, Bioactive 

Properties and Health Effects, Nova Science Publishers, New York, 2016, pp. 229-243. 

[2] A.I. Usov, Polysaccharides of the red algae, Adv. Carbohydr. Chem. and Biochem. 65 (2011) 115-

217. 

[3] V.L. Campo, D.F. Kawano, D.B. da Silva Jr, I. Carvalho, Carrageenans: Biological properties, 

chemical modifications and structural analysis – A review, Carbohydr. Polym. 77 (2009) 167-180. 

 [4] F. van de Velde, G.A. de Ruiter, Carrageenan, in: A. Steinbüchel, S. De Baets, E.J. Vandamme 

(Eds.), Biopolymers Vol. 6. Polysaccharides II: Polysaccharides from Eukaryotes, Wiley-VCH, 

Weinheim, 2002, pp. 245-274. 

[5] M. Ciancia, M.C. Matulewicz, R. Tuvikene, Structural diversity in galactans from red seaweeds 

and its influence on rheological properties, Front. Plant. Sci. 11 (2020) 559986. 

Jo
ur

na
l P

re
-p

ro
of

Journal Pre-proof



17 
 

[6] F. van de Velde, A.S. Antipova, H.S. Rollema, T.V. Burova, N.V. Grinberg, L. Pereira, P.M. 

Gilsenan, R.H. Tromp, B. Rudolph, V.Y. Grinberg, The structure of κ/ι-hybrid carrageenans II. 

Coil-helix transition as a function of chain composition, Carbohydr. Res. 340 (2005) 1113-1129. 

[7] H.J. Bixler, H. Porse, A decade of change in the seaweed hydrocolloids industry, J. Appl. Phycol. 

23 (2011) 321-335. 

[8] A.P. Imeson, Carrageenan and furcellaran, in: G.O. Phillips, P.A. Williams (Eds.), Handbook of 

Hydrocolloids, Woodhead Publishing Limited, Cambridge, 2009, pp. 164-185. 

[9] M. Ciancia, M.D. Noseda, M.C. Matulewicz, A.S. Cerezo, Alkali modification of carrageenans: 

Mechanism and kinetics in the kappa/iota-, mu/nu- and lambda-series, Carbohydr Polym. 20 (1993) 

95-98. 

[10] S. Hotchkiss, R. Campbell, C. Hepburn, Carrageenan: sources and extraction methods, in: L. 

Pereira (Ed.), Carrageenans: Sources and Extraction Methods, Molecular Structure, Bioactive 

Properties and Health Effects, Nova Science Publishers, New York, 2016, pp. 1-15. 

[11] R. Falshaw, H.J. Bixler, K. Johndro, Structure and performance of commercial kappa-2 

carrageenan extracts. I. Structure analysis, Food Hydrocoll. 15 (2001) 441-452. 

[12] H.J. Bixler, K. Johndro, R. Falshaw, Kappa-2 carrageenan: structure and performance of 

commercial extracts II. Performance in two simulated dairy applications, Food Hydrocoll. 15 

(2001) 619-630. 

[13] F. van de Velde, H.A. Peppelman, H.S. Rollema, R.H. Tromp, On the structure of κ/ι-hybrid 

carrageenans, Carbohydr. Res. 331 (2001) 271-283. 

[14] M.D. Torres, G. Azevedo, L. Hilliou, Phase diagrams of hybrid carrageenans extracted from 

Ahnfeltiopsis devoniensis and Chondrus crispus, Carbohydr. Polym. 136 (2016) 449-458. 

[15] R.D. Villanueva, W.G. Mendoza, M.R.C. Rodrigueza, J.B. Romero, M.N.E. Montaño, Structure 

and functional performance of gigartinacean kappa-iota hybrid carrageenan and solieriacean kappa-

iota carrageenan blends, Food Hydrocoll. 18 (2005) 283-292. 

Jo
ur

na
l P

re
-p

ro
of

Journal Pre-proof



18 
 

[16] E.R. Morris, D.A. Rees, G. Robinson, Cation-specific aggregation of carrageenan helices: domain 

model of polymer gel structure, J. Mol. Biol. 138 (1980) 349-362. 

[17] L. Piculell, S. Nilsson, C. Viebke, W. Zhang, Gelation of (some) seaweed polysaccharides, in: K. 

Nishinari, E. Doi (Eds.), Food Hydrocolloids: Structures, Properties and Functions, Plenum Press, 

New York, 1994, pp. 35-44. 

