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Introduction
Halophytes thrive in saline environments. The coastal 
areas of the Sindh and Balochistan provinces in Pakistan 
host nearly 410 halophyte species. It accounts for approx-
imately 19% of the country’s flora [1, 2]. Some halophytes 
have also been recognized as medicinal plants, mainly 
due to their antioxidant potential [3]. The saline habitats 
of these plants require adaptation to harsh conditions, 
including redox homeostasis. To protect cells from oxi-
dative damage, these plants sustain control between reac-
tive oxygen species (ROS) synthesis and energy outflow 
in the antioxidant response, either enzymatically or non-
enzymatically [4]. Therefore, halophytes are more likely 
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Abstract
Biomass from halophytes is considered as a promising chemical feedstock. Its bioconversion to obtain reducing 
sugars and to concomitantly improve antioxidant potential has been described less frequently. This is the first 
report describing application of xylanase from Neobacillus sedimentimangrovi for the saccharification of Ipomoea 
pes-caprae (IPC) and Suaeda fruticosa (SF). In this study, the biomass IPC and SF was separately or co-pretreated 
by freeze-thaw and 1% H2SO4. Results showed that significant amount of reducing sugar was obtained by 
saccharification of acid and freeze-thaw pretreated IPC (44 mg g− 1) and freeze-thaw pretreated SF (43 mg g− 1). The 
residues after saccharification were also analyzed for their antioxidant potential where IPC residues exhibited 1.13 
folds higher potential than that of SF. Antioxidant potential (83.9%) was obtained when purified xylanase was used 
for the saccharification of IPC. Moreover, absence of lignin-related peaks in the NMR and IR spectra of the treated 
substrates indicated efficient delignification. The characteristic peaks of the hemicellulosic fractions in saccharified 
samples were also disturbed, indicating changes in the crystallinity of the substrates. The SEM images and spectra 
of the saccharified substrates clearly indicated the degradation of hemicellulosic content by xylanse.
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to produce bioactive compounds with higher antioxidant 
capacities making them better candidates as therapeutic 
agents. Qasim et al. [5] surveyed 100 medicinal plants 
from Pakistan’s coastal regions and found that Ipomoea 
pes-caprae (IPC) and Suaeda fruticosa (SF) have high 
antioxidant potential. IPC, a member of Convolvulaceae 
family, is widely distributed across tropical and subtropi-
cal regions. Various species of the genus Ipomoea have 
long been used in traditional medicine to treat numer-
ous health conditions [6]. In addition, it possesses vari-
ous bioactive properties, including antioxidant, analgesic, 
anti-inflammatory, antispasmodic, anticancer, antinoci-
ceptive, antihistaminic and insulogenic effects. It is also 
a valuable source of phytochemical antioxidants, which 
contribute to its medicinal significance [7]. On the other 
hand, SF is commonly found in the coastal and inland 
saline regions of Pakistan as well as in the Saharo-Sindian 
and Southern Iranian-Turkish areas. It contains bioac-
tive compounds with anti-ophthalmic, hypolipidemic, 
and hypoglycemic properties [8]. The plant also exhibits 
superior radical scavenging and reducing powers com-
pared to synthetic antioxidants, likely due to the presence 
of unique biologically active compounds. These proper-
ties distinguish it from other antioxidant-rich species, 
including herbs, food plants, medicinal plants, and other 
halophytes [5].

The carbohydrate content of halophytic plants can 
also be extracted in the form of reducing sugars by the 
enzyme-mediated saccharification [9]. Saccharification 
depends upon substrate composition, enzyme loadings, 
reaction conditions, including pH and temperature [10]. 
Xylanase plays a vital role in saccharification by break-
ing down hemicellulose, a major structural component 
of plant biomass, into fermentable sugars [11]. Many 
microbial species have been reported for their xylanolytic 
potential. Neobacillus sedimentimangrovi UE25 is a ther-
mophilic bacteria which has been reported to produce 
many plant cell wall degrading enzymes such as cellulase, 
xylanase, amylase, pectinase and laccase [12]. The strain 
UE25 was isolated from crocodile pond of Manghopir, 
Pakistan. Its thermophilic nature makes it highly suit-
able for industrial applications where enzyme stability 
towards high-temperature is required [13]. Previously, 
Rashid et al. [14] characterized and purified the xylanase 
from N. sedimentimangrovi UE25. However, the use of 
xylanase from N. sedimentimangrovi for saccharification 
of biomass from halophytes has been scarcely reported.

Although enzyme mediated saccharification appeared 
as a promising technology, however, pretreatment of 
biomass is required to improve access of the enzymes to 
the substrates [9]. Consequently, higher levels of reduc-
ing sugars obtained from pretreated biomass can be 
converted to value-added products. Among chemical 
pretreatment methods, the use of alkali and acid has been 

widely described. Dilute acid treatment provides several 
advantages, including a higher conversion rate of cellu-
lose to reducing sugars and release of fewer inhibitors. 
Freeze–thaw is a physical pretreatment method used to 
treat biomass from halophytes [15, 16].

This study holds importance as it was aimed to sac-
charify the pretreated biomass from halophytes using 
xylanase of thermophilic bacterium, N. sedimentiman-
grovi. Changes in halophytic plant biomass due to pre-
treatment and saccharification process were studied 
by Scanning Electron Microscopy, Fourier Transform 
Infrared Spectroscopy and Nuclear Magnetic Resonance 
Spectroscopy. Moreover, the saccharified residues were 
analyzed to study antioxidant potential by studying scav-
enging activity.

