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Abstract 29 

Saffron (Crocus sativus L.) has been previously reported to be active as a protective agent in 30 

multiple experimental models of oxidative stress, inflammation and cancer. These findings refer to 31 

the protective effects of stigmas, not byproducts such as tepals and anthers. In this context, the aims 32 

of the present work were to characterize the phytochemical profile of saffron stigmas (CST) and 33 

high quality byproducts (tepals + anthers - CTA) extracts. Additionally, we studied the antioxidant 34 

and chelating effects of CST and CTA extracts by preliminary in vitro assay. The antioxidant 35 

activity was further investigated through the evaluation of reactive oxygen species (ROS) levels and 36 

lactate dehydrogenase (LDH) activity on mouse myoblast (C2C12) and human colon cancer 37 

(HCT116) cell lines. Additionally, we evaluated CST and CTA extract treatment on cholinesterases, 38 

α-glucosidase and α-amylase activity, in vitro. Finally, we studied the effects of CST extract on 39 

malondialdehyde (MDA) level in rat colon specimens challenged with E. coli lipopolysaccharide 40 

(LPS). 41 

We observed that water CST extracts are rich in phenolic content, whereas for CTA the olive oil 42 

was the elective extraction solvent. As expected, water CST extracts were the most effective in 43 

reducing hydrogen peroxide-induced oxidative stress in both cell lines and in vitro assays. 44 

Furthermore, both CST and CTA water extracts reduced the LDH activity in HCT116 cells 45 
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challenged with hydrogen peroxide and LPS-induced MDA levels in rat colon specimens. 46 

Concluding, the present findings showed protective effects exerted by CST and CTA extracts in in 47 

vitro and ex vivo models of inflammation and oxidative stress. 48 

 49 

 50 

 51 

 52 

 53 

 54 

1. Introduction 55 

Saffron (Crocus sativus L.) is cultivated to obtain the precious spice that, represented by stigmas, is 56 

considered as the most expensive all over the world. In the last decades the cultivation of saffron in 57 

Italy was subjected to renewed attention and the total cultivation is increasing. The traditional 58 

production of Abruzzo saffron (Zafferano dell’Aquila), which has been awarded Protected 59 

Designation of Origin (PDO) status in Italy, is characterized by huge amount of manual work, 60 

which is the main factor influencing the final cost (Alonso et al., 2012; Supplementary Material: 61 

Official Registration of PDO brand, 2004 in “Gazzetta Ufficiale Italiana”). On the other hand, the 62 

manipulation of each flower to separate floral parts allows producing a very high quality main 63 

products (stigmas) as well as high quality byproducts. In collaboration with local farmers and 64 

cosmetic laboratories of L’Aquila District (Italy), an experimental research was started to 65 

investigate a new market for stigmas and to valorize byproducts, such as tepals and anthers. In 66 

addition to its elevated value as a spice, saffron has been previously reported to be active as a 67 

protective agent in multiple experimental models of oxidative stress, inflammation and cancer 68 

(Corso et al., 2016; D’Alessandro et al., 2013; Maccarone et al., 2016). Preclinical and clinical 69 

studies also demonstrated the antidepressant efficacy of saffron extracts (Shafiee et al., 2018). 70 

These pharmacological effects could be related, in most cases, to stigma major compounds, such as 71 
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crocin, safranal and kaempeferol (Kim & Park, 2018; Hosseinzadeh & Noraei, 2009). Nevertheless, 72 

high quality byproducts of saffron such as petals have been previously reported to be rich in crocin 73 

and kaempferol, thus representing a significant source of bioactive compounds for the development 74 

of potential functional foods and cosmetic formulations (Tirillini et al., 2006; Zeka et al., 2015). 75 

Particularly, saffron petals revealed to be very effective as antioxidant and antimicrobial agent, with 76 

promising industrial applications in Pacific white shrimp aquaculture (Abbasvali et al., 2016). 77 

Multiple studies (Tuberoso et al., 2016; Lahmass et al 2017) also revealed the potential application 78 

of high quality byproducts such as spaths, leaves, corms and floral-derived juices as cheap sources 79 

of bioactive compounds endowed with antioxidant activity. 80 

Additionally, Hosseinzadeh and Younesi (2002) described anti-inflammatory antinociceptive 81 

effects related to saffron petals. Whereas Moshiri et al (2006) observed clinical efficacy of saffron 82 

petals in the treatment of mild-to-moderate depression. 83 

In this context, the aims of the present work were to characterize the phytochemical profile of 84 

extracts obtained with different solvents (water, ethanol, olive oil) in order to investigate new 85 

potential therapeutic tools from saffron stigmas (CST) and high quality byproducts (tepals + anthers 86 

- CTA). In addition, we performed in vitro studies on non-tumoral mouse myoblast (C2C12) and 87 

human colon cancer (HCT116) cell lines, in order to evaluate the effects of the tested extracts on 88 

cell viability and reactive oxygen species (ROS). 89 

Additionally, we performed biological investigations on rat colon specimens challenged with E. coli 90 

lipopolysaccharide (LPS), a validated experimental model of inflammatory bowel disease (IBD) 91 

(Locatelli et al., 2017; Menghini et al., 2011). The protective effect was evaluated by measuring the 92 

level of malondialdehyde (MDA) and the activity of lactate dehydrogenase (LDH), following 93 

extracts treatment. Finally, we evaluated the effects of CST and CTA extracts on the activity of α-94 

glucosidase, α-amylase, acetylcholinesterase (AChE), butyrylcholinesterase (BChE) in order to 95 

investigate potential use in the treatment of Alzheimer’s disease (AD) and type 2 diabetes (T2D). 96 

2. Materials and methods 97 
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2.1. Chemicals and standards 98 

Commercial standards of crocin and safranal (>88%) were purchased from Sigma-Aldrich (Italy). 99 