[18] C. Rochas, M. Rinaudo, Mechanism of gel formation in κ-carrageenan, Biopolymers. 23 (1984) 

735-745. 

[19] S. Nilsson, L. Piculell, Helix-coil transitions of ionic polysaccharides analyzed within the 

Poisson-Boltzmann cell model. 4. Effects of site-specific counterion binding, Macromolecules. 24 

(1991) 3804-3811. 

[20] L. Piculell, S. Nilsson, P. Muhrbeck, Effect of small amounts of kappa-carrageenan on the 

rheology of aqueous iota-carrageenan, Carbohydr Polym. 18 (1992) 199-208. 

[21] A-S. Michel, M.M. Mestdagh, M.A.V. Axelos, Physico-chemical properties of carrageenan gels 

in presence of various cations, Int. J. Biol. Macromol. 21 (1997) 195-200. 

[22] L. Piculell, Gelling carrageenans, in: A.M. Stephen, G.O. Phillips, P.A. Williams (Eds.), Food 

polysaccharides and their applications, CRC Press, Boca Raton, 2006, pp. 239-287. 

[23] G. Azevedo, G. Bernardo, L. Hilliou, NaCl and KCl phase diagrams of kappa/iota-hybrid 

carrageenans extracted from Mastocarpus stellatus, Food Hydrocoll. 37 (2014) 116-123. 

[24] T. Brenner, R. Tuvikene, A. Parker, S. Matsukawa, K. Nishinari, Rheology and structure of 

mixed kappa-carrageenan/iota-carrageenan gels, Food Hydrocoll. 39 (2014) 272-279. 

[25] L. Hilliou, M. Wilhelm, M. Yamanoi, M.P. Gonçalves, Structural and mechanical 

characterization of κ/ι-hybrid carrageenan gels in potassium salt using Fourier Transform rheology, 

Food Hydrocoll. 23 (2009) 2322-2330. 

Jo
ur

na
l P

re
-p

ro
of

Journal Pre-proof



19 
 

[26] M.D. Torres, F. Chenlo, R. Moreira, Thermal reversibility of kappa/iota-hybrid carrageenan gels 

extracted from Mastocarpus stellatus at different ionic strengths, J. Taiwan Inst. Chem. Eng. 71 

(2017) 414-420. 

[27] M.D. Torres, N. Flórez-Fernández, H. Domínguez, Impact of counterions on the thermo-

rheological features of hybrid carrageenan systems isolated from red seaweed Gigartina 

skottsbergii, Food Hydrocoll. 84 (2018) 321-329. 

[28] Y. Chen, M.L. Liao, D.E. Dunstan, The rheology of K+-κ-carrageenan as a weak gel, Carbohydr. 

Polym. 50 (2002) 109-116. 

[29] A.M. Hermansson, E. Eriksson, E. Jordansson, Effects of potassium, sodium and calcium on the 

microstructure and rheological behavior of kappa-carrageenan gels, Carbohydr. Polym. 16 (1991) 

297-320. 

[30] B.T. Nguyen, T. Nicolai, L. Benyahia, C. Chassenieux, Synergistic effects of mixed salt on the 

gelation of κ-carrageenan, Carbohydr. Polym. 112 (2014) 10-15. 

[31] V.T.N.T. Bui, B.T. Nguyen, T. Nicolai, F. Renou, Mixed iota and kappa carrageenan gels in the 

presence of both calcium and potassium ions, Carbohydr. Polym. 223 (2019) 115107. 

[32] D.J. Garbary, R.E. De Wreede, Life history phases in natural populations of Gigartinaceae 

(Rhodophyta): quantification using resorcinol, in: S. Lobban, D.J. Chapman, B.P. Kremer (Eds.), 

Experimental Phycology: A Laboratory Manual, Cambridge University Press, New York, 1988, pp. 

174-178. 

[33] M.C. Matulewicz, M. Ciancia, M.D. Noseda, A.S. Cerezo, Carrageenan systems from tetrasporic 

and cystocarpic stages of Gigartina skottsbergii, Phytochemistry 28 (1989) 2937-2941. 

[34] M.H. Hughes, H.J. Prado, M.C. Rodríguez, K. Michetti, P.I. Leonardi, M.C. Matulewicz, 

Carrageenans from Sarcothalia crispata and Gigartina skottsbergii: structural analysis and 

interpolyelectrolyte complex formation for drug controlled release, Mar. Biotechnol. 20 (2018) 

706-717. 