Materials and methods
Selection of raw material
Four halophytic plants including IPC (KUH-96778), SF 
(KUH-98975), Phragmites karka, PK (KUH-94112) and 
Halopyrum mucronatum, HM (HM; KUH-94253) were 
obtained from the Institute of Sustainable Halophyte 
Utilization University of Karachi. SF, IPC, HM and PK 
contained 21%, 17%, 28.67% and 29% hemicellulose, 
respectively. While, lignin content in SF, IPC, HM and 
PK was 4.67%, 5.33%, 5% and 10.33%, respectively. The 
plants were identified by Dr Salman Gulzar and submit-
ted to the Karachi University Herbarium (KUH). All the 
substrates were powdered to the size of 100 µ.

Procurement of xylanase
Crude enzyme preparation from N. sedimentimangrovi 
UE25 [17] and purified xylanase [14] were obtained from 
the Department of Microbiology, University of Karachi. 
Whole genome sequencing (GenBank accession num-
ber JAJODE000000000.1) [13] revealed identity of the 
strain UE25 as N. sedimentimangrovi (that was initially 
reported as Bacillus aestuarii).

Acidic pretreatment of the halophytic substrate
Acidic pretreatment was performed by following the 
method of Guo et al. [18]. Plant biomass (1 g) was mixed 
with 20 mL of 1% sulfuric acid and autoclaved at 121oC 
for 1  h. Residues were then filtered, and the slurry was 
washed with water until excessive acid was removed. 
Residues were dried at 60oC until constant mass and used 
as acid treated biomass.

Freeze-thaw pretreatment of the halophytic substrate
The pretreatment by freeze-thaw method was performed 
according to the method of Smichi et al. [16]. Plant bio-
mass was kept in a freezer at -20  °C for 24  h and then 
thawed directly at 100 °C in a water bath for 15 min fol-
lowed by filtration. The process of freezing and thawing 
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was repeated three times. The sample was kept at 60  °C 
in a hot air oven until constant mass and used as freeze-
thaw treated biomass.

Acidic and freeze-thaw pretreatment of the halophytic 
substrate
At first, acid pretreatment was applied as given above but 
with a slight modification by reducing the amount of sul-
furic acid (10 mL) to minimize the use of chemical and to 
observe the effect of reduced amount of acid in the com-
bined pretreatment. After acidic pretreatment, the mate-
rial was pretreated by freeze-thaw method as described 
earlier. Sample was used as acid and freeze thaw treated 
plant biomass.

Saccharification of the halophytic substrate
Saccharification of the substrates was initiated with a 
standardized xylanase preparation (either purified or 
crude) as 10 U in the final reaction volume of 100 mL 
containing 50mM Sodium citrate buffer (pH 5) contain-
ing 1 g of the biomass from halophyte and 0.2 g sodium 
azide. The reaction mixture was incubated for 24 h in a 
shaking incubator (150 rpm) at 60oC. Aliquots were col-
lected at 0 h and 24 h. Reducing sugars in the hydrolysate 
were detected by the assay as proposed by Miller [17]. A 
25 µL aliquot of hydrolysate was mixed with an equal vol-
ume of sodium citrate buffer (50 mM, pH 4.8), followed 
by the addition of 150 µL of DNS reagent. The mixture 

was boiled for 5 min, cooled on ice, and diluted with 720 
µL of distilled water. The absorbance was measured at 
540  nm, and the concentration of reducing sugars was 
determined by comparing the OD540 of the sample with 
that of the standard glucose solutions [19]. The left over 
saccharified residues were used to analyze antioxidant 
potentials.

Preparation of sample extracts for antioxidant analysis
The saccharified residues were vortexed for 1 h in 10 mL 
methanol to achieve a concentration of 15, 30, 45 and 
60 mg mL− 1 (Table 1). The tubes were kept at room tem-
perature for 24  h. Afterwards, mixture was centrifuged 
for 10  min at 3000  rpm and supernatant was saved to 
perform scavenging activity test [20].

Antioxidant analysis of halophytes
Antioxidant potential of halophytic biomass was evalu-
ated using 2,2-diphenyl-1-picryl-hydrazyl (DPPH) free 
radical scavenging test [20]. Briefly, the stock solution 
was prepared by adding 33.9  mg of DPPH in 100 mL 
methanol. Previously prepared concentrations of the 
samples were mixed with methanolic extracts (1 mL 
each) and kept in dark for 30  min. Absorbance values 
were noted at 517  nm. The percentage of scavenging 
activity was calculated as follows:

	 % Scavenging activity = Abs of control − Abs of sample

Abs of control
× 100

Examination of structural changes in IPC and SF
The samples of both IPC and SF were analyzed by scan-
ning electron microscopy to observe any changes in the 
structure after pretreatment and saccharification process. 
The samples were dried at 60oC for 48 h and images were 
captured at 40 µ scale at a voltage of 10 kV. The thin films 
of the samples were processed for IR spectroscopy and 
the bands were recorded in the region 400–4000  cm− 1 
on JASCO FTIR-4200. NMR spectroscopy of the samples 
was performed at 700 MHz in DMSO-d6 solutions using 
Bruker (AV-700 MHz) spectrometer. The ppm (δ) depicts 
the sign of chemical shift to the signal related to DMSO 
d6.

Statistical analysis
Origin Pro 8 was used to analyze the data. Mean and 
standard deviation were calculated. Mean value having 
standard deviation < 20% was presented. Regression anal-
ysis was performed to analyze antioxidant data.

