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Evaluation of newly isolated cellulase-producing fungal strains from the Himalayan region of Uttarakhand









ABSTRACT 

	Fungi are a highly diverse group of microorganisms with significant roles across various aspects of human life. The successful utilization of fungi, particularly in industrial applications such as enzyme production, largely depends on the isolation of potent and efficient species. In the present study, filamentous fungi were isolated from soil samples and assessed for their potential to produce cellulase enzymes. Cellulolytic enzymes are vital for the conversion of lignocellulosic biomass and are widely used in industries such as textiles, paper and pulp, and biofuel production. However, the high cost associated with commercial cellulase enzymes, coupled with growing industrial demand, and has driven increased research efforts to identify cost-effective production strategies, particularly those utilizing agro-industrial residues as sustainable substrates. In the present study, twenty-six microbial cultures were isolated from soil collected from the Himalayan region of Uttarakhand using standard serial dilution technique. All the fungal isolates were screened for cellulase enzyme activities both qualitatively and quantitatively. Among the total microbes recovered, the selected potential fungal isolate PSF2 showed maximum FPase (0.781 U/ml) and β-glucosidase (0.786 U/ml) enzyme activities during quantitative screening. From this study, PSF2 fungi were selected as potent cellulose producers for future work.	Comment by Dell: WAS IDENTIFIED AS A POTENT CELLULASE PRODUCER FOR FURURE STUDIES	Comment by Dell: CELLULASE PRODUCER
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1. INTRODUCTION 

Nature is endowed with a plethora of microorganisms, most of which are beneficial for the environment. Among them, fungi play a crucial role in agriculture by decomposing organic residues and aiding in environmental waste management. The exploration and identification of novel fungal species or strains have increasingly attracted researchers' interest, particularly for their potential in cellulase enzyme production as an enzyme of significant industrial importance (Naher et al., 2021).
Cellulose is the most prevalent carbohydrate polymer in nature and is widely utilized for the production of valuable industrial materials, including biofuels and various chemicals. As a biodegradable material, cellulose forms a major component of plant cell walls, comprising approximately 40% of the total cell biomass (Yan et al., 2011). Cellulose is a long-chain polymer composed of glucose molecules, which are interconnected through β-1,4-glycosidic bonds (Sibtain et al., 2009). It can be directly hydrolyzed into monomeric glucose using chemical methods, enzymatic processes, or a combination of both. However, chemical degradation is often considered inefficient and uneconomical compared to enzymatic hydrolysis, as it generates a higher amount of byproducts at elevated temperatures and contributes to environmental pollution.	Comment by Dell: NUMBER
Cellulase enzymes capable of hydrolyzing cellulose are broadly categorized into three types: endoglucanase (endo-1,4-β-glucanase, EC 3.2.1.4), exoglucanase (exo-1,4-β-glucanase, EC 3.2.1.91), and β-glucosidase (1,4-β-glucosidase, EC 3.2.1.21) (Sukumaran et al., 2005). Cellulases are crucial industrial enzymes used in many applications, including textiles, detergents, food and feed, baking, pulp and paper, and waste treatment. 
Soil ecosystems are inhabited by a wide array of microorganisms, including bacteria, actinomycetes, algae, and fungi, each contributing to crucial biochemical processes. Among these groups, fungi play a particularly pivotal role in the decomposition of organic matter, thereby significantly influencing soil fertility and nutrient cycling. Cellulase enzymes, which catalyze the hydrolysis of cellulose, are predominantly produced by a wide range of soil microorganisms, notably bacteria and filamentous fungi. Many types of microorganisms, especially bacteria and fungi, are known to produce cellulase enzymes that break down cellulose. Some of the most effective producers of these enzymes include Cellulomonas, Pseudomonas, Bacillus, Actinomycetes, Aspergillus, Humicola, Trichoderma, and Penicillium. The ability of these microorganisms to release cellulolytic enzymes highlights their role in breaking down biomass, recycling organic matter in soil, and industrial processes. The ability of these microorganisms to secrete cellulolytic enzymes underlines their importance in biomass degradation, soil organic matter turnover, and industrial bioconversion processes (Maurya et al., 2012). The complexity of fungal cellulases is generally lower compared to bacterial cellulases, and fungi tend to produce these enzymes extracellularly in significant quantities (Sukumaran et al., 2005). Among filamentous fungi, Aspergillus niger is particularly notable for its high cellulase activity. When cultivated in liquid media, A. niger efficiently synthesizes cellulases through both surface and submerged fermentation techniques. Moreover, recent advancements have demonstrated that solid-state fermentation (SSF) provides an even more effective approach for enhancing cellulase production by A. niger, offering advantages such as higher yields, lower energy requirements, and the utilization of agro-industrial residues as substrates (Ikram-Ul-Haq et al., 2005). Production of cellulase was also reported by using substrates like cellulose, xylose, and lactose using T. reesei (Muthuvelayudham et al., 2005).

