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The immobilization of Lipase from Rhizomucor Miehei into hybrid nanospheres containing 6 

a liposomal core, where enzyme is confined, was reported. Organic Liposomal-enzyme 7 

phase was protected by inorganic silica matrix obtained with and without surfactant that 8 

stabilizes the internal organic phase, isolates and protects the bioactive molecules. The 9 

optimized heterogeneous biocatalysts prepared was used for enantioselective esterification 10 

of (R,S)-ibuprofen. The influence of several catalytic parameters on the activity of hybrid 11 

nanospheres (type of solvent, nature of the alcohol, reaction temperature), was investigated. 12 

The best catalytic performances of heterogeneous biocatalysts were showed at 37°C, using 13 

iso-octane as solvent and 1-propanol as alcohol (ester yield value ranging between 78 and 14 

93%). A strong activity and stability (up to 9 reaction cycles) of immobilized enzyme into 15 

hybrid nanospheres, with respect to the free form, was observed: ester yield of free Lipase 16 

is only the 25% in the same reaction conditions. Rhizomucor miehei lipase, both in its free 17 

and immobilized form, only reacts with the S (+) enantiomer of (R, S)–Ibuprofen, in all the 18 

reaction conditions tested. 19 

 

Keywords: Rhizomucor miehei Lipase; Liposome; Optimized Heterogeneous hybrid-biocatalysts; 20 

(R,S)-ibuprofen; biotransformation.   21 
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1. Introduction 22 

The enzymes are very active and highly specific biocatalysts that make enormous efforts of current 23 

research to obtain catalytic systems with comparable behavior to this type of natural catalysts [1,2]. 24 

Attempts to imitate the enzymatic action through the synthesis of artificial homogeneous or 25 

heterogeneous catalysts have largely been carried out [3-6]. However, the achieved specificity with 26 

these solid porous catalysts is not comparable with the well-known and reported catalytic capacity 27 

of enzymatic systems which exhibit high sterospecificity and regioselectivity due to their 28 

characteristic shape, charge and hydrophobic-hydrophilic properties [7,8]. The direct use of natural 29 

enzymes or their derivatives could be a serious alternative to perform several reaction processes 30 

with high specificity and reactivity. On the other hand, the poor physico-chemical stability of 31 

enzymes seriously limits their employ as effective catalysts because the reaction media conditions 32 

favor their denaturalization and, consequently, their inactivity. Another associated problem would 33 

be the impossibility to recover and reuse the enzymatic systems in successive catalytic cycles [9-34 

10]. To overcome these obstacles would come from the isolation and stabilization of active 35 

enzymes into inorganic matrixes or organic systems which presumably provide an elevated 36 

protection, allowing the enzymatic action and preserving their associated catalytic activity and 37 

selectivity [11-23]. Among these, Liposome can be used to largely been used to encapsulated 38 

enzyme [24-27]. However, Liposomes show important limitations regarding to their poor 39 

hydrothermal and chemical stability that would favor the rapid denaturation of encapsulated 40 

enzymes [28-31]. The alternative approach could be the protection of the liposomal phase with 41 

external inorganic shells, such as porous silica [32-35]. In this case, the hydrothermal stability of 42 

silica would protect the internal enzymatic – liposomal system and its external porosity would allow 43 

the interaction with the reaction media. Furthermore, the associated structural role of organized 44 

phosphatidylcholine micelles, which are forming the liposomes, as surfactants, would facilitate the 45 

generation of external porous silica layers around of spherical liposomes. Specifically, these 46 
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nanospheres would be composed of a purely organic internal liposomal phase in which bioactive 47 

enzymes are encapsulated. Covering this part, an external self-assembled porous silica shell would 48 

be present, stabilizing the internal liposomal phase and, consequently, isolating and protecting the 49 

enzymes [36].  This methodology was successfully used to obtain organic-inorganic nanospheres 50 

with responsive external molecular gates, localized in the outer silica shell, for effective drug 51 

storage and controlled release [37].   52 

Recently we describe a effective biocatalysts prepared through the encapsulation of liposome – 53 

lipase systems onto porous silica nanoparticles for biodiesel production [38]. In spite of previous 54 

work, in this study we optimized the synthesis procedure of  heterogeneous biocatalyst  in order to 55 

improve the stability of immobilized Rhizomucor miehei Lipase. The influence of several 56 

experimental factors, such as silica/liposome weight ratio and mixing time between liposome and 57 

lipase, was studied. At this point, the additional use of templating agent (Hexadecylamine)  during 58 

the core liposome coverage by silica, has made possible the creation of mesoporous silicic shell 59 

with properties to allow reagent and product diffusion.  60 

The catalytic performance and the stability of optimized heterogeneous catalysts was evaluated in a 61 

enantioselective esterification of racemic ibuprofen (Figure 1), in order to produce active 62 

enantiomer from racemic product.  In the last year, there was an increasing trend toward the use of 63 

Lipase for a production of enantiomerically pure compounds [39-48], particularly in a chiral 64 

resolution of (R,S)-ibuprofen [49-59]. In particularly, Immobilized Rhizomucor miehei lipase 65 

shows to have adequate stability and biosynthetic capabilities for a chiral resolution of (R,S)-66 

ibuprofen [60-62].  67 
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2. Materials and Methods 68 

