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ABSTRACT: A regioselective enzyme-catalyzed system is selected for the synthesis of 1,3,5-trisubstituted pyrazole derivatives by
adding phenyl hydrazines, nitroolefins, and benzaldehydes. The reaction is performed in a one-pot vessel with a yield ranging from
49 to 90%. TLL@MMI, immobilized Thermomyces lanuginosus lipase (TLL) on a multivariate of MOF-5/IRMOF-3 (MMI), showed
good performance for the catalysis of this reaction. The prepared biocatalyst was characterized by FTIR, XRD, SEM, and EDX. The
thermal and solvent stability of TLL@MMI was investigated in MeOH and EtOH after 24 h incubation. In the presence of 100%
concentrations of EtOH, TLL@MMI has 80% activity.

1. INTRODUCTION
Pyrazoles are five-membered rings containing two adjacent
nitrogens,1 which are present in the structure ofmany drugs such
as celecoxib, lonazolac, difenamizole, SC-560, and CDPPB2−6

(Figure 1). Pyrazoles, due to their biological and pharmaco-
logical activities such as antifungal, antiviral, anticancer,
antioxidant, antibacterial, and anti-inflammatory, have been
the subject of many studies.7−11 Due to the high importance of
pyrazole in the pharmaceutical industry, providing green
synthetic methods for pyrazole has always been of interest.12−14

Multicomponent reactions (MCRs) are an effective, fast, and
influential method that has been used in the synthesis of organic
compounds since 1850.15 The absence of the need to purify the
intermediates in each step of the reaction is one of the features of
this method, which saves time and money. MCRs generally
include addition of more than two starting materials along with
all the reagents and catalysts in the same container at the same
time to produce the final product.16 This synthetic method has
been used in various fields, including medicinal, polymer, and
agricultural chemistry. It is estimated that almost 5% of the
available drugs are produced by this method.17

Until now, various methods for the synthesis of pyrazole and
its derivatives have been reported. By using hydrazonoyl

chlorides and cinnamic aldehydes in two steps, derivatives of
1,3,5-trisubstituted pyrazole were synthesized (Figure 2, line
1).18 The combination of hydrazones and α-bromo ketones
under visible-light catalysis led to the synthesis of 1,3,5-
trisubstituted pyrazoles (Figure 2, line 2).19 N-monosubstituted
hydrazones and nitroolefins are used to synthesize 1,3,5-
trisubstituted pyrazoles, which without a catalyst take a long
duration (1−4 days). Some derivatives were synthesized at
room temperature, others under reflux conditions (Figure 2, line
3).20 Also, the copper catalyst was used for the synthesis of
derivatives of 1,3,4-trisubstituted pyrazole by [3+2] cyclo-
addition (Figure 2, line 4).21 One-pot three component reaction
with hydrazine, nitroolefin, and aldehydes also reported 1,3,4-
trisubstituted pyrazole synthesis, but the reaction in the
presence of different substitutes has not been investigated
(Figure 2, line 5).22
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Enzyme is a green catalyst that performs reactions with high
specificity and speed.23 Enzymes are used as catalysts in various
industries such as pharmaceuticals, biosensors, and food.24

However, enzymes have low resistance to high temperatures,
organic solvents, and very acidic or basic pH levels.25,26

Considering the high costs of purifying enzymes, it seems that
their use is not cost-effective due to their high sensitivity.
However, there are various ways to fix enzyme problems. One of
these methods is enzyme immobilization.27,28 Porous substrate
is one of the most widely used platforms for enzyme

Figure 1. Some Examples of Bioactive Compounds Containing Pyrazole.