Table 1  Initial screening for saccharification of Saueda fruticose 
(SF), Ipomea pes-caprae (IPC), Halopyrum mucronatum (HM) and 
Phragmites karka (PK). Residues from halophytes (either treated 
or untreated) were subjected to crude or purified Xylanase from 
Neobacillus sendimentimangrovi UE25 for 24 h and reducing 
sugars were estimated
Substrate Pretreatment method Reducing sugars (mg g− 1)*

Crude xylanase Purified 
xylanase

SF Untreated 29 25
Acid 0 0
Freeze-thaw 43 24
Acid + freeze thaw 0 0

IPC Untreated 38 34
Acid 0 0
Freeze-thaw 27 37
Acid + freeze-thaw 44 38

HM Untreated 35 12
Acid 24 24
Freeze-thaw 24 23
Acid + freeze-thaw 23 0

PK Untreated 25 23
Acid 0 0
Freeze-thaw 23 0
Acid + freeze-thaw 22 24

*Insignificant standard deviation
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Results and discussion
Saccharification of biomass from different halophytic 
plants
Pretreatment of plant biomass is needed prior to its 
utilization for microbial fermentation and enzymatic 
conversion. Brown et al. [21] reported a higher yield of 
glucose from pretreated Salicornia bigelovii biomass in 
comparison to untreated substrate. Acid pretreatment of 
halophytic biomass has been also reported earlier, where 
acid pretreated Juncus maritimes was used for the sac-
charification by a mixture of fungal xylanase and cellu-
lase [16]. In this study, saccharification of untreated and 
treated halophytic plants, HM and PK through purified 
and crude xylanase produce similar amounts of reducing 
sugars (~ 25 mg g− 1) (Table  1). However, the impact of 
pretreatment to IPC and SF was evident on the sacchari-
fication process. Freeze-thaw treatment appeared to be a 
better pretreatment strategy for SF as the saccharification 
of this pretreated substrate by crude xylanase produced 
the highest titer of 43 mg g− 1 (~ 18%) reducing sugars. 
However, saccharification of the same substrate by the 
purified xylanase yielded 24 mg g− 1 (~ 10%) of reduc-
ing sugar. The freeze-thaw procedure has been reported 
to degrade plant cell wall and to increase the availabil-
ity of polysaccharides to hydrolyzing enzymes [22]. The 
saccharification of acid-freeze thawed pretreated IPC 
by crude xylanase yielded 44 mg g− 1 (corresponding 
to ~ 23% saccharification), whereas, purified xylanase-
mediated saccharification of the same substrate resulted 
in the release of 38 mg g− 1 (~ 20%) of reducing sugars. 
Acid-freeze thaw was found as a promising pretreatment 
method for this substrate; the strategy reduced the use 
of acid to half of its quantity. The release of more reduc-
ing sugars by crude xylanase mediated saccharification of 
IPC may be attributed to the presence of various modula-
tors present in the crude preparation that enhanced the 
enzymatic activity [15]. Previously, only 2.8 and 0.05 mg 

g− 1 reducing sugars were obtained after the saccharifica-
tion of Panicum antidotale and Halopyrum mucronatum, 
respectively [9].

Moreover, acidic pretreatment resulted in no release of 
reducing sugars in few experimental conditions (Table 1) 
which might be because of formation of by-products 
which can result in inactivity of enzyme. Acidic treat-
ment can also result in structural modifications of sub-
strate making xylanase binding ineffective [23, 24]. 
Considering the preliminary saccharification results, IPC 
pretreated with acid and freeze-thaw method and SF pre-
treated by freeze-thaw process were selected for further 
experiments.

Nonetheless, reducing sugars produced by sacchari-
fication have significant potential for various industrial 
applications, particularly in biofuel production, pharma-
ceuticals, and the food industry. In biofuel production, 
reducing sugars can serve as fermentable substrates for 
microbial fermentation, leading to the generation of bio-
ethanol and other biofuels [25].

Estimation of antioxidant activity by DPPH assay
The polyphenolic components with antioxidants capa-
bilities are found in certain plant extracts and have the 
ability to donate electrons and generate free radicals 
[26]. Salt-resistant plants generally exhibit antioxidant 
potential [27, 28]. In this study, the substrates left after 
saccharification were analyzed for antioxidant activity 
through 2,2-diphenyl-1-picryl hydrazyl (DPPH) assay. 
Various workers have found a connection between the 
antioxidant properties of phenols and polyphenols to 
their capacity to scavenge DPPH radicals [6]. The DPPH 
assay is a widely accepted and reliable method to evalu-
ate antioxidant potential due to its ability to directly mea-
sure free radical scavenging activity. Furthermore, DPPH 
assay sufficiently represents overall antioxidant activity 
[29, 30].

After saccharification with purified xylanase, the IPC 
residue yielded a maximum free radial scavenging poten-
tial of 83.9% that was 1.08 folds higher than that of unsac-
charified IPC (77.7%). The antioxidant potential of the 
residue saccharified with crude xylanase was found to be 
79.22%. Scavenging potential of 76.92% was observed for 
SF saccharified with crude xylanase that was 1.03 folds 
higher than the unsaccharified SF (74.4%). Moreover, 
the scavenging capabilities of SF hydrolyzed by purified 
xylanase (74.27%) and unsaccharified SF did not dif-
fer greatly. The results of saccharified residues of IPC 
and SF revealed that antioxidant capacity of methanol 
extracts increased with increasing substrate concentra-
tion (Table 2). Regression analysis showed significance of 
the result with p-value > 0.0001 indicating that scaveng-
ing activity significantly increases with substrate con-
centration. Earlier, Sujatha et al. [31] reported about the 

Table 2  Determination of antioxidant activity by 2, 2-diphenyl-
1-picryl hydrazyl radical (DPPH)
Samples Substratea Concentration of substrate (mg 

mL− 1)
60 45 30 15
Scavenging activity (%)*

1 SF-crudea 76.92 55.33 49.66 46.33
2 SF-purifieda 74.27 49.48 35.64 32.56
3 SF unsaccharified 74.44 56.35 40.82 36.48
4 IPC crudea 79.22 69.74 66.41 49.23
5 IPC purifieda 83.9 71.38 70.33 46.41
6 IPC unsaccharified 77.71 65.12 64.35 54.61
aSaueda fruticosa (SF) saccharified with either crude xylanase (SF-crude) or 
purified xylanase (SF-purified) and Ipomea pes-caprae (IPC) either saccharified 
with crude xylanase (IPC-crude) or purified xylanase (IPC-xylanase). The results 
were compared with the substrate without enzymatic saccharification