Safranal was further purified by column chromatography on silica gel (230-400 mesh, G60 Merck), 100 

using ethyl acetate:n-hexane (1:3) as eluent. 1H, 13C NMR and IR spectra of the purified compound 101 

were in agreement with those reported in the literature (De Monte et al., 2014). 4-Nitroaniline, used 102 

as an internal standard (IS), was purchased from Sigma-Aldrich (Italy). Phenolics as chemical 103 

standards (gallic acid, catechin, chlorogenic acid, p-hydroxy-benzoic acid, vanillic acid, 104 

epicatechin, syringic acid, 3-hydroxy-benzoic acid, isovanillin, p-coumaric acid, rutin, sinapinic 105 

acid, t-ferulic acid, naringin, 2,3-dimethoxy benzoic acid, benzoic acid, o-coumaric acid, quercetin, 106 

t-cinnamic acid, naringenin (all purity >98%) were purchased from Sigma Aldrich (Milan, Italy). 107 

HPLC grade (>99.9%) methanol and ethanol were purchased from Carlo Erba (Italy). Ultrapure 108 

water generated by the MilliQ system (Millipore, Bedford, MA) was used. 109 

2.2. Plant material 110 

Plant material was kindly furnished by local farmers in the area of “Zafferano dell’Aquila PDO” 111 

consortium, Navelli, AQ (Italy). The collection of saffron flowers is traditionally handmade. 112 

Briefly, in October 2016, the flowers were collected in early morning and carefully handled in order 113 

to recover the stigmas and separate the byproducts that result the most abundant fraction of flower. 114 

According to local tradition, immediately after collection, saffron stigmas (CST) were dried on 115 

wood embers and stored in a glass bottle, in the dark. The drying method is crucial for saffron 116 

quality. For instance, safranal is not present in fresh stigmas, its concentration in saffron depends 117 

strongly on both drying and storage conditions. As regards the official drying method of Abruzzo 118 

saffron (Supplementary data: Official Registration of PDO brand, 2004 in “Gazzetta Ufficiale 119 

Italiana”), stigmas are laid out to dry over the wood charcaol for twenty minutes in order to preserve 120 

their fragrance, aroma and purple red colour. Waste products, represented by anthers and tepals 121 

(CTA), were carefully collected and dried on air oven at 40 °C, in the dark until constant weight, 122 

then powdered and stored in vacuum bag, in the dark. 123 
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Samples of 30 fresh flowers were collected and after manual separation of stigmas were weighted in 124 

order to define the relative weight of stigmas and byproducts. 125 

2.3. Extraction 126 

Extractions were performed by maceration in a sonicator bath at a frequency of 30 kHz [2 127 

consecutive extractions of 30 min each at room temperature (20 °C)] with distilled water (W), 128 

ethanol 95° (EtOH) or extra virgin olive oil (EVO) obtained from local growth plants by cold 129 

processing. The selection of water as elective solvent was carried as previously suggested (Lahmass 130 

et al., 2017). On the other we chose ethanol and olive oil as comparative organic solvents approved 131 

for cosmetic and food use. The plant material/solvent ratio was 1/20 (w/w). Each extract was freshly 132 

prepared and centrifuged at 5000 g. Finally, supernatant was 5-fold diluted in n-hexane for the 133 

following phytochemical analyses. 134 

2.4. Phytochemical analysis 135 

2.4.1. Preliminary antioxidant assays, total phenolic and total flavonoid content 136 

We selected six different chemical assays (DPPH and ABTS radical scavenging, FRAP, CUPRAC, 137 

phosphomolybdenum and metal chelating tests) for providing the full antioxidant abilities of the 138 

tested extracts. Trolox and EDTA (for metal chelating assay) were used as positive controls. Total 139 

phenolic and flavonoid contents were also quantified spectrophotometrically and the results were 140 

expressed as gallid acid (mg GAE/g extract) and rutin (mg RE/g extract) equivalents. The 141 

experimental procedures for all these preliminary assays were comprehensively described in our 142 

previous paper (Zengin et al., 2016). 143 

2.4.2. Polyphenol fingerprint by HPLC-PDA 144 

HPLC-PDA analyses of safranal and crocin were performed as already described (Nescatelli et al., 145 

2017). Briefly, the HPLC-DAD Thermo Quest Spectrasystem LC (Thermo Fisher Scientific, 146 

Waltham, MA) was equipped with a P4000 pump, an automatic UV6000 UV-Vis Diode Array 147 

Detector, and the SN4000 interface. Separation of compounds was performed on Eclipse XDB-C18 148 

analytical column (4.6 × 250 mm, 5 μm particle size; Agilent Technologies, Santa Clara, CA) 149 
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protected by a guard cartridge of the same packing, operating at 25 °C. A gradient elution with a 150 

mixture of water (A):acetonitrile (B) (30–70% B in 20 min) at a flow rate of 0.9 mL min−1 was 151 

used. Injection volumes were 10 μL for all samples and reference standards. Multi-wavelength 152 

detection was in the range of 200-550 nm and quantification was carried out by integration of the 153 

peak areas. 154 

HPLC-PDA fingerprint of the main phenolics was obtained by means of a validated method using a 155 

reversed phase HPLC-PDA in gradient elution mode (Locatelli et al., 2017; Zengin et al., 2016). 156 

Analyses were carried out by using a Waters liquid chromatograph equipped with a photodiode 157 

array detector, a C18 reversed-phase column (Prodigy ODS (3), 4.6 × 150 mm, 5 μm; Phenomenex, 158 

Torrance, CA), an on-line degasser (Biotech 4-CH degasi compact, LabService, Anzola Emilia, 159 

Italy) and a column oven set at 30 °C (± 1 °C). The gradient elution was achieved by a solution of 160 

water–acetonitrile (93:7 ratio, with 3% of acetic acid) as initial conditions. The complete separation 161 

was performed in 60 min. The detailed method was reported as Supplementary data. 162 

2.5. Biological studies 163 

2.5.1. Cholinesterase inhibition 164 

Cholinesterase (ChE) inhibitory potential was detected by Ellman’s method. According to this 165 

method, the sample solution (2 mg/mL, 50 µL) was mixed with Ellman’s reagent (DTNB (5,5-166 

dithio-bis(2-nitrobenzoic) acid, 125 µL) and acetylcholinesterase (AChE) or butyrylcholinesterase 167 