Figure 2. Various methods for the synthesis of pyrazole.
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immobilization. Silica, organic microparticles, and metal−
organic frameworks (MOFs) are an example of these plat-
forms.29−31 MOFs consist of metal cores and organic ligands,
and due to their high active surface, adjustable cavities, and
resistance to high temperature and chemicals, they are a suitable
substrate for enzyme immobilization.32,33

In recent years, enzymes have been used as a powerful method
in synthesis of organic compounds.34 Enzyme promiscuity in
chemical reactions has been one of the fascinating debates about
enzymes.35 Lipases normally catalyze three types of reactions:
hydrolysis, esterification, and transesterification. Due to reports
in the literature about unusual lipase reactions, lipase
promiscuity has been noticed.36 Lipase has been used as a
catalyst in important organic reactions such as the Canizzaro
reaction, Manich reaction, aldol condensation, Baylis−Hillman
reaction, Hantzsch reaction, Knoevenagel condensation, Ugi,
Michael addition, Biginell reaction, and Pudovic−Abramov
reaction.37−41

Herein, we succeeded in synthesizing pyrazole using
immobilized Thermomyces lanuginosus lipase (TLL) on a
metal−organic framework (MOF) substrate, which we prepared
in our earlier study. In that work, we successfully immobilized T.
lanuginosus lipase (TLL) on multivariate of MOF-5/IRMOF-3
(MMI) that have a half amino group (−NH2) and used them in
synthesizing thiazole derivatives. The purpose of this immobi-
lization was to investigate the effect of the amine group (−NH2)
on enzyme immobilization. Based on the results obtained, the
immobilized enzyme was almost 2.5-fold more active than the
free enzyme. When the number of amino groups decreased (in
the MOF structure), the activity increased. Three MOFs
(metal−organic framework-5 (MOF-5), isoreticular metal−
organic frameworks-3 (IRMOF-3), and multivariate of MOF-5/
IRMOF-3 (MMI) that have a half amino group (−NH2)) were
used to investigate the effect of the amine group. The activity of
TLL@MOF-5, TLL@IRMOF-3, and TLL@MMI was 55, 75,
and 110 U/mg, respectively. In that work, the enzyme is only
attached to the MOF using surface bonds, and this can reduce
the complete stability of the biocomposite. However, because
the purpose of that work was to investigate the effect of the

amine group, no further attempts were made to stabilize the
immobilized enzyme. This problem can be investigated in future
works, and the weakness of this immobilization can be solved. In
this study, to show the stability and ability of this biocatalyst with
all its weaknesses, we presented another synthesis for this
biocatalyst (without any change in the biocatalyst preparation
method). Also, the stability of TLL@MMI at high concentration
of organic solvents was investigated to show that this biocatalyst
has a high ability in the synthesis of organic compounds.
Accordingly, for the first time, we synthesized 1,3,5-

trisubstituted pyrazoles through a one-pot three-component
reaction (phenyl hydrazines, nitroolefins, and benzaldehydes)
by TLL@MMI as a catalyst in mild conditions.

2. MATERIALS AND METHODS
2.1. Materials. T. lanuginosus lipase (TLL) and phenacyl

bromides were purchased from Sigma-Aldrich. Zinc nitrate
tetrahydrate (Zn(NO3)2·4H2O), terephthalic acid (H2BDC), 2-
aminoterephthalic acid, and aldehydes were purchased from
Merck Co.

2.2. Characterization. The scanning electron microscope
(SEM), SU3500, was used to determine the surface morphology
ofMMI and TLL@MMI. The constituent elements of MMI and
TLL@MMIwere analyzed by an energy-dispersive X-ray (EDX)
instrument in conjunction with the SEM. The X-ray diffraction
(XRD) spectra of MMI, TLL@MMI, and TLL@MMI after
using were analyzed (scintillation counter) with Cu radiation (λ
= 1.5406 Å). Fourier transform infrared spectroscopy (FTIR)
with Bruker Equinox 55 from a wavenumber of 600 to 3800
cm−1 was used to analyze TLL, TLL@MMI, and TLL@MMI
after using.