*Insignificant standard deviation
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antioxidant potential of IPC. Whereas, Oueslati et al. 
[32] and Chekroun-Bechlaghem et al. [33] investigated 
the antioxidant capacity of SF. A comparative account 
on antioxidant capacity of SF with a remedial herb Jug-
lans regia also concluded SF as a better substrate [8] 
mainly due to the presence of higher polyphenol con-
tent. Moreover, unsaccharified plant biomass resulted in 
less scavenging activity in contrast to saccharified sample 
(Table 2). Enzymatic saccharification breaks down com-
plex carbohydrates and cell wall structure which can 
result in the release of phenolic compounds, flavonoids, 
and other antioxidants from the lignocellulosic matrix 
[34]. In the pharmaceutical sector, antioxidant-rich resi-
dues can be utilized in the formulation of nutraceuticals 
or therapeutic compounds owing to their bioactive prop-
erties [35]. Additionally, in the food industry, these resi-
dues can be incorporated into functional foods, natural 
preservatives, or dietary supplements to enhance their 
nutritional value [36].

Scanning electron microscopy of IPC and SF
The dense structures of untreated IPC and SF were exam-
ined using the SEM images (Figs.  1 and 2). Substantial 
disruption and damaged surfaces of freeze-thawed SF 
and acid-freeze-thawed pretreated IPC were observed 
(Figs. 1 and 2). The changes were analogous to the obser-
vations by Canilha et al. [37] where dilute sulfuric acid 
pretreatment caused separation of the pith of the sub-
strate from fibers. Disruption in SF and IPC structures 
indicated the utilization of xylan by the activity of crude 
xylanase (Figs.  1 and 2). A ruptured and porous struc-
tural matrix was present in purified xylanase-mediated 
saccharified substrate of IPC and SF. Earlier, Ansari et 
al. [9] observed loosening of the structural matrix and 
porous surface due to the effect of an enzyme cocktail on 
the wild PK biomass.

FTIR analysis of IPC residue
FTIR spectra of the IPC residues (Fig.  3) prior to pre-
treatment, after pretreatment and after saccharifica-
tion using purified or crude xylanase showed major 

Fig. 1  Scanning electron micrographs of Ipomea pes-caprae A) untreated, B) acid-freeze-thawed pretreated, C) saccharified by crude xylanase and D) 
saccharified by purified xylanase. Arrow indicated the destructed structure
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Fig. 3  FTIR spectra of Ipomea pes-caprae biomass A) untreated, B) acid-freeze-thawed pretreated, C) saccharified by purified xylanase and D) saccharified 
by crude xylanase. Mentioned values corresponds to plant cell wall different regions

 

Fig. 2  Scanning electron micrographs of Suaeda fruticosa biomass A) untreated, B) freeze-thawed pretreated, C) saccharified by crude xylanase and D) 
saccharified by purified xylanase. Arrow indicated the destructed structure
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differences in the structure (Table  3). The absence of 
several lignin-related peaks and differences in the region 
of 1700–1720  cm− 1 corresponded to the alteration in 
the composition of lignin attributable to the effect of 

pretreatment. In the pretreated samples, FTIR spec-
tra highlighted -CH2 and -CH asymmetrical stretching 
related to cellulose at 2918.46  cm− 1 and the amended 
regions at 1109.77  cm− 1 and 1161.31  cm− 1 by hemicel-
luloses which showed the presence of hemicellulose and 
cellulose [17].

The vibrations at 1600 cm− 1 were due to the stretching 
of COO- in xylan [38]. Saccharification of the sample by 
purified and crude xylanase resulted in notable changes 
in the structure of IPC. The modifications between the 
regions 1030-1160.40 and 1350–1450 cm− 1 presented the 
effective hydrolysis of xylan. The regions related to C2-H 
mannosyl residues at ~ 875 cm− 1 and anomeric region of 
β-glycosidic linkages at 895  cm− 1 were also affected by 
the saccharification of the biomass, which indicated the 
utilization of xylan content of IPC [38, 39]. Similar to 
previous findings, alteration in the area 1043  cm− 1 [40] 
and a peak at 2918 cm− 1 [41] confirmed the effect of xyl-
anase on the biomass used here. The decrease in hemi-
cellulose content of IPC due the action of xylanase was 
evident by considering the peak at 895 cm− 1 [42] linked 
with anomeric region at glycosidic linkages and the peak 
at 875 cm− 1 connected to C2-H mannosyl residues. Addi-
tionally, the absence of a signal at 913  cm− 1 and other 
hemicellulose-related peaks demonstrated the consump-
tion of xylan in the saccharification process.

FTIR analysis of Suaeda fruticosa (SF) residue
FTIR analysis of SF (Fig.  4) revealed structural changes 
in untreated, pretreated, and saccharified residues using 
purified and crude xylanase. The details of the typical or 
altered peaks are given in Table 4. Visible differences were 

Table 3  FTIR spectral data for Ipomea pes-caprae (IPC) with 
corresponding peak assignment
Substrate Peaks Description
Untreated 893 β-glycosidic linkages between the xylose units

1027 C-O stretching in lignin; C6-O6H stretching in 
cellulose

1164 aromatic C-H in plane deformation in guaiacyl 
ring

1264 G ring breathing with carboxyl stretching
1370 phenolic OH and aliphatic C-H in methyl 

group. Attributed to cellulose
1538 aromatic skeletal vibration in lignin
1700–
1720

beta-keto structures in lignin

2365 CH2 and CH symmetrical stretching in cellulose
2913 C-H stretching in lignin
3424 O-H stretching in lignin

Pretreated 1265 G ring breathing with carboxyl stretching
2366 CH2 and CH symmetrical stretching in cellulose
913 C6-O6H stretching in hemicellulose