(BChE) in buffer (Tris-HCl, pH 8.0, 25 µL). Successively, this mixture was incubated (15 min, at 168 

25 C). Then, the substrates (acetylthiocholine iodide for AChE and butyrylthiocholine chloride for 169 

BChE, 25 µL) were added in this mixture. Blank solution was prepared without the corresponding 170 

enzyme. These solutions were incubated for 10 min at 25 C and then the absorbances were 171 

measured at 405 nm in a 96-well microplate reader. Galantamine was used a positive inhibitor and 172 

the results were expressed as galantamine equivalents (mg GALAE/g extract) (Zengin et al., 2016). 173 

2.5.2. α-Amylase inhibition 174 
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The inhibitory effects of the tested extracts against α-amylase were evaluated by a common method, 175 

namely Caraway-Somogyi iodine/potassium iodide (IKI). In brief, sample solutions (2 mg/mL, 25 176 

µL) were premixed with the α-amylase solution (50 µL) in phosphate buffer (pH 6.9) After 10 min 177 

at 37 °C, a starch solution (50 µL, 0.05%) was added into these mixtures. The final mixtures were 178 

left to stand for 10 min at 37 °C and HCl solution was used to stop the reaction (1 mM, 25 µL). 179 

Blank solution was prepared without the enzyme. At last, the iodine-potassium iodide reagent was 180 

added and the absorbances were read at 630 nm in a 96-well microplate reader. Acarbose was used 181 

as positive inhibitor and the results were evaluated as acarbose equivalents (mmol ACAE/g extract) 182 

(Zengin et al., 2016). 183 

2.5.3. α-Glucosidase inhibition 184 

α-Glucosidase inhibition was evaluated by using PNPG (4-nitrophenyl β-D-glucopyranoside) as 185 

substrate. The extracts (2 mg/mL, 50 µL) were mixed with 50 µL of glutathione (2 mg/mL), 50 µL 186 

of enzyme (in phosphate buffer, pH 6.8) and 50 µL of substrate (PNPG, 10 mM). After 15 min at 37 187 

°C, 50 µL of sodium carbonate were added to stop the reaction. Blank solution was prepared 188 

without the enzyme. The final absorbances were measured at 400 nm in a 96-well microplate 189 

reader. Acarbose was used as positive inhibitor and the results were evaluated as acarbose 190 

equivalents (mmol ACAE/g extract) (Zengin et al., 2016). 191 

2.5.4. Cell cultures, ROS generation and LDH activity 192 

C2C12 and HCT116 cells were cultured in Dulbecco’s modified eagle medium (DMEM) 193 

(Euroclone) supplemented with 10% (v:v) heat-inactivated fetal bovine serum and 1.2% (v:v) 194 

penicillin G/streptomycin in 75 cm2 tissue culture flask (n = 5 individual culture flasks for each 195 

condition), as previously described (Menghini et al., 2011). Morphology of cells was carefully 196 

examined under an inverted phase-contrast microscope (Sintiprungrat et al., 2010). To assess the 197 

basal cytotoxicity of all saffron extracts, cells were incubated on 96 microwell plates with extracts 198 

(ranging concentration 10-100 μg/mL) for 24 h, using 3-(4,5-dimethylthiazol-2-yl)-2,5-199 

diphenyltetrazolium bromide (MTT) test. 10 μL of MTT solution (5 mg/mL) were added to each 200 
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well and incubated for 3 h. Effects on cell viability were evaluated in comparison to untreated 201 

controls. 202 

ROS generation was measured through a well-known ROS-sensitive fluorescence indicator, 2’,7’-203 

dichlorodihydrofluorescein diacetate (DCFH-DA). To this regard, cells were seeded in a black 96-204 

well plate (1.5 x 104 cells/well) in medium containing 25 µg/mL extracts and stimulated for 1 h 205 

with H2O2 (1 mM). After the incubation period (30 min) with DCFH-DA (20 μM), the fluorescence 206 

intensity was measured at an excitation wavelength of 485 nm and an emission wavelength of 530 207 

nm. 208 

LDH activity was measured by evaluating the consumption of NADH in 20 mM HEPES-K+ (pH 209 

7.2), 0.05% bovine serum albumin, 20 µM NADH and 2 mM pyruvate using a microplate reader 210 

(excitation 340 nm, emission 460 nm) according to manufacturer’s protocol (Sigma-Aldrich). 211 

Extracts were tested at 25 µg/mL. Data were from triplicate test and expressed as relative variations 212 

compared to vehicle-treated cells (Menghini et al., 2011). 213 

2.5.5. Ex vivo studies 214 

Eighteen male adult Sprague-Dawley rats (200-250 g) were housed in Plexiglas cages (40 cm × 25 215 

cm × 15 cm), placed in climatized colony rooms (22 ± 1 °C; 60% humidity), on a 12 h/12 h 216 

light/dark cycle (light phase: 07:00–19:00 h). Rats were fed ad libitum a standard laboratory diet 217 

(chow; 3.20 kcal/g). Housing conditions and experimentation procedures were strictly in 218 

accordance with the EU Directive 63/2010/EU. Colon specimens were obtained as residual material 219 

from vehicle-treated rats randomized in our previous experiments approved by Italian Health 220 

Ministry (Project N. 880/2015). Rats were sacrificed by CO2 inhalation and colon specimens were 221 

maintained in humidified incubator with 5% CO2 at 37 °C for 4 h, in DMEM buffer with added 222 

bacterial LPS (10 µg/mL) (incubation period), as previously described (Chiavaroli et al., 2017). 223 

During the incubation period, tissues were treated with scalar sub-toxic concentrations of stigmas 224 

extracts (25 μg/mL). Finally, MDA level was determined by thiobarbituric acid reactive substances 225 

(TBARS) method (Mihara et al., 1980). 226 
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2.6. Statistical Analysis 227 