2.1. Materials 69 

Organic nanospheres preparation. For the preparation of organic parts of nanospheres, L-α-70 

phosphatidylcholine has been used as lecithin liposome precursor, purchased from Sigma Aldrich, 71 

while commercial lipase solution, PALATASE 20000L (Novo Nordisk Denmark), has been used as 72 

enzyme. This enzyme is a purified 1,3-specific lipase (EC 3.1.1.3) from Rhizomucor miehei (RML). 73 

Silica porous shell preparation. For the preparation of silica porous shell, tetraethyl orthosilicate 74 

(99%), as silica source, hexadecylamine (98%), as template, sodium fluoride (99%), as mineralizing 75 

agent, have been used. All of these products were purchased from Sigma Aldrich. 76 

Reactants for Catalytic Test: For the reaction tests, different alcohols have been tested: methanol 77 

(99.9%), 1-Propanol (99.9%), 1-butanol (99.9%). While isooctane (99.9%) and dimethylformamide 78 

(99%), have been tested as reaction solvents. Racemic Ibuprofen (98 %) and its pure enantiomers 79 

(R and S), have been purchased from Sigma-Aldrich. 80 

  

2.2.  Hybrid Nanospheres Synthesis Method: Enzyme immobilization procedure. 81 

The synthesis of hybrid nanospheres take place through two consecutive steps. In the first 82 

step preparation of liposomal phase containing  Rhizomucor miehei lipase was carried out 83 

and the influence of two important synthesis parameters was evaluated: silica/liposome 84 

weight ratio and mixing time of liposome/lipase solution. In the second step, formation of 85 

porous silica shell around the liposomal phase was performed: an amount of TEOS was 86 

added in the liposome/lipase solution at room temperature for 24 hours.  After this time, an 87 

amount of sodium fluoride (7.1 mg) was incorporated to initializing the condensation of 88 

silane groups and the stirring was maintained for 48 h at room temperature. In order to 89 

synthesized different sample, templating agent was used during the core liposome coverage 90 
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by silica. An amount of hexadecylamine (tetraethyl orthosilicate/hexadecylamine molar ratio 91 

equal to 4) was dissolved in a 40 ml of ethanol. The hexadecylamine solution was added 92 

drop-wise 24 h after the addition of TEOS, with vigorous stirring at room temperature for 24 93 

hours. 7.1 mg of NaF was incorporated and stirring for 48 h at room temperature. Later on, 94 

the sample was centrifugated and the recovered solid was washed with distillated water and 95 

dried at 30 °C overnight. All prepared catalysts were activated by washing with 100 ml of 96 

solvent (isooctane) and 900 ml of distillated water, and dried at 30 °C overnight. 97 

The total protein concentration of the initial and final solution was calculated using UV absorption 98 

method at 235/280 nm [63], and the quantity of protein adsorbed on the support was determined by 99 

a mass balance between initial and final solution. 100 

 

2.3. Catalyst Characterization 101 

Thermogravimetric and Differential Thermal Analysis. TGA-DTA curve were recorded in 102 

nitrogen stream with a Metler Toledo TGA/SDTA 851E instrument. Measurements were 103 

effectuated in a temperature range between 20 and 800°C, with heating rate of 10°C/min and 104 

in synthetic air stream with a flow of 50mL/min. 105 

Fluorescence Confocal Microscopy. LEICA TCS-SL is the imaging core’s point-scanning 106 

laser confocal system and it was used to clarify with greater accuracy the exact position of 107 

the enzyme inside the nanospheres. In order to perform the analysis, during the nanospheres 108 

synthesis process, lipase was mixed with a fluorescent compound (fluorescein 109 

isothiocyanate (99%)) for 2 hours.  110 

Transmission Electron Microscopy. Transmission electron microscopy (TEM) micrographs 111 

were obtained with a Philips CM10 electron microscope operating at 100 KeV.  112 

13C NMR and 29Si NMR. Spectra have been recorded at room temperature under magic angle 113 

spinning (MAS) in a Bruker AV-400 spectrometer. The single pulse 29Si spectra were 114 
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acquired at 79.5 MHz with a 7 mm Bruker BL-7 probe using pulses of 3.5 µs corresponding 115 

to a flip angle of 3/4 π radians, and a recycle delay of 240 s. Pulses of 0.5 µs to flip the 116 

magnetization π/20 rad, and a recycle delay of 2 s were used. The 13C spectra were recorded 117 

with a 7 mm Bruker BL-7 probe and at a sample spinning rate of 5 kHz. 13C and 29Si were 118 

referred to adamantine and tetramethylsilane, respectively.  119 

N2 adsorption/desorption. Nitrogen adsorption isotherms were measured at -196 ºC with a 120 

Micromeritics ASAP 2010 volumetric adsorption analyser. Before analyses, all samples 121 

were calcinated at 600°C under vacuum condition for 8 hours, and outgassed for 12 h at 100 122 

ºC.  123 

Powered X-ray Diffraction (XRD). This analysis were performed by powered X-ray 124 

diffraction technique using Philips X'PERT diffractometer. Data were collected stepwise 125 

over the 2° ≤ 2ϑ ≤ 20°C angular region, with steps of 0.01° 2ϑ, 20-s/step accumulation time 126 

and Cu Kα (λ= 1.54 Å) radiation. 127 

 