Saccharified 
with purified 
xylanase

1029 C6-O6H stretching dominant in cellulose
1160 C-O-C stretching in cellulose and xylan
1722 C = O stretching in acetyl group and carboxylic 

acid in hemicellulose
2918 C-H stretching in cellulose

Saccharified 
with crude 
xylanase

1172 aromatic C-H deformation in guaiacyl ring
2000–
2400

asymmetric C ≡ C stretching

Fig. 4  FTIR spectra of Suaeda fruticosa biomass A) untreated, B) freeze-thawed pretreated, C) saccharified by purified xylanase and D) saccharified by 
crude xylanase. Mentioned values corresponds to plant cell wall different regions
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observed between untreated and pretreated samples. The 
absence of characteristic bands related to lignin, includ-
ing aromatic skeletal vibration (at 1600–1690  cm− 1), 
C = O stretching (at 1690–1727  cm− 1), syringyl ring (at 

1500–1600 cm− 1) [43], functional groups (at 1511 cm− 1) 
[44], and C-H deformation (at 1420 cm− 1) [45] indicated 
effective removal of lignin. The preservation of hemicellu-
losic content during pretreatment was evident by consid-
ering the stretched vibration at region 1422–1454  cm− 1 
[38]. The utilization of hemicellulose content and struc-
tural change as a result of purified and crude xylanase-
mediated saccharification was indicated by an extensive 
stretching vibration at 3403 cm− 1 of the -OH groups and 
C-H stretching vibrations at 2923 and 2850  cm− 1 [46]. 
Changes in the region of 1312 cm− 1 (attributed to hemi-
cellulose) and absence of hemicellulose-related peaks 
in both the samples further confirmed the hydrolysis of 
hemicellulose content during saccharification.

NMR spectroscopy of Ipomea pes-caprae (IPC) residue
The 1  H Nuclear Magnetic Resonance (NMR) spectra 
of the untreated, pretreated, and saccharified IPC with 
purified, and crude xylanase showed noticeable patterns 
(Fig. 5). The pretreated biomass did not exhibit any reso-
nance between 6.5 and 6.9 ppm confirming the removal 
of lignin. While in the untreated IPC, the signals in the 
region between 6.7 and 7.2 ppm represented the aro-
matic protons in “Guaiacyl-Syringyl (G-S) lignin” and the 
signals at 0.8 to 1.4 manifested the aliphatic parts of the 
lignin fragment [39, 47]. Signals in the proton dimension 

Table 4  FTIR spectral data for Suaeda fruticosa (SF) with 
corresponding peak assignment
Substrate Peaks Description
Untreated 1420 C-H deformation

1600–1690 aromatic skeletal vibration in lignin
1511 functional group in lignin
2800–3000 asymmetric, symmetric methyl and 

methylene CH cellulose group
3430–3443 characteristics of OH group in lignin
3000–3700 hydrogen bonded (O–H) stretching

Pretreated 1312–1315 OH stretching in cellulose
1690 C = O stretching
1727 C = O stretching
1500 syringyl ring

Saccharified 
with purified 
xylanase

1031 C-H deformation of secondary al-
cohols and aliphatic ethersaromatic 
C-H deformation

1312 recognized as hemicellulose
1608 COO-stretching in hemicellulose

Saccharified 
with crude 
xylanase

892 aromatic vibration at β-glycosidic 
linkage in hemicellulose

1312–1315 OH stretching in cellulose

Fig. 5  NMR spectra of Ipomea pes-caprae biomass A) untreated B) acid-freeze-thawed pretreated C) saccharified by purified xylanase and D) saccharified 
by crude xylanase. Mentioned values corresponds to plant cell wall different regions
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between 3.1 and 4.5 ppm were depicted because they 
are typical of arabinose and xylose residues. Particu-
larly, Methoxyl protons (-OCH3), an indication of the 
G: S ratio, caused a strong signal between 3.8 ppm and 
3.7 ppm [48]. The presence of xylan was indicated by 
the resonance at 3.3 ppm for H-3 in the 1–4 connected 
β-D-xylose residues and at 5.1 ppm due to the anomeric 
protons in xylose at the reducing end terminal [47]. The 
chemical shifts at 3.5 and 3.8 ppm indicated H-2 and 
H-3 of the 4-OMe-α-d-Glucuronopyranosyl acetate resi-
dues, respectively. Signals specific to hemicellulose in the 
ring protons area at 3.5, 3.6 and 3.3 ppm were found in 
the untreated IPC [46], whereas pretreatment and sac-
charification of IPC was evident by the signals at 3.3 ppm 
[48, 49]. A prominent signal of DMSO (2.5 ppm) was 
observed in all samples.

NMR spectral analysis of Suaeda fruticosa (SF) residue
NMR spectroscopic analysis of untreated, pretreated, 
and saccharified residues of SF with purified and crude 
xylanase confirmed the efficiency of the processes inves-
tigated in this study (Fig.  6). The pretreated sample did 
not exhibit signals of aromatic protons at 6.6 ppm and 
aliphatic parts of the lignin molecules at 0.8 ppm. The 
presence of hemicellulose was evident in the anomeric 
region with the resonance at 5.33 ppm represented 

terminal α-arabinose residues connected to O-3. More-
over, the signals related to xylan mainly found in the aro-
matic region at δ 4.90–4.30 ppm and ring proton region 
at δ 4.50–3.00 ppm. The signal at 4.55 ppm correspond-
ing to β-d-xylose substituted at the C-3 position in the 
untreated SF confirmed the intact structure of xylan. A 
characteristic signal of H-2 involved in (1→4)-β-d-Xylp-
2-O-(4-OMe-α-d-GlcpA) linkage was detected at δ 3.44 
in the pretreated SF [49]. Considerable changes were 
observed in the structure after the saccharification of SF, 
either by purified or crude xylanase. A strong signal at 2.5 
ppm in all samples represented the protons in DMSO.