2.3. Preparation of MMI. MTV-MOF-5/IRMOF-3(MMI)
was prepared by a mixture of 2-aminoterephthalic acid and
H2BDC by the solvothermal method.42,43 2-Aminoterephthalic
acid (0.137 g), H2BDC (0.208 g), and Zn(NO3)2·4H2O (1.56
g) were dissolved in 75 mL of DMF and then transferred to a
Teflon reactor and kept at 105 °C for 21 h. The mixture was
cooled down to room temperature. Then, the product was
separated by centrifugation. The obtained crystal was washed

Figure 3. SEM images of MMI (a), TLL@MMI (b), and TLL@MMI after use in pyrazole synthesis (c, d). EDX analyses of MMI (e) and TLL@MMI
(f).
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three times with DMF. Then, it was soaked in MeOH about 7
days (MeOH was changed every 2 days). The crystals were
divided from MeOH and dried 3 h at 100 °C in the oven.

2.4. Preparation of TLL@MMI. TLL@MMI was prepared
by adding 1.5 mg (100 μL) of TLL (16 mg/mL) to 10 mg of
MMI. It was stirred at 15−20 °C in 200 rmp for 24 h. Then,
TLL@MMI was centrifuged and washed three times with
potassium phosphate buffer, at pH 7.2. Finally, it was dried with
a vacuum system at room temperature for 3 h.

2.5. Activity Assay of Free and Immobilized TLL. Free
and immobilized TLL activity was calculated by changing the
amount of p-nitrophenol during the p-nitrophenyl butyrate (p-
NPB) hydrolysis in 10 mM potassium phosphate buffer at pH
8.2 and 25 °C. To measure the activity of free TLL, 20 μL of
CAL-Bwas dissolved in 12mL of potassium phosphate buffer 10
mM pH 7.2. Then, 20 μL of this solution was added to 2 mL of
potassium phosphate buffer 10 mMpH 8.2 that contained 20 μL
of p-NPB 30 mM. After that, absorbance change was measured
over 2 min at 410 nm (ε = 17500 M−1cm−1). To measure the
activity of the immobilized enzyme, 2 mg of TLL@MMI was
added to 10 mL of phosphate buffer 10 mM pH 7.2 and then 20
μL of this suspensionwas added to 2mL of potassium phosphate
buffer 10 mM pH 8.2 and 20 μL of p-NPB 30 mM. Then, the
activity of immobilized TLL was calculated by the p-NPB assay.

2.6. Thermal Stability in Organic Solvents. In order to
measure the thermal stability of the immobilized TLL, free and
immobilized TLL were incubated in MeOH and EtOH at 45 °C
for 24 h; their activities were measured by the p-NPB assay.

2.7. Stability in Organic Solvents. To determine the
stability of TLL@MMI in organic solvents, free and
immobilized TLLwere incubated in 1 mL of solution containing
50, 75, and 100% (v/v) of MeOH and EtOH at room
temperature during 24 h.

2.8. Reusability of TLL@MMI. To investigate the
reusability of TLL@MMI, after the reaction, the biocatalyst
was separated from the reaction mixture. The mixture was
dissolved in the excess amount of ethanol, and then it was
centrifuged to separate the catalyst. The separated biocatalyst
was washed three times with ethanol and potassium buffer pH
8.5 and then dried under vacuum. The activity of the recovered
biocatalyst was measured by the p-NPB assay and then reused in
reaction. All of the steps were repeated five times.

3. RESULTS AND DISCUSSION
3.1. Characterization of Cu-BTC and CAL-B@Cu-BTC.

SEM and EDX Analyses. The appearance of the MMI is
cubic,42,43 which is well represented in the SEM image (Figure
3). After enzyme immobilization, due to enzyme coating on the
surface of the MOF, the cubic structure has changed slightly.