Jo
ur

na
l P

re
-p

ro
of

Journal Pre-proof



20 
 

[35] L.E. Figueroa, D.B. Genovese, Pectin gels enriched with dietary fibre for the development of 

healthy confectionery jams, Food Technol. Biotechnol. 56 (2018) 441-453. 

[36] C.A. Stortz, A.S. Cerezo, The systems of carrageenans from cystocarpic and tetrasporic stages 

from Iridaea undulosa: fractionation with potassium chloride and methylation analysis of the 

fractions, Carbohydr. Res. 242 (1993) 217-227. 

[37] A. Bahari, K. Moelants, J. Wallecan, G. Mangiante, J. Mazoyer, M. Hendrickx, T. Grauwet, 

Understanding the effect of time, temperature and salts on carrageenan extraction from Chondrus 

crispus, Algal Res. 58 (2021) 102371. 

[38] M.J. Ridout, S. Garza, G.J. Brownsey, V.J. Morris, Mixed iota-kappa carrageenan gels, Int. J. 

Biol. Macromol. 18 (1996) 5-8. 

[39] L. Hilliou, F.D.S Larotonda, A.M. Sereno, M.P. Gonçalves, Thermal and viscoelastic properties 

of κ/ι-hybrid carrageenan gels obtained from the portuguese seaweed Mastocarpus stellatus, J 

Agric Food Chem. 54 (2006) 7870-7878 

[40] M.D. Torres, F. Chenlo, R. Moreira, Rheology of κ/ι-hybrid carrageenan from Mastocarpus 

stellatus: critical parameters for the gel formation, Int J Biol Macromol. 86 (2016) 418-424. 

[41] H.K.S. Souza, L. Hilliou, M. Bastos, M.P. Gonçalves, Effect of molecular weight and chemical 

structure on thermal and rheological properties of gelling κ/ι-hybrid carrageenan solutions, 

Carbohydr Polym. 85 (2011) 429-438. 

[42] I.S. Chronakis, J.L. Doublier, L. Piculell. Viscoelastic properties for kappa- and iota-carrageenan 

in aqueous NaI from the liquid-like to the solid-like behaviour, Int. J. Biol. Macromol. 28 (2000) 1-

14. 

[43] J.A. Lopes da Silva, M.A. Rao, Rheological Behavior of Food Gels, in: M.A. Rao (Ed.), 

Rheology of Fluid and Semisolid Foods. Principles and Applications, Springer Science and 

Business Media LLC, New York, 2007, pp. 339-401. 

[44] V.A. Cosenza, D.A. Navarro, C.A. Stortz, A.M. Rojas, Rheology of partially and totally oxidized 

red seaweed galactans, Carbohydr. Polym. 230 (2020) 115653. 

Jo
ur

na
l P

re
-p

ro
of

Journal Pre-proof



21 
 

[45] C. Fontes-Candia, A. Ström, P. Lopez-Sanchez, A. López-Rubio, M. Martínez-Sanz, Rheological 

and structural characterization of carrageenan emulsion gels, Algal Res. 47 (2020) 101873. 

[46] P. MacArtain, J.C. Jacquier, K.A. Dawson, Physical characteristics of calcium induced κ-

carrageenan networks, Carbohydr. Polym. 53 (2003) 395-400. 

[47] Y. Wang, C. Yuan, B. Cui, Y. Liu, Influence of cations on texture, compressive elastic modulus, 

sol-gel transition and freeze-thaw properties of kappa-carrageenan gel, Carbohydr. Polym. 202 

(2018) 530-535. 

[48] J.I. Garrido, J.E. Lozano, D.B. Genovese, Effect of formulation variables on rheology, texture, 

colour, and acceptability of apple jelly: Modelling and optimization, LWT-Food Sci. Technol. 62 

(2015) 325-332. 

[49] M. Takemasa, A. Chiba, Gelation mechanism of κ- and ι-carrageenan investigated by correlation 

between the strain-optical coefficient and the dynamic shear modulus, Macromolecules. 34 (2001) 

7427-7434. 

[50] C. Fontes-Candia, A. Ström, G. Gómez-Mascaraque, A. López-Rubio, M. Martínez-Sanz, 

Understanding nanostructural differences in hydrogels from comercial carrageenans: Combined 

small angle X-ray scattering and rheological studies, Algal Res. 47 (2020) 101882. 