Conclusion
This study showed that the biomass from Ipomoea pes-
caprae and Suaeda fruticosa can be saccharified after 
pretreatment to obtain reducing sugars. Moreover, the 
leftover saccharified residues can also be used as a source 
of antioxidants and hence, the work promotes zero-waste 
strategy. The thermophilic bacterium Neobacillus sedi-
mentimangrovi UE25 was found as a promising source 
of xylanase which hydrolyzed biomass from halophytes 
effectively. The future work necessitates scalability of 
pretreatment methods, identification of oligosaccha-
rides produced during saccharification and the molecules 

Fig. 6  NMR spectra of Suaeda fruticosa biomass A) untreated B) freeze-thawed pretreated, C) saccharified by purified xylanase and D) saccharified by 
crude xylanase. Mentioned values corresponds to plant cell wall different regions
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responsible for antioxidant potential of the saccharified 
residues.

Acknowledgements
The authors would like to acknowledge the Deanship of Graduate Studies and 
Scientific Research, Taif University for funding this work.

Author contributions
RR, methodology, investigation and writing initial draft; UE, investigation, data 
curation writing and editing final draft; WAA, data curation; MA, data curation 
and funding acquisition; STA, investigation; MS, conceptualization, resources, 
writing and editing final draft. All authors approved final draft and submission 
of the manuscript.

Funding
This research was funded by Taif University, Saudi Arabia, through deanship of 
Graduate Studies and Scientific Research.

Data availability
The data and materials can be obtained from the first author upon a 
reasonable request.

Declarations

Ethical approval
Not applicable.

Consent to participate
Not applicable.

Consent to publish
Not applicable.

Competing interests
The authors declare no competing interests.

Received: 4 February 2025 / Accepted: 2 May 2025

References
1.	 Hasanuzzaman M, Nahar K, Alam MM, Bhowmik PC, Hossain MA, Rahman 

MM, et al. Potential use of halophytes to remediate saline soils. Biomed Res 
Int. 2014. ​h​t​t​p​​s​:​/​​/​d​o​i​​.​o​​r​g​/​​1​0​.​​1​1​5​5​​/​2​​0​1​4​/​5​8​9​3​4​1.

2.	 Abideen Z, Ansari R, Khan MA, Halophytes. Potential source of ligno-cellulosic 
biomass for ethanol production. Biomass Bioenergy. 2011;35:1818–22.

3.	 Abideen Z, Qasim M, Rasheed A, Yousuf Adnan M, Gul B, Ajmal Khan M. Anti-
oxidant activity and polyphenolic content of phragmites karka under saline 
conditions. Pakistan J Bot. 2015;47:813–8.

4.	 Pirasteh-Anosheh H, Samadi M, Kazemeini SA, Ozturk M, Ludwiczak A, Piernik 
A. ROS homeostasis and antioxidants in the halophytic plants and seeds. 
Plants. 2023;12:3023.

5.	 Qasim M, Abideen Z, Adnan MY, Gulzar S, Gul B, Rasheed M, et al. Antioxidant 
properties, phenolic composition, bioactive compounds and nutritive value 
of medicinal halophytes commonly used as herbal teas. South Afr J Bot. 2017. ​
h​t​t​p​​s​:​/​​/​d​o​i​​.​o​​r​g​/​​1​0​.​​1​0​1​6​​/​j​​.​s​a​j​b​.​2​0​1​6​.​1​0​.​0​0​5.

6.	 Banerjee D, Hazra AK, Seal T, Sur T, Bhattacharya D, Ray J, et al. Antioxidant 
and antiinflammatory activities of different solvent extracts and isolated 
compounds of Ipomoea pes-caprae (L) sweet of Sunderban Mangrove eco-
complex. Asian J Chem. 2013;25:4997–5000.

7.	 Nagababu P, Umamaheswara Rao V. Pharmacological potential of Ipomea 
pes-caprae (L.) R. Br. whole plant extracts. Der Pharm Sin. 2015;6(2):52–60.

8.	 Ahmad I, Gul H, Noureen A, Ujjan JA, Manzoor S, Muhammad W, et al. Anti-
microbial, antioxidant and antidiabetic potential of Suaeda fruticosa L. Int J 
Emerg Technol. 2021;12:155–60.

9.	 Ansari I, Ejaz U, Abideen Z, Gulzar S, Syed MN, Liu J, et al. Wild halophytic 
Phragmites karka biomass saccharification by bacterial enzyme cocktail. 
Front Microbiol. 2021;12:1–13.

10.	 Khan MT, Ejaz U, Sohail M. Evaluation of factors affecting saccharification of 
sugarcane Bagasse using cellulase Preparation from a thermophilic strain of 
Brevibacillus. Curr Microbiol. 2020;77:2422–9.

11.	 Dhiman S, Mukherjee G. Recent advances and industrial applications of 
microbial xylanases: A review. In: Fungi and their Role in Sustainable Develop-
ment: Current Perspective. 2018.

12.	 Abbas M, Ejaz U, Sohail M, Alanazi AK. Application of trametes pubescens 
for dye removal and biological pretreatment of sugarcane Bagasse. Biofuels 
Bioprod Biorefining. 2024;18:0–47.

13.	 Ejaz U, Saleem F, Rashid R, Hasan KA, Syed MN, Sohail M. Unveiling the 
genomic potential of a novel thermostable glycoside hydrolases producing 
Neobacillus sedimentimangrovi UE25. Antonie Van Leeuwenhoek. Int J Gen 
Mol Microbiol. 2023;116:653–65.