GraphPad Prism version 5.01 for Windows (GraphPad Software, San Diego, CA) was used as 228 

statistical analysis software. Experiments were performed at least in triplicate and results are 229 

presented as mean ± standard deviation (S.D.). One-way analysis of variance (ANOVA) followed 230 

by Tukey’s post-hoc test was employed to assess significant differences (p<0.05). As regards the 231 

animals randomized for each experimental group, the number was calculated on the basis of the 232 

“Resource Equation” N=(E+T)/T (Charan and Kantharia, 2013). 233 

3. RESULTS AND DISCUSSION 234 

3.1. Extraction and phytochemical characterization 235 

As reported in Figure 1, over 90% of total fresh weight corresponds to byproducts consisting in 236 

tepals and anthers (CTA), which are usually discarded. CST extract contains a high crocin and 237 

safranal content, with the highest and statistically significant recovery in the following order: 238 

water>olive oil>ethanol as the solvent, whereas for CTA the olive oil was the elective extraction 239 

solvent for crocin (Table 1). On the other hand, total phenolic and flavonoid content was higher in 240 

water CTA extract, compared CST (Table 2). This finding is consistent with the study by Serrano-241 

Díaz and collaborators (2012). More recently, Cusano and colleagues (2018) demonstrated 242 

significant amounts of anthocyanins in saffron tepals, from samples cultivated in multiple areas, 243 

including Abruzzo (Italy). The quantitative data, compared to those of CST are 40-130 times lower 244 

in CTA. Focusing on the main quality markers for commercial saffron, such as crocin and safranal, 245 

the highest and statistically significant concentrations are, as expected, in CST extracts (Table 1). 246 

On the other hand, experimental data attest that a small amount is present in byproducts and 247 

particularly in their olive oil extract. This result suggests that extraction of CTA in olive oil could 248 

represent a promising strategy to obtain low cost products containing active metabolites and could 249 

suggest further studies to investigate applicative use of saffron lipophilic extracts. From all the 250 

floral parts, the most abundant phenolic derivative resulted to be catechin (Table 1). In agreement 251 

with the study by Serrano-Díaz and collaborators (2012), the total phenolic content results higher in 252 
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CTA (Table 2), while CST is the main site of accumulation of safranal and carotenoids such as 253 

crocin (Table 1). 254 

3.2. Antioxidant and protective effects 255 

Antioxidant measurements (in phosphomolybdenum, FRAP, CUPRAC, ABTS, DPPH, and metal 256 

chelating assays) indicated a solvent effect with higher efficacy related to water extracts compared 257 

to olive oil extracts. As reported in Table 2, the water extracts displayed higher radical scavenging 258 

activity, compared to oil extracts, as revealed by DPPH and ABTS tests. Both tests are common 259 

methods for evaluating in vitro antiradical activity. On the other hand, these radicals have different 260 

characters. From this perspective, ABTS assay is superior to the DPPH assay when applied to 261 

samples containing hydrophilic, lipophilic, and highly pigmented antioxidant compounds (Kim et 262 

al., 2002). FRAP, CUPRAC and phosphomolybdenum assays evaluated the reducing potential of 263 

the extracts, as previously reported (Zengin et al., 2018; Uysal et al., 2018). Similarly, these assays 264 

confirmed the best reducing abilities exerted by water extracts, compared to oil extracts (Table 2). 265 

Our results also demonstrated that water extracts were more active for metal chelating ability (Table 266 

2). Finally, the tested water extracts exhibited the best antioxidant properties in these assays (Table 267 

2). To this regard, obtained results could be related to higher amounts of total phenols and 268 

flavonoids in the water extracts, compared to olive oil extracts (Bahadori et al., 2017). 269 

Water, olive oil and alcohol extracts from all floral parts were also tested in vitro to evaluate their 270 

modulatory effects on cell viability and oxidative stress. We observed that saffron extracts (10-100 271 

μg/mL) were well tolerated by C2C12 cells, while viability of HCT116 was reduced at 272 

concentration ranging 50-100 μg/mL (data not shown). As previously reported, the sensitivity of 273 

HCT116 line to cytotoxic effects of the herbal extracts (Locatelli et al., 2017) could depend on the 274 

low grade of differentiation. Considering the results of viability test, the effects on ROS production 275 

were evaluated at the sub-toxic concentration of 25 μg/mL extracts. In both cell lines the 276 

supplementation of extracts significantly reduced the ROS production induced by hydrogen 277 

peroxide (Figures 2A-D). CST extracts resulted more effective compared to CTA extracts. 278 
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Additionally, water CST extract showed a better inhibitory trend on ROS production, with respect 279 

to olive oil and ethanol CST extracts, despite there being no statistical difference (Figures 2A-D). 280 

On the other hand, extracts from CTA also reduced hydrogen peroxide-induced ROS level, with the 281 

highest activity expressed by water extract. Also for CST extracts, water extract was the most 282 

effective in reducing hydrogen peroxide-induced oxidative stress in both cell lines (Figures 2C-D). 283 

Furthermore, experimental data showed that the supplementation of both water CST and CTA 284 

extracts reduced the LDH activity in HCT116 cells challenged with hydrogen peroxide (Figure 3). 285 

This measurement further confirmed the higher activity of CST extract compared to CTA (Figure 286 

3). LDH could be considered a marker of tissue damage, especially in the gut, and reduced LDH 287 

activity following herbal extracts treatment has been related to protective effects in IBDs (Kannan 288 

& Guruvayoorappan, 2013; Nagarjun et al., 2017). Despite the lower content on total phenolic and 289 

flavonoid compounds, water CST extract displayed high crocin levels which could explain, albeit 290 

partially, the major blunting effect on ROS and LDH activity compared to CTA extract, in the 291 

tested cell lines (Bharti et al., 2012; Lv et al., 2016; Cusano et al., 2018). 292 