2. material and methods 
2.1 Collection of soil samples
Soil samples were collected from the Himalayan forest of Pithoragarh, Uttarakhand (29.4° N latitude and 80° E longitude), and the samples were stored at 4 °C for further study.
2.2 Isolation of cellulase-producing fungi
The soil samples were diluted 10⁻¹ to 10⁻⁶ with sterilized water, and then the dilutions were cultivated on PDA (potato dextrose agar) medium at 28°C for 5 days to obtain single colonies. 	Comment by Dell: WERE SERIALLY DILUTED (10⁻¹ to 10⁻⁶)	Comment by Dell: ISOLATED
2.3 Qualitative screening for cellulase-producing fungi
Fungal isolates were qualitatively screened for cellulase activity following the method described (Wang et al., 2003). The isolates were cultured on an isolation medium and incubated for 72 hours. After incubation, the plates were flooded with 1% Congo red solution and left to rest for 20 minutes at ambient temperature. The plates were subsequently decolorized using a 1M sodium chloride solution. The formation of a clear zone around the fungal colonies, against a dark red background, indicated positive cellulase activity. Fungal strains demonstrated that prominent clearance zones beyond the colony margins were selected for further investigation (Shankar et al., 2011). 	Comment by Dell: CAN MENTION THE SPECIAL INGREDIENT IN THE ISOLATION MEDIUM THAT IS ADDED TO IDENTIFY CELLULASE PRODUCING FUNGI. LIKE FOR EXAMPLE., CELLULOSE/CMC AS THE SOLE SOURCE OF CARBON
‘ISOLATION MEDIUM ENRICHED WITH  CELLULOSE/CMC AS SOLE SOURCE OF CARBON’
2.4 Quantitative estimation of cellulolytic enzymes
The isolated fungal colonies were cultivated in a minimal salt medium supplemented with carboxymethyl cellulose (CMC), containing the following components (g/L): NH₄NO₃ (0.39), MnSO₄ (0.002), Na₂HPO₄ (5.67), Na₂NO₃ (2.5), K₂HPO₄ (1.0), KH₂PO₄ (0.5), MgSO₄ (0.5), KCl (0.1), FeSO₄ (0.01), CaCl₂ (0.01), dextrose (10.0), and CMC (10.0). After incubation, the culture broth was centrifuged at 10,000 rpm for 10 minutes at 4°C. The pellets were eliminated, and the supernatant was presumed to include the extracellular cellulolytic crude enzymes used for estimating enzyme production.	Comment by Dell: MENTION INCUBATION TIME
2.4.1 Exo β-1,4-glucanase (FPase)
Filter paper activity (FPase) enzyme activity was determined following the method described (Mandels et al., 1976). The assay mixture consisted of 1 mL of 0.05 M citrate buffer (pH 4.8) and 50 mg of Whatman No. 1 filter paper (cut into strips of 1 × 6 cm), incubated at 50°C for 1 hour. The amount of reducing sugars released was quantified as glucose using the method outlined by Miller (1959). One unit of FPase activity was defined as the amount of enzyme required to release 1 micromole of reducing sugars (expressed as glucose) per minute under the assay conditions.
2.4.2 β-glucosidase assay 
The activity of β-glucosidase was assessed using p-nitrophenyl-β-D-glucopyranoside (pNPG) as the substrate (Berghem et al., 1974). The cultures in the liquid CMC media were centrifuged at 13,000 rpm for 4 minutes, and the supernatant was incubated in 50 mM citrate buffer containing 5 mM pNPG as substrate at pH 5.0 and a temperature of 50°C for 30 minutes. The reaction was terminated by adding 10% sodium carbonate, leading to the release of p-nitrophenol, which was measured by recording absorbance at 405 nm using a UV-visible spectrophotometer. One unit of β-glucosidase activity was defined as the amount of enzyme required to release 1 micromole of p-nitrophenol per minute under the assay conditions.
3. results and discussion
3.1 Preliminary selection of native cellulolytic microbes based on ICMC indices during plate assay
A total of 26 microbial strains—19 bacteria and 7 fungi—were recovered from plating the samples on PDA. Among them, 07 strains of fungi (PSF1, PSF2, PSF3, PSF4, PSF5, PSF6, and PSF7) were screened for their ability to produce cellulase. The Congo red plate assay was done for the 07 fungal isolates, of which 03 isolates showed positive results by the formation of a halo zone around the colony using the Congo red dye indicator. Based on the colony diameter and halo zone formation, the relative enzyme indices (ICMC) were calculated. The selected isolates, showing zone of clearance greater than 1.0 cm, were considered as extracellular cellulase producers.  According to the results, maximum ICMC value was observed for the fungal isolate PSF7 (1.60) followed by the fungal isolate PSF6 (1.05) while least values were shown by the isolate isolate PSF2 (1.04) (Table 1). Results presented in Figure 1 showed both positive and negative cellulase producers for plates flooded with Congo red. Clearing zones surrounding microbial growing colonies after incubating for a suitable period indicates their ability for cellulase production. The formation of a halo zone indicates a positive result for cellulolytic activity, whereas the retention of Congo red dye on the plate signifies the presence of non-hydrolyzed β-1,4-D-glucosidic bonds (Lamb et al., 2005).	Comment by Dell: ISOLATE IS REPEATED TWICE
Table 1 Relative cellulase enzyme activity indices (ICMC) of fungal isolates based on qualitative plate assay using CMC as substrate, 
	Microbial Isolates
	*Relative cellulase activity indices (Icmc)