14.	 Rashid R, Ejaz U, Moin SF, Sohail M. Xylanase from Neobacillus sedimenti-
mangrovi UE25: characterization, purification and applications. Biocatal Agric 
Biotechnol. 2024;60:103331.

15.	 Smichi N, Messaoudi Y, Ksouri R, Abdelly C, Gargouri M. Pretreatment and 
enzymatic saccharification of new phytoresource for bioethanol production 
from halophyte species. Renew Energy. 2014;63:544–9.

16.	 Smichi N, Messaoudi Y, Moujahed N, Gargouri M. Ethanol production from 
halophyte Juncus maritimus using freezing and thawing biomass pretreat-
ment. Renew Energy. 2015;85:1357–61.

17.	 Rashid R, Ejaz U, Ali FI, Hashmi IA, Bari A, Liu J, et al. Combined pretreatment 
of sugarcane Bagasse using alkali and ionic liquid to increase hemicellulose 
content and Xylanase production. BMC Biotechnol. 2020;20:1–15.

18.	 Guo GL, Chen WH, Chen WH, Men LC, Hwang WS. Characterization of dilute 
acid pretreatment of Silvergrass for ethanol production. Bioresour Technol. 
2008;99:6046–53.

19.	 Miller GL. Use of Dinitrosalicylic acid reagent for determination of reducing 
sugar. Anal Chem. 1959;31:426–8.

20.	 Fan L, Zhang S, Yu L, Ma L. Evaluation of antioxidant property and quality 
of breads containing Auricularia auricula polysaccharide flour. Food Chem. 
2007;101:1158–63.

21.	 Brown JJ, Cybulska I, Chaturvedi T, Thomsen, Mette H. Halophytes for the 
production of liquid biofuels. Sabkha Ecosyst IV Cash Crop Halophyte Biodiv-
ers Conserv. 2014;47:67–72.

22.	 Fujikawa S. Seasonal ultrastructural alterations in the plasma membrane 
produced by slow freezing in cortical tissues of mulberry (Morus Bombyciz 
Koidz. Cv. Goroji). Trees. 1994;8:288–96.

23.	 Prajapati AS, Pawar VA, Panchal KJ, Sudhir AP, Dave BR, Patel DH, et al. Effects 
of substrate binding site residue substitutions of XynA from Bacillus amyloliq-
uefaciens on substrate specificity. BMC Biotechnol. 2018;18:1–10.

24.	 Pendse DS, Deshmukh M, Pande A. Different pre-treatments and kinetic 
models for bioethanol production from lignocellulosic biomass: A review. 
Heliyon. 2023;9:e16604.

25.	 Ejaz U, Zaidi SM, Fatima S, Faisal M, Sohail M. Exploring the potential of novel 
thermophilic bacterial strain for the production of bioemulsifiers using the 
hydrolysate of sugarcane Bagasse. Biomass Convers Biorefinery. 2024:1–13.

26.	 Dibacto REK, Tchuente BRT, Nguedjo MW, Tientcheu YMT, Nyobe EC, Edoun 
FLE, et al. Total polyphenol and flavonoid content and antioxidant capacity of 
some varieties of Persea americana peels consumed in Cameroon. Sci World 
J. 2021;2021:1–11.

27.	 Han Y, Li X. Current progress in research focused on salt tolerance in Vitis 
vinifera L. Front Plant Sci. 2024;15:1–6.

28.	 Pan L, Hu X, Liao L, Xu T, Sun Q, Tang M, et al. Lipid metabolism and antioxi-
dant system contribute to salinity tolerance in halophytic grass seashore 
paspalum in a tissue-specific manner. BMC Plant Biol. 2023;23:1–11.

29.	 Rahman MM, Islam MB, Biswas M, Khurshid Alam AHM. In vitro antioxidant 
and free radical scavenging activity of different parts of Tabebuia pallida 
growing in Bangladesh. BMC Res Notes. 2015;8:1–9.

30.	 Gulcin İ, Alwasel SH. DPPH radical scavenging assay. Processes. 2023;11:2248.
31.	 Sujatha A, Venkatesan K, Kokila, Prakash S. In Vitro free radical scavenging 

activity and Gc-Ms analysis of Ipomoea Pes- Caprae(L).R.Br stem extracts. 11th 
Int Conf Sci Eng Technol 2015; May 2016:177–83.

32.	 Oueslati S, Trabelsi N, Boulaaba M, Legault J, Abdelly C, Ksouri R. Evaluation of 
antioxidant activities of the edible and medicinal Suaeda species and related 
phenolic compounds. Ind Crops Prod. 2012;36:513–8.

33.	 Chekroun-Bechlaghem N, Belyagoubi-Benhammou N, Belyagoubi L, Gis-
mondi A, Nanni V, Di Marco G, et al. Phytochemical analysis and antioxidant 
activity of Tamarix Africana, Arthrocnemum macrostachyum and Suaeda fru-
ticosa, three halophyte species from Algeria. Plant Biosyst. 2019;153:843–52.

https://doi.org/10.1155/2014/589341
https://doi.org/10.1016/j.sajb.2016.10.005
https://doi.org/10.1016/j.sajb.2016.10.005


Page 11 of 11Rashid et al. BMC Biotechnology           (2025) 25:37 

34.	 Stamogiannou I, Van Camp J, Smagghe G, Van de Walle D, Dewettinck K, Raes 
K. Impact of phenolic compound as activators or inhibitors on the enzymatic 
hydrolysis of cellulose. Int J Biol Macromol. 2021;186:174–80.

35.	 Sorrenti V, Burò I, Consoli V, Vanella L. Recent advances in health benefits 
of bioactive compounds from food wastes and By-Products: biochemical 
aspects. Int J Mol Sci. 2023;24:1–26.