2.4. Catalytic Test 128 

2.4.1 Enantioselective esterification procedure. 129 

The standard reaction mixture was composed of organic solvent (10 mL), racemic ibuprofen 130 

(66 mM) and alcohol (66 mM), without addition of water. The reaction started by the 131 

addition of prepared heterogeneous biocatalyst (7%wt of lipase with respect to ibuprofen) to 132 

the solution and carried out in 50 mL conical flask, under orbital magnetic stirring at 135 133 

rpm and at different temperature. Samples of 50 µL of the solution were withdrawn at 134 

different times and diluted in 50 µL of isooctane. The amount of ester (ester yield) formed 135 

during the reaction and the enantiomeric excess were determined by gas chromatography 136 

and chiral gas chromatography, respectively.  137 
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2.4.2. Analytical procedures of reaction products. 138 

Gas Chromatography Analysis. This technique has been performed in an Agilent 7890A, equipped 139 

with flame ionization (FID) and mass spectrometry detectors. The column used was a BP5MS with 140 

low polarity phase (5%-phenyl-95%-polysilphenylene-siloxane; 30m x 250 µm x 0.25 µm). The 141 

injector and the detector temperatures have been, respectively, of 280°C and of 300°C. The carrier 142 

gas was nitrogen, with a flow rate of 25 mL/min. The temperature program of the column was: 2 143 

min at 50°C and 30°C/min until 280°C. Ester yield was calculated in accordance with the equation 144 

(1): 145 

ester yield % = � (𝐴𝐴𝐸𝐸 𝑃𝑃𝑃𝑃𝐸𝐸⁄ )

� 𝐴𝐴𝐸𝐸
𝑃𝑃𝑃𝑃𝐸𝐸

�+�
𝐴𝐴𝑖𝑖𝑖𝑖
𝑃𝑃𝑃𝑃𝑖𝑖𝑖𝑖

�
�  * 100                (1) 146 

Where the 𝐴𝐴𝐸𝐸  and PME  are the peak area an molecular weight of the (S)-ester of ibuprofen (desired 147 

product) respectively, while  Aib and PMib  are respectively, the peak area  and molecular weight of  148 

ibuprofen. The quantitative analysis to measure formed ester and remaining acid was carried out 149 

using internal standardization method. 150 

Turnover number (TON) and turnover number of frequency (TOF) were also calculated in 151 

correspondence with a reaction time equal to 1 hours (Eq (2) and (3)). 152 

𝑇𝑇𝑇𝑇𝑇𝑇 = �
%𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒 𝑦𝑦𝑦𝑦𝑒𝑒𝑦𝑦𝑦𝑦

100
� ∗ �

𝑚𝑚𝑚𝑚𝑦𝑦 𝑦𝑦𝑖𝑖𝑖𝑖𝑒𝑒𝑖𝑖𝑚𝑚𝑖𝑖𝑒𝑒𝑖𝑖
𝑚𝑚𝑚𝑚𝑦𝑦 𝑒𝑒𝑖𝑖𝑒𝑒𝑦𝑦𝑚𝑚𝑒𝑒

�          [/]             (2) 153 

𝑇𝑇𝑇𝑇𝑇𝑇 = 𝑇𝑇𝑇𝑇𝑇𝑇
𝑇𝑇𝑇𝑇𝑇𝑇𝑇𝑇

       [ℎ−1]               (3) 154 

Chiral Analysis. .This analysis was performed using a chiral gas chromatograph (Agilent 8000S) 155 

equipped with FID and with a BETADEXTM120 column (35%-phenyl-65%-dimethylsiloxane; 30m 156 

x 0.25 mm x 0.25µm). The injector and the detector temperatures have been, respectively, of 280°C 157 

and of 300°C. The carrier gas has been nitrogen, with a flow rate of 25 mL/min. The temperature 158 

program of column was 20 minutes  at 50°C; 5°C/min until 140°C; 20 minutes at 140°C; 5°C/min 159 
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until 210°C  and 20 minutes at 210°C. The retention times observed Enantiomeric excess (ee) was 160 

calculated according to the equation (4): 161 

𝑒𝑒𝑒𝑒 % = 𝑅𝑅−𝑆𝑆
𝑆𝑆+𝑅𝑅

 ∗ 100            For R > S             (4) 162 

where R is the peak area for the R(-) enantiomer of ibuprofen (retention times equal to 76 min)  and 163 

S is the peak area for the S(+) enantiomer of ibuprofen (retention times equal to 76.4 min).  164 

 

3. Results and Discussion 165 

3.1 Characterization catalysts results 166 

The  influence of two important synthesis parameters, silica/liposome weight ratio and mixing time 167 

of liposome/lipase solution, on the quantity of immobilized enzyme and on the morphology of 168 

nanospheres, were evaluated. Table 1 summarizes these specifications, for each prepared catalysts. 169 

The tendency of enzyme immobilization quantity towards liposome/lipase solution mixing time, for 170 

each liposome/silica ratio tested, was reported in Figure 2. It is immediately evident that the mixing 171 

time between liposome and lipase strongly affects the amount of immobilized enzyme (Figure 2a). 172 