Figure 4. (a) XRD patterns of MMI, TLL@MMI, and TLL@MMI after using one cycle in the synthesis of pyrazole. (b) FTIR spectra of MMI, TLL@
MMI, free TLL, and TLL@MMI after using one cycle in the synthesis of pyrazole.

Figure 5. Solvent stability of TLL@MMI and free TLL. (a) Solvent stability of TLL@MMI and free TLL in 50, 75, and 100% of EtOH. (b) Solvent
stability of TLL@MMI and free TLL 50, 75, and 100% of MeOH. Experimental conditions: 10 mg of immobilized enzyme was dispersed in 20 mL of
potassium phosphate buffer 10 mM pH 7.2 and then incubated for 24 h in different amounts of solvents.
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The EDX analysis was used to prove the addition of the enzyme.
MMI contains Zn, C, N, and O elements (Figure 3e). The
appearance of S and the increasing the amount of N in the EDX
of TLL@MMI indicated the presence of the enzyme in the
composite.
XRD Analysis. The XRD spectra of MMI, TLL@MMI, and

TLL@MMI after using were analyzed (Figure 4a). Strong
diffraction peaks at 2-theta of 6.6, 9.4, and 13.5° are consistent
with previous reports.42,43 According to previous works,44−46

when a substance is loaded on the MOF surface, there is a
possibility of shifting the XRD peaks. According to the SEM
image and the high amount of enzyme, this is likely to happen
and it is probably due to a decrease in the crystalline nature of
the MOF.
FTIR Analysis. FTIR of TLL, TLL@MMI, MMI, and TLL@

MMI after using in pyrazole synthesis was conducted at a
wavenumber of 600−3800 cm−1 (Figure 4b). Although the
XRD pattern after enzyme immobilization has a slight shift,
FTIR shows the formation of MOF bonds before and after
enzyme immobilization. The fingerprint of terephthalate was
assigned at 1200−600 cm−1, and the vibration of BDC was
assigned at 1606−1505 and 1400−1256 cm−1.47

3.2. Effect of Solvent on the Activity of Free TLL and
TLL@MMI. A suitable biocatalyst or catalyst must show proper
stability in various solvents; therefore, their stability in solvents
must be investigated.48,49 To determine the solvent stability of

TLL@MMI, EtOH and MeOH (used in synthetic reactions)
were chosen. Free TLL and TLL@MMI were incubated in a
mixture of 50, 75, and 100% (v/v) of EtOH andMeOH for 24 h
(Figure 5a,b). In all cases, TLL@MMI exhibited more activity
than the free TLL. In a mixture of 50, 75, and 100% (v/v) of
EtOH, TLL@MMI has more than 80% activity while the free
TLL has lost more than 60% activity. In a mixture of 100% (v/v)
MeOH, free TLL has 15% activity while TLL@MMI has 70%
activity. In the best situation, in a mixture of 100% (v/v) of
EtOH, TLL@MMI has 80% activity.

3.3. Effect of Temperature on the Activity of Free TLL
and TLL@MMI. In previous reports, the immobilized enzyme
has a thermal stability higher than that of the free enzyme. This
test is usually done using a buffer.50,51 Herein, to show the
stability of the immobilized enzyme, thermal stability of the
immobilized enzyme was performed after 24 h of incubation of
the free TLL and TLL@MMI at 45 °C in EtOH and MeOH
(Figure 6). After 24 h of incubation, free TLL is almost inactive
in both solvents, but TLL@MMI has 77 and 65% activity in
EtOH and MeOH, respectively.