Based on this evidence, we tested CST water extract in isolated colon specimens treated with LPS, 293 

observing a significant reduction of LPS-induced increase in MDA levels, a recognized biomarker 294 

of lipid peroxidation (Ferrante et al., 2017; Mancuso et al., 2012). The reduced level of MDA, in 295 

colon specimens (Figure 4), is consistent with an antioxidant effect by water CST extract, as 296 

revealed by the blunting effect on hydrogen peroxide-induced ROS levels. The imbalance in the 297 

pro-oxidant/antioxidant homeostasis is characterized by overproduction of ROS, that could lead to 298 

the onset of peroxidation reactions on cellular biomolecules such as proteins, lipids, and nucleic 299 

acids (Chiavaroli et al., 2017). Particularly, lipid peroxidation has long been involved in tissue 300 

damage related to several chronic disease states, including IBDs (Achitei et al., 2013). Macrophages 301 

and neutrophils are the main production sites of ROS whose effects include neutrophil recruitment 302 

at the inflamed epithelial colon tissue. Previously, we observed that LPS stimulus was effective in 303 

inducing multiple pathways of oxidative stress and inflammation in the colon (Locatelli et al., 2017; 304 
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Menghini et al., 2011). Actually, this effect is consistent with the elevated concentration of phenolic 305 

compounds found in the extract (Table 1). Phenolics and particularly flavonoids were found to be 306 

effective in reducing the burden of oxidative stress, in the colon of mice intraperitoneally injected 307 

with LPS, via suppressing phosphorylation in mitogen-activated protein kinases (MAPKs) pathway, 308 

which is crucial for macrophage activation and the production of inflammatory mediators (Lin, 309 

Huang, Chu, & Lin, 2010; Tao, Wei, & Hu, 2016). 310 

3.3. Enzyme inhibitory activity 311 

AD and T2D are chronic diseases that often occur together in aged individuals. AD is characterized 312 

by neurodegeneration associated with progressive behavioral, cognitive and memory functions 313 

decline (Wang et al., 2017). On the other hand, T2D is a chronic metabolic disease characterized by 314 

peripheral insulin resistance associated with pancreatic β-cell and insulin deficit. Epidemiological 315 

studies revealed close relationships between AD and T2D onset (Fei, Yan Ping, Ru Juan, Ning 316 

Ning, & Lin, 2013; Garcia-Casares et al., 2014), consistently with the possible involvement of 317 

common physiopathological mechanisms, including inflammation, insulin resistance and oxidative 318 

stress (Golpich et al., 2017; Mittal & Katare, 2016). Considering both the antioxidant effects 319 

exerted by saffron extracts in our in vitro tests, and the enzyme inhibition theory, which is 320 

considered as one of the most promising tool to contrast these diseases (Mocan, Zengin, Crişan, & 321 

Mollica, 2016; Mocan et al., 2017), we further investigated the protective effects of the extracts by 322 

evaluating their effect on AChE, BChE, α-glucosidase and α-amylase activity (Table 3). In 323 

agreement with the observed antioxidant effects, both water CST and CTA extracts, which 324 

displayed the highest content in phenolic compounds, revealed to be the most effective in inhibiting 325 

cholinesterases and α-glucosidase (Ademosun, Oboh, Bello, & Ayeni, 2016; Martinez-Gonzalez, 326 

Díaz-Sánchez, Rosa, Vargas-Requena, & Bustos-Jaimes, 2017), despite there being no significant 327 

difference in the inhibitory effects exerted by olive oil and water extracts on α-amylase activity. 328 

Additionally, the major α-glucosidase activity inhibition, compared with α-amylase, is consistent 329 

with previous studies (Llorent-Martínez et al., 2017). These results further support a major 330 
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inhibitory selectivity of phenolic compounds toward α-glucosidase, rather than α-amylase through 331 

the formation of non-covalent interactions with the target enzyme (Martinez-Gonzalez et al., 2017). 332 

4. Conclusions 333 

Concluding, the present findings showed protective effects exerted by CST and CTA extracts, in in 334 

vitro and ex vivo models of inflammation and oxidative stress. Additionally, the CTA extracts also 335 

revealed to be as promising enzyme inhibitory agents. The results support further studies for the 336 

valorization of high quality byproducts of saffron, which are usually discarded. Keeping in mind the 337 

findings of this work, we suggest an intriguing approach to recycle the flower waste fraction in 338 

order to optimize and develop the production of Abruzzo saffron. 339 

ACKNOWLEDGEMENTS 340 

This work was supported by grants from the Italian Ministry of University (FAR 2015/2016). 341 

The experimental work supports the Abruzzo District project “Filiera Regionale delle Piante 342 

Officinali”. 343 

All animal experiments were carried in accordance with the EU Directive 2010/63/EU and to the 344 

related Italian Law D.lgs 26/2014. The project was approved by Italian Ministry of Health (project 345 

n.880/2015). 346 

CONFLICT OF INTEREST 347 

Authors declare no financial/commercial conflicts of interest. 348 

Appendix A. Supplementary data 349 

Supplementary data to this article can be found online at 350 

REFERENCES 351 

Abbasvali, M., Ranaei, A., Shekarforoush, S. S., & Moshtaghi, H. (2016). The effects of aqueous 352 

and alcoholic saffron (Crocus sativus) tepal extracts on quality and shelf-life of pacific white shrimp 353 

(Litopeneous vannamei) during iced storage. Journal of Food Quality, 39, 732–742. 354 



15 
 

Achitei, D., Ciobica, A., Balan, G., Gologan, E., Stanciu, C., & Stefanescu, G. (2013). Different 355 

profile of peripheral antioxidant enzymes and lipid peroxidation in active and non-active 356 

inflammatory bowel disease patients. Digestive Diseases and Sciences, 58, 1244–1249. 357 

Ademosun, A. O., Oboh, G., Bello, F., & Ayeni, P. O. (2016). Antioxidative properties and effect 358 

of quercetin and its glycosylated form (Rutin) on acetylcholinesterase and butyrylcholinesterase 359 

activities. Journal of Evidence-based Complementary & Alternative Medicine, 21, 11–17. 360 

Alonso, G. L., Zalacain, A. & Carmona, M. (2012). Saffron. In K. V. Peter (Ed.), Handbook of 361 

Herbs and Spices, vol. 1, 2nd edition (pp. 469-498). Cambridge: Woodhead Publishing. 362 