Particularly, after only 2 h, for each Silica/Liposome ratio tested, the highest Lipase immobilized 173 

amount was obtained. Increasing the mixing time, the amount of retained enzyme decrease probably 174 

due to the damage/break of liposomal shell. Moreover, for the same liposome/lipase mixing time, 175 

the specific amount of immobilized enzyme strongly increased when the SiO2 amount used was 176 

lower, as expected (Figure 2b).   177 

As Shown by TEM analysis result (Figure 3), also the morphology of the samples was strongly 178 

affected by the two changed parameters. The equal o lower amount of SiO2 with respect to the 179 

liposome (NS2 and NS3 samples) does not permits the complete single liposome sphere coverage 180 

by the silica shell (Figure 3a), in fact more spheres are included in an unique silica shell. Increasing 181 

time mixture between lipase and liposome,  the damage/break and the opening of liposomal shells 182 

occurs (Figures 3b and 3c, respectively for NS2 and NS3 samples).   183 



10 

 

On the contrary, perfect coverage of liposomal cells by the silica shell can be observed where the 184 

amount of silica is double respect to the amount of Liposome (sample NS1), both for low (2 hours) 185 

and high (12 hours) mixing time between liposome and lipase (Figure 4(a) and (b), respectively). 186 

However, in this last case, the quantity of immobilized enzyme is very low, probably because only 187 

few liposome cells remain unaltered after this long mixing time. 188 

It is possible to conclude that the optimal hybrid nanospheres were obtained by a double amount of 189 

silica with respect to liposome quantity and after only 2 hour of mixing time between liposome and 190 

lipase (Figure 4(a)), represented by NS1 sample that was selected as reference catalyst and analyzed 191 

with more details. First of all, in order to clarify more accurately the exact position of the enzyme 192 

inside the optimized nanospheres of sample NS1, fluorescence confocal microscopy analysis was 193 

carried out. This analysis confirm that, the enzyme is distributed inside the internal liposomal phase 194 

and the organic liposome/lipase phase has been protected by inorganic matrix (Figure 5). 195 

The optimized procedure (SiO2/Liposome weight ratio equal to 2 and the optimum liposome/lipase 196 

solution mixing time equal to 2 hours) was used also to prepare different hybrid nanospheres 197 

(NSH1 sample), using surfactant to create silica shell. In Table 2 the synthesis conditions are 198 

reported. The use of surfactant does not affect the final conformation of the nanospheres and the 199 

position of the enzyme, which results perfectly confined inside the liposomal (Figure 6). Moreover, 200 

to get more information about the external silica structure of this sample, XRD and TEM analysis 201 

was carried out (For XRD results see Supporting Information: Section A). With respect to the 202 

nanospheres synthesized without surfactant (in which the external silica shell is amorphous, as 203 

corroborate by XRD pattern – results not shown), the silica shell of NSH1 sample exhibits a typical 204 

worm-hole structure characterized by parallel channels to the support surface (Figure 7).  205 

Other characterization tests were carried out in order to give more information about optimized 206 

biocatalysts structure (Supporting Information: Section A).  207 
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3.2. Catalytic test results 208 

3.2.1. Influence of catalyst composition 209 

Catalytic test to evaluate the role of Liposome and Hexadecylamine in the reaction, were carried 210 

out. See Supporting Information: Section B for more details. The results confirm that no reaction 211 

between ibuprofen and liposome or ibuprofen and hexadecylamine occurs. 212 

 

3.2.2. Influence of the alcohol 213 

It is recognized that lipase from Rhizomucor miehei works better in esterification of primary 214 

alcohols, whereas its activity is lower with secondary alcohols and is inactive with tertiary alcohols 215 

[64]. With the aim of studying the effect of alcohol nature on our esterification reaction, the 216 

attention was directly focused on the study of the influence of primary alcohols with different chain 217 

lengths, i.e, methanol, 1-propanol and 1-butanol.  The results are shown Table 3. The stereobias (S-218 

(+)-preference) is the same for all the nucleophiles tested. However the catalyst performance is 219 

strong influenced by the length of the used alcohol. With 1-butanol and methanol, immobilized 220 

Rhizomucor miehei lipase shows low activity, probably due to the different substrate specificity of 221 

the lipase and/or to the different substrate solvation of the alcohol, as also suggested by previous 222 

studies [65]. The highest enantiomeric excess (ee), ester yield and turnover numbers (TON and 223 

TOF) are obtained in the reaction where 1-propanol is used as alcohol. In the Supporting 224 

Information: Section B, the progress and the whole time profile of the reaction carried out in 225 

presence of 1-propanol, monitored by chiral gas chromatography, was reported. 226 

 

3.2.3. Influence of the Temperature. 227 

The effect of temperature, in the range from 27 to 80 °C, on the enzyme activity in the 228 

enantioselective esterification of (R,S)-ibuprofen was examined. As consequence of previous 229 

results, all catalytic tests were carried out in presence of 1-propanol as alcohol. At all temperature 230 
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tested Rhizomucor miehei Lipase shows S-(+)-enantiorecognition. The results were reported in 231 

Table 4. We can observe that the highest ester yield and turnover numbers was obtained at 37°C, 232 

decreasing at higher temperature due to the modification of the active center geometry of enzyme.  233 