3.4. Pyrazole Synthesis. As mentioned in the introduction,
pyrazole is a widely used substance in medicines. Therefore,
many efforts are being made to prepare this structure in a green
environment. On this basis, we presented a method for the
synthesis of pyrazole using an enzyme that is a green catalyst. For
this purpose, commercially available lipase enzymes and
immobilized lipase enzymes were used.
At first, to explore the best conditions for the reaction,

different solvents, temperature, time, and amount of catalyst
were investigated. The highest efficiency was obtained from the
reaction of benzaldehyde 1 (1 mmol), phenyl hydrazine
hydrochloride 2 (1 mmol), and niroolefine 3 (1 mmol) at 45
°C in ethanol as a solvent and 10 mg of TLL@MMI in 8 h.
In detail, five solvents were selected (Table 1), among which

EtOH had the highest efficiency (Table 1, entry 3), and in the
presence of DMF, the efficiency was less than 10% (Table 1,
entry 5). In continuation of the optimization path, EtOH was
used as a solvent. Then, the reaction was carried out at different
temperatures for 24 h. Temperatures from 25 to 55 °C were
investigated (Table 2). An efficiency of higher than 73% was
observed in all temperatures; among them, the temperature of
45 °C showed the best performance with 83% yield (Table 2,
entry 3). At the temperature of 45 °C, the yield of the reaction
was controlled from 5 to 24 h (Table 2, entries 5−7); after 8 h

Figure 6. Thermal stability of TLL@MMI and free TLL in EtOH and
MeOH at 45 °C. Experimental conditions: 1 mg of immobilized
enzyme was dispersed in 1 mL of solvent and then incubated for 24 h of
at 45 °C.

Table 1. Screening of a Suitable Solventa

entry solvent temperature (°C) time (h) yield (%)

1 H2O 25 24 41
2 buffer phosphate pH 8 25 24 46
3 EtOH 25 24 73
4 MeOH 25 24 58
5 DMF 25 24 trace

aReagents and conditions: 4-methoxy benzaldehyde 1b (1 mmol), phenyl hydrazine hydrochloride 2a (1 mmol), β-nitrostyrene 3a (1 mmol),
TLL@MMI (10 mg), and solvent (2 mL).
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from the start of the reaction, the yield of the reaction did not
increase, so 8 h was chosen as the best time (Table 2, entry 6). In
the end, different amounts of catalyst were used (Table 3), and
when the amount of catalyst exceeded 10 mg, the yield of the
reaction decreased. Therefore, the highest yield was obtained
using 10 mg of catalyst for 1 mmol of starting materials (Table 3,
entry 2).

Other catalysts were used to compare the performance of
TLL@MMI (Table 4). After TLL@MMI with a yield of 73%
(Table 4, entry 5), Novozym 435 showed the highest yield
(Table 4, entry 4, with a 42% yield). Furthermore, isoreticular
metal−organic frameworks-3 (IRMOF-3) and multivariate
MOF-5/IRMOF-3 (MMI) were used as catalysts to ensure
the effect of MOFs in this reaction, which had an efficiency of
less than 20% (Table 4, entries 7 and 8).
To investigate the diversity of the reaction, benzaldehyde 1a−

e, phenyl hydrazine hydrochloride 2a−d, and β-nitrostyrene
3a−c were reacted under the optimum conditions to obtain
1,3,5-trisubstituted pyrazole 4a−p in different yields ((49−90%,
Scheme 1). Among the derivatives made, the yield increased
when electron-donating benzaldehydes and electron-withdraw-
ing-substituted benzaldehydes reduced the yield. Compounds
4a, 4b, 4g, 4h, 4i, 4l, and 4p have yields of more than 83%.When
a nitro group was substituted in the ortho position, compounds 5
and 6 were not obtained (Scheme 1).
Deng and Mani in 2006 reported the reaction mechanism

between 1,3-dipolar and nitroolefins as [3+2] cycloaddition.20

However, after 2 years, they reached a single product using cis-
and trans-nitroolefin isomers and concluded that the path of this
reaction does not go through concerted cycloaddition.52 Based
on the mechanisms related to lipase53,54 and according to the
step mechanism of Deng and Mani, the proposed mechanism
was presented (Scheme 2). First, imine intermediate 7 forms

Table 2. Screening of the Suitable Temperature and Reaction Timea

entry time (h) temperature (°C) yield (%)

1 24 25 73
2 24 35 78
3 24 45 83
4 24 55 80
5 5 45 69
6 8 45 83
7 12 45 83

aReagents and conditions: 4-methoxy benzaldehyde 1b (1 mmol), phenyl hydrazine hydrochloride 2a (1 mmol), β-nitrostyrene 3a (1 mmol),
TLL@MMI (10 mg), and EtOH (2 mL).