	PSF2
	1.04 ± 0.02

	PSF6
	1.05 ± 0.02

	PSF7
	1.60 ± 0.21

	


*Values present a mean ± SD of three replications
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Fig. 1 (a) Qualitative detection of cellulase enzyme production by PSF2 using CMC as sole carbon source (b) Untreated (control) plate assay of cellulose
3.2 Quantitative of cellulose enzyme	Comment by Dell: QUANTITATIVE ASSAY OF CELLULASE
The previously screened three isolates were subjected to quantitative enzyme activity studies. After mass multiplying the cultures in the CMC liquid medium for 8 days at regular intervals, the supernatant collected by centrifugation contained the crude enzyme portion that was subjected to quantitative estimation studies at regular intervals. Among them, fungal isolate PSF2 demonstrated the highest FPase activity (0.781 U/mL) at 12 days of incubation with β-glucosidase activity (0.786 U/mL) at 09d in the culture filtrate, the value being significantly higher than that recorded for all the other cultures (Figure 2). Azzaz et al. (2012) investigated cellulase production by various fungal species, including Aspergillus niger, Fusarium oxysporum, Fusarium avenaceum, and Cephalosporium acremonium. Among these, A. niger exhibited significant cellulase production, demonstrating an activity of 0.076 U/ml as assessed by CMC-ase. Moreover, cellulase and xylanase activities were evaluated in various strains of Trichoderma species, including Trichoderma harzianum, Trichoderma harzianum Th-azad, and Trichoderma viride 01PP, to assess their potential for enzyme production (Pandey et al., 2014).	Comment by Dell: REMOVE ‘ ESTIMATION’	Comment by Dell: MENTION THE TIME INTERVAL
EG: AT REGULAR TIME INTERVALS OF 3 DAYS	Comment by Dell: THE FUNGAL ISOLATE PSF2 SHOWED HIGHEST FPASE ACTIVITY (0.781U/ML) ON 12TH DAY OF INCUBATION AND HIGHEST β-GLUCOSIDASE ACTIVITY (0.786 U/mL) ON 9TH DAY OF INCUBATION	Comment by Dell: CHECK THIS
IT COULD BE ‘DEMONSTRATING CMCase ACTIVITY OF 0.076U/ML’	Comment by Dell: Trichoderma harzianum IS REPEATED TWICE





Fig. 2 (a) Extracellular cellulase (FPase) and (b) β-glucosidase enzyme activities in the crude enzyme of selected PSF2 fungal culture at different time interval



4. Conclusion
In the present investigation, it can be concluded that the fungal isolate PSF2, obtained from soil samples collected from the Himalayan region of Uttarakhand, demonstrated strong potential for cellulolytic enzyme production. The isolate was subjected to qualitative and quantitative screening for its extracellular cellulase activities, specifically filter paperase (FPase) and β-glucosidase activities. The results confirmed that PSF2 is a promising candidate for efficient cellulase production. Fungi offer the possibility of providing important resources for sustainable industrial processes and environmental management initiatives. Future research can now be directed toward optimizing the growth conditions, genetic improvement, and large-scale fermentation strategies for PSF2 to maximize its cellulase production capabilities and explore its broader industrial potential.h	Comment by Dell: POTENTIAL
YOU CAN ALSO ADD THIS POINT OF IDENTIFYING THE FUNGAL STRAIN PSF2
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