In order to avoid the evaporation of the organic solvent and to obtain a higher ester yield of the 234 

desired product, the optimum temperature in the esterification of Ibuprofen was fixed at 37 °C. 235 

 

3.2.4. Influence of the Solvent nature. 236 

The influence of the solvent nature on the catalytic efficiency of enzymes was also studied. Beyond 237 

using a-polar isooctane solvent, the activity of immobilized Rhizomucor miehei Lipase in the 238 

presence of polar solvent, dimethylformamide (DMF), was tested. The polar DMF totally 239 

deactivates the enzyme contained into NS1 catalyst (Figure 8), due to the removal of the necessary 240 

water for maintaining the native and active conformation of the enzyme. On the contrary, 241 

hydrophobic solvents, due to their lower tendencies to strip essential water in the micro-242 

environment of enzyme, allow preserving their activity. 243 

 

3.4. Stability of catalysts 244 

After selection of the best reaction conditions: temperature 37°C; 1-propanol as alcohol; iso-octane 245 

as a solvent, a "leaching test" was carried out in order to verify if  there is a leaching after the first 246 

catalytic use of the optimized catalysts. So, after 1 hour, the reaction was stopped, the catalyst was 247 

separated from the liquid reaction media and the reaction was again carried out without catalyst. 248 

The time reaction profile was compared with time reaction profile of standard reaction (see 249 

Supporting Information: Section C). When the NS1 catalyst was removed, the ester yield does 250 

not increase significantly after the first hour of reaction (lower than 5 %). So, no significant enzyme 251 

leaching occurs.  252 
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At this point, the residual esterification activity under optimal reaction conditions of NS1 and NSH1 253 

catalyst, after repeated catalytic uses, was analyzed. In Figure 9, the stability results after 9 reaction 254 

cycles for both catalysts, were reported. Immobilized lipase in the NS1 catalyst retains its activity 255 

with moderate loss:  lower than 3% after 4 reaction cycles; lower than 11% after 5 reaction cycles. 256 

After nine cycles, the lipase immobilized into NS1 catalyst retains almost the 45% of its initial 257 

esterification activity. For NSH1 sample the activity loss was lower than 3% after 4 reaction cycles;  258 

lower than 18% after 8 reaction cycles. After nine cycles, the lipase immobilized into NSH1 259 

catalyst retains almost the 60% of its initial esterification activity and the external mesoporous 260 

structure of  NSH1 catalyst was maintained (Figure 10). The NSH1 show the best catalytic 261 

performance most probably because the mesoporous structure of its external silica shell facilitates 262 

the mass transfer of substrate and products. However, for both sample, immobilized is stable after 263 

repeated catalytic cycles and the enzyme remains linked to the phospholipids layer inside the 264 

liposome and is still present in the nanospheres (Figure 11).   265 

 

3.3. Comparison with Free Lipase. 266 

Comparison between free and immobilized enzyme performances, was carried out. The results are 267 

reported in Figure 12(a) and (b). Both catalysts, NS1 and NSH1, show better performance with 268 

respect to the free lipase. Particularly, NSH1 sample shows the best one probably because the 269 

mesoporous structure of its external silica shell facilitates the mass transfer of substrate and 270 

products. Rhizomucor miehei Lipase reacts better only with the S-(+) enantiomer of (R,S)-271 

ibuprofen both in it immobilized and free form. 272 

 

4. Conclusion 273 

Novel organic–inorganic nanospheres formed by a hybrid silica shell (with an internal liposomal 274 

core) containing bioactive molecule (lipase enzyme) were successfully synthesized. The highest 275 
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immobilized enzyme amount and the best nanospheres morphology were obtained using a 276 

SiO2/Liposome ratio equal to 2 and a Lipase/Liposome mixing time equal to 2 hours.  277 

Hybrid nanospheres with mesoporous external silica shell have also been synthesized by use of 278 

hexadecylamine as surfactant in the polymerization of silica shell. Heterogeneous biocatalysts were 279 

used in the enantioselective esterification of ibuprofen. Many factors affect the enzyme activity in 280 

the esterification reaction. The optimal conditions for the esterification of ibuprofen using hybrid 281 

nanospheres containing Rhizomucor miehei Lipase as biocatalyst are: temperature = 37°C, alcohol = 282 

1-propanol, solvent = iso-octane and ibuprofen/alcohol molar ratio equal to 1. 283 

Catalyst with mesoporous external silica shell shows better catalytic performance with respect to 284 

that one synthesized without surfactant. Most probably, the mesoporous channel facilitates the 285 

substrate and product mass transfer during the reaction. Finally, the stability of immobilized lipase 286 

is very high: up to 9 reaction cycles, at least. The high stability of the heterogeneous biocatalyst 287 

produces an immobilized enzyme productivity c.a. 15÷16 times higher than that of its free form.  288 

Optimized catalysts and selected best reaction conditions lead a simple and efficient 289 

enantioselective synthesis of (S)-enantiomer of ibuprofen, being a potential application in the 290 

pharmaceutical industry. The high-efficiency catalytic system here proposed could be used in a next 291 

future for various enzymatic/chemical processes, like multi-enzymatic cascade reaction, drug and 292 

gene delivery and biosensors.  293 

 

Acknowledgments 294 

The authors thank financial support to Spanish Government by Consolider-Ingenio MULTICAT 295 

CSD2009-00050, MAT2011-29020-C02-01 and Severo Ochoa Excellence Program SEV-2012-296 

0267. 297 

 

 



15 

 

References 

[1] Pesti JA, Dicosimo R. Recent progress in enzymatic resolution and desymmetrization of 

pharmaceuticals and their intermediates. Curr Opin Drug Discov Dev  2000; 3:764-778  

[2] Patel RN. Microbial/enzymatic synthesis of chiral intermediates for pharmaceuticals. Enz 

Microb Tech 2002; 31:804-826. 