Table 3. Effect of the Amount of Catalyst

entry temperature (°C) time (h) amount of catalyst (mg) yield (%)

1 45 24 5 66
2 45 24 10 83
3 45 24 15 79
4 45 24 20 63

aReagents and conditions: 4-methoxy benzaldehyde 1b (1 mmol), phenyl hydrazine hydrochloride 2a (1 mmol), β-nitrostyrene 3a (1 mmol),
TLL@MMI (10 mg), and EtOH (2 mL).

Table 4. Screening of Different Catalystsa

entry catalyst
amount of

catalyst (mg) time
yield
(%)

1 no enzyme 3 days trace
2 porcine pancreas lipase

(PPL)
10 24 h 10

3 Thermomyces lanuginosus
lipase (TLL)

10b 24 h 21

4 Novozym 435 10 24 h 42
5 TLL@MMI 10c 24 h 73
6 bovine serum albumin (BSA) 10 24 h trace
7 MMI 10 24 h 20
8 IRMOF-3 10 24 h 15

aReagents and conditions: 4-methoxy benzaldehyde 1b (1 mmol),
phenyl hydrazine hydrochloride 2a (1 mmol), β-nitrostyrene 3a (1
mmol), temperature (25 °C), and EtOH (2 mL). b625 μL of TLL.
c10 mg of catalyst contain 1.15 mg of TLL.
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from the reaction of phenyl hydrazine 2 with aldehyde 1 and
then Asp-His dyad 13 activates nitrogen. Intermediate 7 adds to
the nitroolefin 8, so that theNO2 group stabilizes by an oxyanion
hole. Intramolecular cyclization occurs with the transfer of
protons from enzyme 14 to intermediate 9. Finally, 1,3,5-
trisubstituted pyrazole 4 forms by oxidizing the ring and
removing HNO2.

3.6. Reusability. A suitable catalyst should have the ability
to be activated and reused in the desired reaction. Therefore, the
biocatalyst used in this synthetic reaction was activated and
reused after the completion of the reaction (Figure 7). To

activate the TLL@MMI, first, the TLL@MMI used in the
reaction was separated by centrifugation. Then, it was washed
three times with ethanol and phosphate buffer at pH 8.5. Finally,
it was dried for 3 h in a vacuum system at room temperature. The
recovered biocatalyst was used five times in the pyrazole
synthesis reaction. After the end of the fifth cycle (after using the
biocatalyst for 40 h), it still has 53% activity.

■ CONCLUSIONS
In conclusion, we have designed an easy-process, multi-
component enzyme-catalyzed system for the synthesis of

Scheme 1. TLL@MMI-Catalyzed 1,3,5-Trisubstituted Pyrazole Derivatives (4a−q)a

aReagents and conditions: benzaldehydes 1a−e (1 mmol), phenyl hydrazine hydrochlorides 2a−d (1 mmol), β-nitrostyrenes 3a−c (1 mmol),
TLL@MMI (10 mg), EtOH (2 mL), and temperature (45 °C).
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1,3,5-trisubstituted pyrazole derivatives. All materials were
added simultaneously at the beginning of the reaction. Various
lipases were investigated; the TLL@MMI, immobilized T.
lanuginosus lipase (TLL) on multivariate of MOF-5/IRMOF-3
(MMI), showed the best performance. Finally, this biocatalyst
was examined after the reaction by FTIR, XRD, SEM, and
solvent and thermal stability tests, and its stability was
confirmed.
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