Bahadori, M. B., Zengin, G., Bahadori, S., Maggi, F., & Dinparast, L. (2017). Chemical 363 

composition of essential oil, antioxidant, antidiabetic, anti-obesity, and neuroprotective Properties 364 

of Prangos gaubae. Natural Product Communications, 12, 1945–1948. 365 

Bharti, S., Golechha, M., Kumari, S., Siddiqui, K. M., & Arya, D. S. (2012). Akt/GSK-3β/eNOS 366 

phosphorylation arbitrates safranal-induced myocardial protection against ischemia-reperfusion 367 

injury in rats. European Journal of Nutrition, 51,719–727. 368 

Chiavaroli, A., Recinella, L., Ferrante, C., Locatelli, M., Carradori, S., Macchione, N., . . . Orlando, 369 

G. (2017). Crocus sativus, Serenoa repens and Pinus massoniana extracts modulate inflammatory 370 

response in isolated rat prostate challenged with lps. Journal of Biological Regulators & 371 

Homeostatic Agents, 31, 531–541. 372 

Corso, L., Cavallero, A., Baroni, D., Garbati, P., Prestipino, G., Bisti, S., . . . Picco, C. (2016). 373 

Saffron reduces ATP-induced retinal cytotoxicity by targeting P2X7 receptors. Purinergic 374 

Signalling, 12, 161–174. 375 

Cusano, E., Consonni, R., Petrakis, E. A., Astraka, K., Cagliani, L. R., & Polissiou, M. G. (2018). 376 

Integrated analytical methodology to investigate bioactive compounds in Crocus sativus L. flowers. 377 

Phytochemical Analysis, doi: 10.1002/pca.2753 [Epub ahead of print]. 378 

D’Alessandro, A. M., Mancini, A., Lizzi, A. R., De Simone, A., Marroccella, C. E., Gravina, G. L., 379 

. . . Festuccia, C. (2013). Crocus sativus stigma extract and its major constituent crocin possess 380 



16 
 

significant antiproliferative properties against human prostate cancer. Nutrition and Cancer, 65, 381 

930–942. 382 

Fei, M., Yan Ping, Z., Ru Juan, M., Ning Ning, L., & Lin, G. (2013). Risk factors for dementia with 383 

type 2 diabetes mellitus among elderly people in China. Age and Ageing, 42, 398–400. 384 

Ferrante, C., Recinella, L., Locatelli, M., Guglielmi, P., Secci, D., Leporini, L., . . . Orlando, G. 385 

(2017). Protective effects induced by microwave‐assisted aqueous Harpagophytum extract on rat 386 

cortex synaptosomes challenged with amyloid β‐peptide. Phytotherapy Research, 31, 1257–1264. 387 

Garcia-Casares, N., Jorge, R. E., Garcia-Arnes, J. A., Acion, L., Berthier, M. L., Gonzalez-Alegre, 388 

P., . . . González-Santos, P. (2014). Cognitive dysfunctions in middle-aged type 2 diabetic patients 389 

and neuroimaging correlations: a cross-sectional study. Journal of Alzheimer's Disease, 42, 1337–390 

1346. 391 

Golpich, M., Amini, E., Mohamed, Z., Azman Ali, R., Mohamed Ibrahim, N., & Ahmadiani, A. 392 

(2017). Mitochondrial dysfunction and biogenesis in neurodegenerative diseases: pathogenesis and 393 

treatment. CNS Neuroscience & Therapeutics, 23, 5–22. 394 

Hosseinzadeh, H., & Younesi, H. M. (2002). Antinociceptive and anti-inflammatory effects of 395 

Crocus sativus L. stigma and petal extracts in mice. BMC Pharmacology, 2, 7 (pp. 1-8). 396 

Hosseinzadeh, H., & Noraei, N. B. (2009). Anxiolytic and hypnotic effect of Crocus sativus 397 

aqueous extract and its constituents, crocin and safranal, in mice. Phytotherapy Research, 23, 768–398 

74. 399 

Kannan, N., & Guruvayoorappan, C. (2013). Protective effect of Bauhinia tomentosa on acetic acid 400 

induced ulcerative colitis by regulating antioxidant and inflammatory mediators. International 401 

Immunopharmacology, 16, 57–66. 402 

Kim, B., & Park, B. (2018). Saffron carotenoids inhibit STAT3 activation and promote apoptotic 403 

progression in IL-6-stimulated liver cancer cells. Oncolology Reports, 39,1883-1891. 404 



17 
 

Lahmass, I., Lamkami, T., Delporte, C., Sikdar, S., Van Antwerpen, P., Saalaoui, E., & Megalizzi, 405 

V. (2017). The waste of saffron crop, a cheap source of bioactive compounds. Journal of 406 

Functional Foods, 35, 341–351. 407 

Lin, Y.-C., Huang, D.-Y., Chu, C.-L., & Lin, W.-W. (2010). Anti-inflammatory actions of Syk 408 

inhibitors in macrophages involve non-specific inhibition of toll-like receptors-mediated JNK 409 

signaling pathway. Molecular Immunology, 47, 1569–1578. 410 

Llorent-Martínez, E. J., Zengin, G., Fernández-de Córdova, M. L., Bender, O., Atalay, A., Ceylan, 411 

R., . . . Aktumsek, A. (2017). Traditionally used Lathyrus species: phytochemical composition, 412 

antioxidant activity, enzyme inhibitory properties, cytotoxic effects, and in silico studies of L. 413 

czeczottianus and L. nissolia. Frontiers in Pharmacology, 8, 83 (pp 1-20). 414 

Locatelli, M., Zengin, G., Uysal, A., Carradori, S., De Luca, E., Bellagamba, G., . . . Lazarova, I. 415 

(2017). Multicomponent pattern and biological activities of seven Asphodeline taxa: potential 416 

sources of natural-functional ingredients for bioactive formulations. Journal of Enzyme Inhibition 417 

and Medicinal Chemistry, 32, 60–67. 418 

Lv, B., Chen, T., Xu, Z., Huo, F., Wei, Y., & Yang, X. (2016). Crocin protects retinal ganglion cells 419 

against H2O2-induced damage through the mitochondrial pathway and activation of NF-κB. 420 