[3] Boronat M, Martínez-Sánchez C, Law D, Corma A. Enzyme-like Specificity in Zeolites: A 

Unique Site Position in Mordenite for Selective Carbonylation of Methanol and Dimethyl Ether 

with CO. J Am Chem Soc 2008; 130:16316-16323. 

[4] Díaz U, Brunel D, Corma A. Catalysis using multifunctional organosiliceous hybrid materials. 

Chem Soc Rev 2013; 42:4083-4097. 

[5] Corma A. Attempts to Fill the Gap Between Enzymatic, Homogeneous, and Heterogeneous 

Catalysis. Catal Rev 2004; 46: 369–417. 

[6] Férey G. Hybrid porous solids: past, present, future. Chem Soc Rev 2008; 37:191–214. 

[7] Tsai SW, Liu BY, Chang CS. Enhancement of (S)-naproxen ester productivity from racemic 

naproxen by lipase in organic solvents. J Chem Biotechnol 1996; 65:156-62. 

[8] Buckland BC, Robinson DK, Chartrain M. Biocatalysis for pharmaceuticals-status and 

prospects for a key technology. Metab Eng 2000; 2:42-48. 

[9] Corma A, Fornés V, Rey F. Delaminated zeolites: an efficient support for enzymes. Adv Mater 

2002; 14:71-74. 

[10] Macario A, Giordano G. Catalytic Conversion of Renewable Sources for Biodiesel Production: 

A Comparison Between Biocatalysts and Inorganic Catalysts. Catal Lett 2013;143:159-168. 

[11] Corma A, Iglesias M, Sánchez F. Large pore bifunctional titanium–aluminosilicates: the 

inorganic non-enzymatic version of the epoxidase conversion of linalool to cyclic ethers. J Chem 

Soc Chem Commun 1995; 16:1635-1636. 

[12] Corma A, Fornés V, Jordá JL, Rey F, Fernández-Lafuente R, Guisán JM, Mateo C. 

Electrostatic and covalent immobilization of enzyme on ITQ-6 delaminated zeolitic materials. 

Chem Commun 2001;5: 419-420. 



16 

 

[13] Macario A, Moliner M, Corma A, Giordano G. Increasing stability and productivity of lipase 

enzyme by encapsulation in a porous organic–inorganic system. Microp Mesop Mater 2009;118: 

334-340. 

[14] Macario A, Katovic A, Giordano G, Forni L, Carloni F, Filippini A, Setti L. Immobilization of 

Lipase on microporous and mesoporous materials: studies of the support surfaces. Stud Surf Sci 

Catal 2005; 155: 381-394. 

[15] Macario A, Giordano G, Frontera P, Crea F, Setti L. Hydrolysis of alkyl ester on 

lipase/silicalite-1 catalyst. Catal. Lett  2008;122: 43-52. 

[16] Macario A, Calabrò V, Curcio S, De Paola M, Giordano G,. Iorio G, Katovic A. Preparation of 

mesoporous materials as a support for the immobilisation of lipase. Stud Surf Sci Catal 2002; 142: 

1561-1568. 

 [17] Galarneau A,  Mureseanu M, Atger S, Renard G, Fajula F. Immobilization of lipase on silicas. 

Relevance of textural and interfacial properties on activity and selectivity.  New J Chem 2006;30: 

562–571. 

[18] Galarneau A, Renard G, Mureseanu M, Tourrette A, Biolley C, Choi M, Ryoo R, Di Renzo F, 

Fajula F. Synthesis of sponge mesoporous silicas from lecithin/dodecylamine mixed-micelles in 

ethanol/water media: A route towards efficient biocatalysts. Microp Mesop Mat 2007; 104: 103–11. 

[19] Nii T, Ishii F. Encapsulation efficiency of water-soluble and insoluble drugs in liposomes 

prepared by the microencapsulation vesicle method. Int J Pharm 2005; 298:198-205. 

[20] González H, Hwang SJ, Davis ME. New class of polymers for the delivery of macromolecular 

therapeutics. Bioconjugate Chem 1999; 10:1068-1074. 

[21] Mateo C, Abian O, Fernández-Lafuente R, Guisán JM. Increase in conformational stability of 

enzymes immobilized on epoxy-activated supports by favoring additional multipoint covalent 

attachment. Enzyme Microb Technol 2000; 26:509-515. 