[51] M. Guibet, P. Boulenguer, J. Mazoyer, N. Kervarec, A. Antonopoulos, M. Lafosse, W. Helbert, 

Composition and Distribution of Carrabiose Moieties in hybrid κ-/ι-Carrageenans Using 

Carrageenases. Biomacromolecules. 9 (2008) 408-415. 

[52] T.R. Thrimawithana, S. Young, D.E. Dunstan, R.G. Alany, Texture and rheological 

characterization of kappa and iota carrageenan in the presence of counter ions, Carbohydr. Polym. 

82 (2010) 69-77. 

 

  

Jo
ur

na
l P

re
-p

ro
of

Journal Pre-proof



22 
 

Tables 

Table 1 Experimental design factors expressed in coded and actual levels. Carr: carrageenan 

concentration, Salt: salt concentration, XKCl: potassium chloride fraction 

Factor -1.41 -1 0 1 1.41 

Carr (% (w/w)) 0.2 0.46 1.1 1.74 2 

Salt (M) 0 0.07 0.25 0.43 0.5 

XKCl 0 0.15 0.5 0.85 1 
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Table 2 Elastic modulus at 1 Hz (G’1Hz), rupture strength (R), brittleness (B) and hardness (H) of S. skottsbergii (SS) and S. crispata (SC) carrageenan gels for 

all the factor combinations of the selected design. Carr: carrageenan concentration (% (by mass)), Salt: salt concentration (M), XKCl: potassium chloride 

fraction. Response values are expressed as mean ± standard error 

 
Sample  SS  SC 

(Carr, Salt, XKCl) G’1Hz (Pa) R (N) B (mm) H (N) G’1Hz (Pa) R (N) B (mm) H (N) 

0.2, 0.25, 0.5 0.60 ± 0.13 0.12 ± 0.00 12.5 ± 0.0 0.12 ± 0.00 0.67 ± 0.07 0.13 ± 0.00 12.5 ± 0.0 0.13 ± 0.00 

0.46, 0.07, 0.15 0.57 ± 0.01 0.12 ± 0.00 12.5 ± 0.0 0.12 ± 0.00 0.63 ± 0.06 0.12 ± 0.00 12.5 ± 0.0 0.12 ± 0.00 

0.46, 0.43, 0.85 16.9 ± 1.0 0.16 ± 0.00 10.7 ± 0.3 0.16 ± 0.00 3.55 ± 0.97 0.12 ± 0.00 12.4 ± 0.1 0.12 ± 0.00 

1.1, 0, 0.5 1.61 ± 0.11 0.12 ± 0.00 12.4 ± 0.1 0.12 ± 0.00 1.58 ± 0.66 0.12 ± 0.00 12.4 ± 0.1 0.12 ± 0.00 

1.1, 0.25, 0 7.22 ± 0.82 0.15 ± 0.00 12.5 ± 0.0 0.15 ± 0.00 2.24 ± 0.71 0.13 ± 0.00 12.5 ± 0.0 0.13 ± 0.00 

1.1, 0.25, 0.5 229 ± 50 0.28 ± 0.02 10.6 ± 0.8 0.28 ± 0.02 27.8 ± 7.8 0.16 ± 0.01 12.5 ± 0.0 0.16 ± 0.01 

1.1, 0.25, 1 712 ± 15 0.41 ± 0.01 4.69 ± 0.05 0.41 ± 0.01 91.3 ± 23.8 0.41 ± 0.03 11.6 ± 0.0 0.41 ± 0.03 

1.1, 0.5, 0.5 101 ± 4 0.42 ± 0.01 8.77 ± 0.87 0.49 ± 0.08 83.7 ± 2.5 0.39 ± 0.06 12.5 ± 0.0 0.39 ± 0.06 

1.74, 0.07, 0.85 583 ± 69 0.48 ± 0.01 3.23 ± 0.02 0.52 ± 0.01 95.7 ± 11.3 0.18 ± 0.01 6.25 ± 0.95 0.23 ± 0.01 

1.74, 0.43, 0.15 164 ± 44 0.35 ± 0.01 9.91 ± 0.11 0.35 ± 0.01 52.8 ± 9.5 0.34 ± 0.01 12.5 ± 0.0 0.34 ± 0.01 

2, 0.25, 0.5 629 ± 3 0.72 ± 0.01 7.36 ± 0.07 0.72 ± 0.01 181 ± 54 0.39 ± 0.04 9.92 ± 0.44 0.39 ± 0.04 Jo
urnal P
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Table 3 Syneresis (S), luminosity (L*) and haze (Z) of S. skottsbergii (SS) and S. crispata (SC) carrageenan gels for all the factor combinations of the selected 

design. Carr: carrageenan concentration (% (by mass)), Salt: salt concentration (M), XKCl: potassium chloride fraction. Response values are expressed as mean 