36.	 Puri V, Nagpal M, Singh I, Singh M, Dhingra GA, Huanbutta K, et al. A 
comprehensive review on nutraceuticals: therapy support and formulation 
challenges. Nutrients. 2022;14:4637.

37.	 Canilha L, Chandel AK, Suzane Dos Santos Milessi T, Antunes FAF, Freitas LDC 
W, Das Graças Almeida Felipe M, et al Bioconversion of sugarcane biomass 
into ethanol: An overview about composition, pretreatment methods, 
detoxification of hydrolysates, enzymatic saccharification, and ethanol 
fermentation. J Biomed Biotechnol. 2012;7:1–15.

38.	 Horikawa Y, Hirano S, Mihashi A, Kobayashi Y, Zhai S, Sugiyama J. Predic-
tion of lignin contents from infrared spectroscopy: chemical digestion and 
lignin/Biomass ratios of Cryptomeria japonica. Appl Biochem Biotechnol. 
2019;188:1066–76.

39.	 Zafar H, Rehman I, Ejaz U, Ansari A, Sohail M. Production of multienzyme by 
Bacillus aestuarii UE25 using ionic liquid pretreated sugarcane Bagasse. J 
Basic Microbiol. 2021;61:1016–28.

40.	 Adel AM, El-Wahab ZHA, Ibrahim AA, Al-Shemy MT. Characterization of 
microcrystalline cellulose prepared from lignocellulosic materials. Part I. Acid 
catalyzed hydrolysis. Bioresour Technol. 2011;83:676–87.

41.	 Chandel AK, Antunes FAF, Anjos V, Bell MJV, Rodrigues LN, Polikarpov I, et 
al. Multi-scale structural and chemical analysis of sugarcane Bagasse in the 
process of sequential acid-base pretreatment and ethanol production by 
Scheffersomyces Shehatae and Saccharomyces cerevisiae. Biotechnol Biofu-
els. 2014;7:1–17.

42.	 Xu F, Sun JX, Liu CF, Sun RC. Comparative study of alkali- and acidic organic 
solvent-soluble hemicellulosic polysaccharides from sugarcane Bagasse. 
Carbohydr Res. 2006;341:253–61.

43.	 Nada AAMA, El-Sakhawy M, Kamel SM. Infra-red spectroscopic study of 
lignins. Polym Degrad Stab. 1998;60:247–51.

44.	 Pereira PHF, Voorwald HCJ, Cioffi MOH, Mulinari DR, da Luz SM, da Silva MLCP. 
Sugarcane Bagasse pulping and bleaching: thermal and chemical character-
ization. BioResources. 2011;6:2471–82.

45.	 Zhou G, Taylor G, Polle A. FTIR-ATR-based prediction and modelling of lignin 
and energy contents reveals independent intra-specific variation of these 
traits in bioenergy poplars. Plant Methods. 2011;7:1–10.

46.	 Peng F, Bian J, Peng P, Guan Y, Xu F, Sun RC. Fractional separation and struc-
tural features of hemicelluloses from sweet sorghum leaves. BioResources. 
2012;7:4744–59.

47.	 Wang K, Jiang JX, Xu F, Sun RC. Influence of steaming pressure on steam 
explosion pretreatment of Lespedeza stalks (Lespedeza crytobotrya): Part 1. 
Characteristics of degraded cellulose. Polym Degrad Stab. 2009. ​h​t​t​p​s​:​​​/​​/​d​o​​i​.​​o​r​​
g​​/​​1​0​​.​1​0​​​1​​​6​/​j​​.​p​o​l​​y​m​d​​e​g​​r​a​d​s​​t​a​b​.​​2​0​0​​9​.​0​5​.​0​1​9.

48.	 Tejado A, Peña C, Labidi J, Echeverria JM, Mondragon I. Physico-chemical 
characterization of lignins from different sources for use in phenol-formalde-
hyde resin synthesis. Bioresour Technol. 2007;98:1655–63.

49.	 Tiappi Deumaga MF, Jacquet N, Vanderghem C, Aguedo M, Thomas HG, 
Gerin P, et al. Fractionation and structural characterization of hemicellulose 
from Steam-Exploded banana rachis. Waste Biomass Valoriz. 2020;11:2183–92.

Publisher’s note
Springer Nature remains neutral with regard to jurisdictional claims in 
published maps and institutional affiliations.

https://doi.org/10.1016/j.polymdegradstab.2009.05.019
https://doi.org/10.1016/j.polymdegradstab.2009.05.019

	﻿Bioconversion of wild ﻿Ipomoea pes-caprae﻿ and ﻿Suaeda fruticosa﻿ biomass: a novel application of thermostable xylanase from ﻿Neobacillus sedimentimangrovi﻿
	﻿Abstract
	﻿Introduction
	﻿Materials and methods
	﻿Selection of raw material
	﻿Procurement of xylanase
	﻿Acidic pretreatment of the halophytic substrate
	﻿Freeze-thaw pretreatment of the halophytic substrate
	﻿Acidic and freeze-thaw pretreatment of the halophytic substrate
	﻿Saccharification of the halophytic substrate
	﻿Preparation of sample extracts for antioxidant analysis
	﻿Antioxidant analysis of halophytes
	﻿Examination of structural changes in IPC and SF
	﻿Statistical analysis

	﻿Results and discussion
	﻿Saccharification of biomass from different halophytic plants
	﻿Estimation of antioxidant activity by DPPH assay
	﻿Scanning electron microscopy of IPC and SF
	﻿FTIR analysis of IPC residue
	﻿FTIR analysis of Suaeda fruticosa (SF) residue
	﻿NMR spectroscopy of Ipomea pes-caprae (IPC) residue
	﻿NMR spectral analysis of Suaeda fruticosa (SF) residue

	﻿Conclusion
	﻿References