[22] Tran DN, Balkus KJ. Perspective of Recent Progress in Immobilization of Enzymes. ACS 

Catal. 2011;1: 956–968  

[23] Garcia-Galan C, Berenguer-Murcia A, Fernandez-Lafuente R, Rodrigues RC. Adv Synth Catal 

2011; 353: 2885–2904  



17 

 

[24] Bula D, Ghaly ES. Liposome delivery systems containing ibuprofen. Drug Dev. Ind. Pharm., 

1995; 21:1621-1629. 

[25] Ishii F, Takamura A, Ogata H. Preparation conditions and evaluation of the stability of lipid 

vesicles (liposomes) using the microencapsulation technique. Dispersion J Sci Technol 1988; 9:1-

15. 

[26] Zhu Y, Jiang Y, Gao J, Zhou L, He Y, Jia F. Immobilization of glucose oxidase in liposome-

templates biomimetic silica particles. Chinese J Catal 2013 34: 741-750 

[27] Shazeeba MS, Feulab G,  Bogdanov A. Liposome-encapsulated superoxide dismutase mimetic: 

theranostic potential of an MR detectable and neuroprotective agent.  Contrast Media Mol. Imag 

2014, 9: 221–228 

[28] Bégu S, Pouëssel AA, Lerner DA, Tourné-Péteilh C, Devoisselle JM. Liposil, a promising 

composite material for drug storage and release. J Control Rel 2007; 118: 1-6. 

[29] Bégu S, Durand R, Lerner DA, Charnay C, Tourné-Péteilh C, Devoisselle JM. Preparation and 

characterization of siliceous material using liposomes as template. Chem. Commun 2003; 5:640-

641. 

[30] Bégu S, Girod S, Lerner DA, Jardiller N, Tourné-Péteilh C, Devoisselle JM. Characterization 

of a phospholipid bilayer entrapped into non-porous silica nanospheres. J Mater Chem 2004; 

14:1316-1320. 

[31] Hwanga SY, Kima HK, Choob J, Seongb GH, Dieu Hienc TB,. Leec EK. Effects of operating 

parameters on the efficiency of liposomal encapsulation of enzymes. Coll Surf B: Biointerfaces 

2012; 94: 296– 303 

[32] Torchilin VP. Nanoparticulates as Drug Carriers.  London: Imperial College Press; 2006. 

[33] Barbé C, Barlett J, Kong L, Finnie K, Hui Q, Larkin M, Calleja S, Bush A, Calleja G. Silica 

Particles: A Novel Drug-Delivery System. Adv Mater 2004; 16: 1959 – 1966. 

[34] Botterhuis NE, Sun Q, Magusin PCMM, van Santen RA, Sommerdijk NAJM. Hollow Silica 

Spheres with an Ordered Pore Structure and Their Application in Controlled Release Studies. Chem 

Eur J 2006; 12:1448 – 1456. 



18 

 

[35] Mureseanu M, Galarneau A, Renard G, Fajula F. A new mesoporous micelle-templated silica 

route for enzyme encapsulation.  Langmuir 2005;21:4648–4655 

[36] Corma A, Arrica M, Díaz U, Material híbrido orgánico-inorgánico para almacenamiento y 

liberación de principios activos. WO 2009024635 A1, 2009. 

[37] Corma A, Díaz U, Arrica M, Fernández E, Ortega Í. Organic–Inorganic Nanospheres with 

Responsive Molecular Gates for Drug Storage and Release. Angew Chem Int Ed 2009; 48:6247-

6250. 

[38] Macario A, Verri F, Díaz U, Corma A, Giordano G. Pure silica nanoparticles for 

liposome/lipase system encapsulation: Application in biodiesel production. Catal. Today 2013; 

204:148-155. 

[39] Steenkamp L, Brady D.  Screening of commercial enzymes for the enantioselective hydrolysis 

of R,S-naproxen ester. Enz. Microb Technol 2003; 32: 472–477 

[40] Azerad R.  Application of biocatalysis in organic synthesis. Bull. Soc. Chim Fr 1995; 132:17-

51 

[41] Margolin AL. Enzymes in the Synthesis of Chiral Drugs. Enz Microb Technol  1993;15:266-

280 

[42] Pate RN.  Biocatalytic Synthesis of Chiral Alcohols and Amino Acids for Development of 

Pharmaceuticals. Biomol 2013; 3: 741-777 

[43] Alfaro Blasco M,  Gröger H. Enzymatic resolution of racemates with a ‘remote’ stereogenic 

center as an efficient tool in drug, flavor and vitamin synthesis. Bioorg Med Chem 2014; 22: 5539–

5546 

[44]  Li XJ,  Zheng RC, Ma HY, Zheng YG. Engineering of Thermomyces lanuginosus lipase Lip: 

creation of novel biocatalyst for efficient biosynthesis of chiral intermediate of Pregabalin. Appl 

Microbiol Biotechnol 2014; 98: 2473-2483  

[45] Ghislieri D,  Turner NJ. Biocatalytic Approaches to the Synthesis of Enantiomerically Pure 

Chiral Amines. Top Catal 2014; 57:284-300 

http://www.sciencedirect.com/science/article/pii/S0968089614004702
http://www.sciencedirect.com/science/article/pii/S0968089614004702
http://link.springer.com/search?facet-author=%22Xiao-Jun+Li%22
http://link.springer.com/search?facet-author=%22Ren-Chao+Zheng%22
http://link.springer.com/search?facet-author=%22Hong-Ye+Ma%22
http://link.springer.com/search?facet-author=%22Yu-Guo+Zheng%22
http://link.springer.com/search?facet-author=%22Diego+Ghislieri%22
http://link.springer.com/search?facet-author=%22Nicholas+J.+Turner%22