± standard error 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Sample SS SC 

(Carr, Salt, XKCl) 

 

S (%) L* Z 

 

S (%) L* Z 

 

0.2, 0.25, 0.5 94.6 ± 5.4 98.6 ± 0.1 27.6 ± 0.3 100 ± 0 98.3 ±  0.1 27.1 ± 0.7 

0.46, 0.07, 0.15 100 ± 0 97.5 ± 0.5  46.9 ± 7.8 100 ± 0 96.1 ± 0.2 58.6 ± 0.5 

0.46, 0.43, 0.85 18.8 ± 4.2 96.7 ± 0.0 54.5 ± 1.7 24.6 ± 1.4 95.6 ± 0.1 57.4 ± 0.3 

1.1, 0, 0.5 74.6 ± 2.3 95.2 ± 0.1 80.7 ± 0.3 53.8 ± 0.6 95.0 ± 0.0 72.6 ± 0.4 

1.1, 0.25, 0 12.5 ± 0.4 93.6 ± 0.2 80.1 ± 1.0 12.3 ± 1.7 90.1 ± 0.0 84.8 ± 1.5 

1.1, 0.25, 0.5 15.7 ± 0.2 92.1 ± 0.2 84.5 ± 1.3 13.6 ± 2.5 89.6 ± 1.0 88.3 ± 0.6 

1.1, 0.25, 1 12.7 ± 0.4 93.8 ± 0.1 81.8 ± 2.1 8.58 ± 0.73 93.6 ± 0.5 76.9 ± 2.4 

1.1, 0.5, 0.5 11.6 ± 1.2 91.7 ± 0.0 85.2 ± 1.0 8.39 ± 1.58 89.0 ± 0.7 90.3 ± 0.2 

1.74, 0.07, 0.85 11.0 ± 1.2 89.8 ± 0.3 93.2 ± 0.5 8.97 ± 1.22 86.8 ± 0.5 93.4 ± 0.5 

1.74, 0.43, 0.15 9.82 ± 1.19 87.6 ± 0.1 93.9 ± 0.4 7.43 ± 1.14 81.9 ± 1.2 95.6 ± 0.3  

2, 0.25, 0.5 8.22 ± 0.06 83.1 ± 1.2 96.6 ± 0.2 6.76 ± 0.37 79.0 ± 0.6 97.3 ± 0.1 
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Table 4 Predicted and actual values of each response for the two optimal factor combinations in S. 

skottsbergii (SS) and S. crispata (SC) carrageenan gels. G’1Hz: elastic modulus, R: rupture strength, B: 

brittleness, H: hardness, S: syneresis, L*: luminosity, Z: haze 

  Optimization 1 Optimization 2 

  SS SC SS SC 

G’1Hz (Pa) Predicted 674 266 591 219 

Actual 563 152 140 129 

R (N) Predicted 0.724 0.532 0.581 0.431 

Actual 0.657 0.266 0.458 0.287 

B (mm) Predicted 7.30 12.5 6.07 12.1 

Actual 8.28 12.5 5.99 10.6 

H (N) Predicted 0.924 0.450 0.724 0.414 

Actual 0.657 0.266 0.458 0.287 

S (%) Predicted 8.30 6.40 8.5 6.66 

Actual 7.38 6.84 10.1 7.99 

L* Predicted 85.4 83.1 91.1 89.7 

Actual 86.8 84.0 91.8 90.0 

Z Predicted 97.8 100.0 87.8 91.6 

Actual 92.0 95.3 82.1 88.1 
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Table A1 Model coefficients in terms of the actual factors for each response and the corresponding adjusted R2 of each model. Asterisks next to the 

coefficients indicate statistical significance according to ANOVA results: p ≤ 0.05 (*), p ≤ 0.01 (**) or p ≤ 0.001 (***). Carr: carrageenan concentration (% 

(w/w)), Salt: salt concentration (M), XKCl: potassium chloride fraction, G’1Hz: elastic modulus (Pa), R: rupture strength (N), B: brittleness (mm), H: hardness 

(N), S: syneresis (%), L*: luminosity, Z: haze 

  

Carrageenan Response Coefficients R2
Adj 

  Intercept Carr Salt XKCl Carr*Salt Carr*XKCl Salt*XKCl Carr2 Salt2 XKCl
2  

S. skottsbergii 

 