International Journal of Molecular Medicine, 37, 225–232. 421 

Maccarone, R., Rapino, C., Zerti, D., Di Tommaso, M., Battista, N., Di Marco, S., . . . Maccarrone, 422 

M. (2016). Modulation of type-1 and type-2 cannabinoid receptors by Saffron in a rat model of 423 

retinal neurodegeneration. PLoS ONE, 11, e0166827. 424 

Mancuso, C., Barone, E., Guido, P., Miceli, F., Di Domenico, F., Perluigi, M., . . . Preziosi, P. 425 

(2012). Inhibition of lipid peroxidation and protein oxidation by endogenous and exogenous 426 

antioxidants in rat brain microsomes in vitro. Neuroscience Letters, 518, 101–105. 427 

Martinez-Gonzalez, A. I., Díaz-Sánchez, Á. G., Rosa, L. A., Vargas-Requena, C. L., & Bustos-428 

Jaimes, I. (2017). Polyphenolic compounds and digestive enzymes: in vitro non-covalent 429 

interactions. Molecules, 22, 669 (pp 1-24). 430 



18 
 

Menghini, L., Leporini, L., Scanu, N., Pintore, G., La Rovere, R., Di Filippo, E., . . . Fulle, S. 431 

(2011). Effect of phytochemical concentrations on biological activities of cranberry extracts. 432 

Journal of Biological Regulators and Homeostatic Agents, 25, 27–35. 433 

Mihara, M., Uchiyama, M., & Fukuzawa, K. (1980). Thiobarbituric acid value on fresh homogenate 434 

of rat as a parameter of lipid peroxidation in aging, CCl4 intoxication, and vitamin E deficiency. 435 

Biochemical Medicine, 23, 302–311. 436 

Mittal, K., & Katare, D. P. (2016). Shared links between type 2 diabetes mellitus and Alzheimer's 437 

disease: A review. Diabetes & Metabolic Syndrome: Clinical Research & Reviews, 10, 144–149. 438 

Mocan, A., Zengin, G., Crişan, G., & Mollica, A. (2016). Enzymatic assays and molecular 439 

modeling studies of Schisandra chinensis lignans and phenolics from fruit and leaf extracts. Journal 440 

of Enzyme Inhibition and Medicinal Chemistry, 31, 200–210. 441 

Mocan, A., Zengin, G., Simirgiotis, M., Schafberg, M., Mollica, A., Vodnar, D. C., . . . Rohn, S. 442 

(2017). Functional constituents of wild and cultivated Goji (L. barbarum L.) leaves: phytochemical 443 

characterization, biological profile, and computational studies. Journal of Enzyme Inhibition and 444 

Medicinal Chemistry, 32, 153–168. 445 

Moshiri, E., Basti, A.A., Noorbala, A.A., Jamshidi, A.H., Hesameddin Abbasi, S., & Akhondzadeh, 446 

S. (2006). Crocus sativus L. (petal) in the treatment of mild-to-moderate depression: a double-blind, 447 

randomized and placebo-controlled trial. Phytomedicine, 13, 607–611. 448 

Nagarjun, S., Dhadde, S. B., Veerapur, V. P., Thippeswamy, B., & Chandakavathe, B. N. (2017). 449 

Ameliorative effect of chromium-D-phenylalanine complex on indomethacin-induced inflammatory 450 

bowel disease in rats. Biomedicine & Pharmacotherapy, 89, 1061–1066. 451 

Nescatelli, R., Carradori, S., Marini, F., Caponigro, V., Bucci, R., De Monte, C., . . . Secci, D. 452 

(2017). Geographical characterization by MAE-HPLC and NIR methodologies and carbonic 453 

anhydrase inhibition of Saffron components. Food Chemistry, 221, 855–863. 454 



19 
 

Serrano-Díaz, J., Sánchez, A. M., Maggi, L., Martínez-Tomé, M., García-Diz, L., Murcia, M. A., & 455 

Alonso, G. L. (2012). Increasing the applications of Crocus sativus flowers as natural antioxidants. 456 

Journal of Food Science, 77, 1162–1168. 457 

Shafiee, M., Arekhi, S., Omranzadeh, A., & Sahebkar, A. (2018) Saffron in the treatment of 458 

depression, anxiety and other mental disorders: Current evidence and potential mechanisms of 459 

action. Journal of Affective Disorders, 227, 330–337. 460 

Sintiprungrat, K., Singhto, N., Sinchaikul, S., Chen, S.-T., & Thongboonkerd, V. (2010). 461 

Alterations in cellular proteome and secretome upon differentiation from monocyte to macrophage 462 

by treatment with phorbol myristate acetate: insights into biological processes. Journal of 463 

Proteomics, 73, 602–618. 464 

Tao, J., Wei, Y., & Hu, T. (2016). Flavonoids of Polygonum hydropiper L. attenuates 465 

lipopolysaccharide-induced inflammatory injury via suppressing phosphorylation in MAPKs 466 

pathways. BMC Complementary and Alternative Medicine, 16, 25 (pp 1-15). 467 

Tirillini, B., Pagiotti, R., Menghini, L., & Miniati, E. (2006). The volatile organic compounds from 468 

tepals and anthers of saffron flowers (Crocus sativus L.). Journal of Essential Oil Research, 18, 469 

298–300. 470 

Tuberoso, C. I. G., Rosa, A., Montoro, P., Fenu, M. A., & Pizza, C. (2016). Antioxidant activity, 471 

cytotoxic activity and metabolic profiling of juices obtained from saffron (Crocus sativus L.) floral 472 

by-products. Food Chemistry, 199, 18–27. 473 

Uysal, S., Aumeeruddy-Elalfi, Z., Zengin, G. Aktumsek, A., Mocan, A., Custodio, L.,. . . . 474 

Mahomoodally, M.F. (2018). Insight into the biological properties and phytochemical composition 475 

of Ballota macrodonta Boiss. et Balansa, - an endemic medicinal plant from Turkey. Industrial 476 