19 

 

[46] Sikora A., Siódmiak T, Marszałł MP. Kinetic Resolution of Profens by Enantioselective 

Esterification Catalyzed by Candida antarctica and Candida rugosa Lipases. Chirality 2014; 

26:663-669 

[47] More GV, Kirtikumar C. Badgujar M, Bhanage BM. Kinetic resolution of secondary alcohols 

with Burkholderia cepacia lipase immobilized on a biodegradable ternary blend polymer matrix as 

a highly efficient and heterogeneous recyclable biocatalyst. RSC Adv 2015; 5:4592-4598 

[48] Dwivedee BP, Ghosh S, Bhaumik J, Banoth L, Banerjee UC. Lipase-catalyzed green synthesis 

of enantiopure atenolol . RSC Adv 2015; 5:1585-15860 

[49] Mustranta A. Use of lipases in the resolution of racemic ibuprofen. Appl Microbiol Biotechnol 

1992; 38: 61– 66. 

[50] De La Casa RM, Guisa´n JM, Sa´nches-Montero JM, Sinisterra JV. Modification of the 

Activities of Two Different Lipases from Candida rugosa with Dextrans. Enz. Microb Technol 

2002; 30:30–40 

[51] Hongwei Y, Jinchuan W, Chi Bun C. Kinetic resolution of ibuprofen catalyzed by Candida 

rugosa lipase in ionic liquids. Chirality 2005; 17:16–21 

[52] Xie YC, Liu HZ, Chen JY. Effect of water content on enzyme activity and enantioselectivity of 

lipase-catalyzed esterification of racemic ibuprofen in organic solvent. Ann N Y Acad Sci 1998; 13: 

570–575 

[53] Long WS, Kow PC, Kamaruddin AH. Comparison of kinetic resolution between two racemic 

ibuprofen esters in an enzymic membrane reactor.  Process Biochem 2005; 40:2417–2425 

[54] Overbeeke PL, Jongejan JA, Heijnen JJ. Solvent effect on lipase enantioselectivity. Evidence 

for the presence of two thermodynamic states. Biotechnol Bioeng 2000; 70:278–290 

[55] Siódmiak T, Ziegler-Borowska M, Marszałł MP. Lipase-immobilized magnetic chitosan 

nanoparticles for kinetic resolution of (R,S)-ibuprofen. J Mol Catal B: Enzymatic 2013; 94: 7-14 

[56] Marszałł MP, Siódmiak T. Immobilization of Candida rugosa lipase onto magnetic beads for 

kinetic resolution of (R,S)-ibuprofen. Catal Comm 2012; 24:80-84  

[57] Yon LS, Gonawan FN, Kamaruddin AH, Uzir MH. Enzymatic Deracemization of (R, 

S)-Ibuprofen Ester via Lipase-catalyzed Membrane Reactor. Am Chem Soc 2013; 52: 9441-9453 



20 

 

 [58] Hong  SG , Kim HS, Kim J. Highly Stabilized Lipase in Polyaniline Nanofibers for 

Surfactant-Mediated Esterification of Ibuprofen.  Langmuir 2014; 30: 911–915 

[59] Carla J, Toledo V, Osorio Grisales J, E. Briand L. Effect of Co-solvents in the Enantioselective 

Esterification of (R/S)- ibuprofen with Ethanol. Curr  Catal. 2014; 3: 131-138 

[60] Lopez-Belmonte MT, Alcantara AR, Sinisterra JV.Enantioselective esterification of 2-

arylpropionic acids catalyzed by immobilized Rhizomucor miehei lipase. J Org Chem 1997; 62: 

1831–1840. 

[61] Sanchez A, Valero F, Lafuente J, Solà C.  Highly enantioselective esterification of racemic 

ibuprofen in a packed bed reactor using immobilised Rhizomucor miehei lipase. Enz. Microb. 

Technol 2000;27: 157–166 

[62] Rodrigues RC,  Fernández-Lafuente R. Lipase from Rhizomucor miehei as an industrial 

biocatalyst in chemical process.  J Mol Catal B: Enzymatic 2010; 64: 1-22  

[63] Whitaker JR, Granum PE. An absolute methods for protein determination based on difference 

of absorbance at 235 and 280 nm. Anal Biochem 1980; 109: 156–159. 

[64] Gatfield IL.  The Enzymatic Synthesis of Esters in Nonaqueous Systems. Ann. N.Y. Acad. Sci 

1984; 434: 569-572 

[65] Won K, Hong JK, Kim KJ, Moon SJ. Lipase catalyzed enantioselective esterification of 

racemic ibuprofen coupled with pervaporation.  Process Biochem 2006; 41:264–269. 

http://pubs.acs.org/action/doSearch?ContribStored=Hong%2C+S
http://pubs.acs.org/action/doSearch?ContribStored=Kim%2C+H+S
http://pubs.acs.org/action/doSearch?ContribStored=Kim%2C+J
http://pubs.acs.org/doi/abs/10.1021/la404189e#cor1