 

 

√G’1Hz -0.729 -5.52***  32.8*** -6.10***  42.6***  22.8*** 9.75 -1.37 -134***  2.60 0.976 

Log R -0.833 -0.267*  0.546* -0.515*  0.799*  0.871* 0.720*  0.029 -1.41* -0.183* 0.993 

B  9.80  6.26*** -5.47***  10.1*** -5.77 -11.2*** 11.0 -0.958 -1.92 -8.43*** 0.959 

1/√H  2.84  0.375*** -2.07***  1.15*** -1.73*** -2.16*** -0.778  0.086  3.02**  0.397* 0.986 

Log S  2.68 -1.28*** -4.48***  1.35  1.56*** -0.399* -1.05  0.229***  3.34*** -0.638** 0.973 

L*  99.7 -3.29*** -4.74***  1.55 -2.48 -2.33 -20.5*** -1.60**  21.4**  6.37*** 0.985 

Z  5.61  100***  0.576  2.61 -9.92 -2.19  46.9 -26.4*** -8.57 -10.2 0.974 

S. crispata 

 

 

 

Log G’1Hz -0.672  0.297***  2.56*** -0.144***  2.87**  2.25***  0.193 -0.363* -4.57* -0.758 0.965 

Log R -0.606 -0.519*** -1.59*** -0.078***  2.22***  0.465*  0.291 - - - 0.865 

B  11.3  3.88*** -12.8  7.83  11.3*** -6.65***  10.1* -2.19*** -8.92 -3.95** 0.930 

H  0.290 -0.289*** -0.790*** -0.090***  1.13***  0.301*  0.167 - - - 0.815 

Log S  2.70 -1.35*** -3.79***  0.958  0.684 -0.512* -0.317  0.355***  3.14** -0.471* 0.963 

L*  99.4 -4.08*** -16.5***  6.20**  1.34 -3.39 -16.7 -2.38*  22.7  5.17 0.962 

Z  27.9  84.4***  8.68*** -57.9 -17.1  26.7**  105** -24.8*** -14.0 -5.67 0.966 
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Fig. 1. Cooling ramp. Storage modulus (G’) and loss modulus (G”) at different temperatures during the cooling ramp of representative samples with different 

carrageenan and salt concentrations and equal proportion of potassium and calcium chloride. A) S. skottsbergii and B) S. crispata carrageenan. Carr: carrageenan 

concentration, Salt: salt concentration 

Fig. 2. Frequency sweep. Storage modulus (G’) during the frequency sweep of representative samples: A) Carrageenan concentration effect on G’ with the rest 

of the factors at intermediate levels, B) salt concentration effect on G’ with the rest of the factors at intermediate levels, C) KCl fraction effect on G’ with the 

rest of the factors at intermediate levels. SS: S. skottsbergii carrageenan, SC: S. crispata carrageenan, Carr: carrageenan concentration, Salt: salt concentration, 

XKCl: potassium chloride fraction 

Fig. 3. Heating ramp. Storage modulus (G’) and loss modulus (G”) at different temperatures during the heating ramp of representative samples with different 

carrageenan and salt concentrations and equal proportion of potassium and calcium chloride. A) S. skottsbergii and B) S. crispata carrageenan. Carr: carrageenan 

concentration, Salt: salt concentration 

Fig. 4. Response surface plots for selected properties of A-D) S. skottsbergii and E-H) S. crispata carrageenan gels. A,E) G’1Hz and B,F) hardness as a function 

of salt concentration and potassium chloride fraction with carrageenan concentration at intermediate level.  C,G) syneresis and D,H) haze as a function of 

carrageenan and salt concentrations with potassium chloride fraction at intermediate level. Carr: carrageenan concentration, Salt: salt concentration, XKCl: 

potassium chloride fraction 

 

 

Jo
urnal P

re-proof

Journal Pre-proof



 

28 

  

Jo
urnal P

re-proof

Journal Pre-proof



 

29 

 

Graphical abstract  

Jo
urnal P

re-proof

Journal Pre-proof



 

30 

Highlights 

• Native hybrid carrageenans from both studied species produced weak but true gels. 

• Biopolymer and salt contents increased the strength of native carrageenan gels. 

• KCl fraction favored gel strength due to predominance of -diad over -diad. 

• Syneresis after deformation was minimized with high carrageenan and salt contents. 

• Optimal biopolymer and salt composition for best gel properties were estimated. 
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