Crops and Products, 113, 422–428. 477 

Wang, X.-F., Lin, X., Li, D.-Y., Zhou, R., Greenbaum, J., Chen, Y.-C., . . . Deng, H.W. (2017). 478 

Linking Alzheimer's disease and type 2 diabetes: Novel shared susceptibility genes detected by 479 

cFDR approach. Journal of the Neurological Sciences, 380, 262–272. 480 



20 
 

Zeka, K., Ruparelia, K. C., Continenza, M. A., Stagos, D., Vegliò, F., & Arroo, R. R. (2015). Petals 481 

of Crocus sativus L. as a potential source of the antioxidants crocin and kaempferol. Fitoterapia, 482 

107, 128-134. 483 

Zengin, G., Menghini, L., Malatesta, L., De Luca, E., Bellagamba, G., Uysal, S., . . . Locatelli, M. 484 

(2016). Comparative study of biological activities and multicomponent pattern of two wild Turkish 485 

species: Asphodeline anatolica and Potentilla speciosa. Journal of Enzyme Inhibition and 486 

Medicinal Chemistry, 31, 203–208. 487 

Zengin, G., Nithiyanantham, S., Locatelli, M., Ceylan, R., Uysal, S., Aktumsek, A., . . . Maskovic, 488 

P. (2016). Screening of in vitro antioxidant and enzyme inhibitory activities of different extracts 489 

from two uninvestigated wild plants: Centranthus longiflorus subsp. longiflorus and Cerinthe minor 490 

subsp. auriculata. European Journal of Integrative Medicine, 8, 286–292. 491 

Zengin, G., Bulut, G., Mollica, A., Nancy Picot-Allain, C. M., & Mahomoodally, M. F. (2018). In 492 

vitro and in silico evaluation of Centaurea saligna (K.Koch) Wagenitz-An endemic folk medicinal 493 

plant. Computational Biology and Chemistry, 73, 120–126. 494 

495 



21 
 

TABLE AND FIGURE CAPTIONS 496 
 497 
Table 1. Phenolic fingerprint of CST and CTA extracts. Values are expressed in µg/mg dry extract. 498 
Data represent the mean ± S.D. (n = 3). In each row, different letters mean significant differences 499 

(p<0.05). 500 
Abbreviations: CST: Crocus sativus stigmas; CTA: tepals+anthers. 501 
 502 
Table 2. Antioxidant properties of CST and CTA extracts. Values expressed are means ± S.D. of 503 
three parallel measurements. Data represent the mean ± S.D. (n = 3). In each row, different letters 504 

mean significant differences (ap<0.05; bp<0.01). 505 
Abbreviations: TE: trolox equivalents; EDTAE: EDTA equivalents. GAE: gallic acid equivalents; 506 
RE: rutin equivalents; na: not active; CST: Crocus sativus stigmas; CTA: tepals+anthers.  507 
 508 
 509 

Table 3. Enzyme inhibitory effects of CST and CTA extracts. Values expressed are means ± S.D. 510 
of three parallel measurements. Data represent the mean ± S.D. (n = 3). In each row, different letters 511 

mean significant differences (ap<0.05; bp<0.01). 512 
Abbreviations: AChE: acetylcholinesterase; BChE. butyrylcholinesterase; GALAE. galantamine 513 
equivalents; ACAE. acarbose equivalents; na: not active; CST: Crocus sativus stigmas; CTA: 514 
tepals+anthers. 515 

 516 
Figure 1. Mean weight of each part of Crocus sativus fresh flower. 517 
 518 

Figure 2A. Effects of CST and CTA extracts (25 µg/mL) supplementation on ROS production in 519 
HCT116 cell line. ANOVA p<0.05; as regards post-hoc test the letter “a” indicates significant 520 

differences compared to CTR group. ap<0.05 vs. CTR group. 521 
Abbreviations: CST: Crocus sativus stigmas; CTA: tepals+anthers; CTR: control. 522 
 523 

Figure 2B. Effects of CST and CTA extracts (25 µg/mL) supplementation on ROS production in 524 

C2C12 cell line. ANOVA p<0.05; as regards post-hoc test the letter “a” indicates significant 525 
differences compared to CTR group. ap<0.05 vs. CTR group. 526 
Abbreviations: CST: Crocus sativus stigmas; CTA: tepals+anthers; CTR: control. 527 

 528 
Figure 2C. Protective effects of CST and CTA extracts (25 µg/mL) on hydrogen peroxide-induced 529 

ROS production in HCT116 cell line. ANOVA p<0.05; as regards post-hoc test the letter “a” 530 
indicates significant differences compared to H2O2 group. ap<0.05 vs. H2O2 group. 531 
Abbreviations: CST: Crocus sativus stigmas; CTA: tepals+anthers; CTR: control. 532 

 533 
Figure 2D. Protective effects of CST and CTA extracts (25 µg/mL) on H2O2-induced ROS 534 

production in C2C12 cell line. ANOVA p<0.05; as regards post-hoc test the letter “a” indicates 535 
significant differences compared to H2O2 group. ap<0.05 vs. H2O2 group. 536 

Abbreviations: CST: Crocus sativus stigmas; CTA: tepals+anthers; CTR: control. 537 
 538 

Figure 3. Effects of CST and CTA water extracts (25 µg/mL) on H2O2-induced LDH activity in 539 
HCT116 cell line. ANOVA p<0.0001; as regards post-hoc test different letters indicate significant 540 
differences compared to H2O2 group. ap<0.05, bp<0.01 vs. H2O2 group. 541 

Abbreviations: CST: Crocus sativus stigmas; CTA: tepals+anthers; CTR: control; LDH, lactate 542 
dehydrogenase. 543 
 544 
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Figure 4. Effects of CST water extract (25 µg/mL) on LPS-induced MDA production in rat colon 545 

tissues, ex vivo. ANOVA p<0.05; the letter “a” indicates significant differences compared to LPS 546 
group. ap<0.05 vs. LPS group. 547 
Abbreviations: CST: Crocus sativus stigmas; CTA: tepals+anthers; CTR: control; LPS: 548 

lipopolysaccharide; MDA: malondialdehyde. 549 


