Results 48

RESULTS

Fungal isolation:

Fifty three fungal isolates of Curvularia spp., Alternaria spp. and
Fusarium spp. were isolated from different sources, i.e. wheat (5), potato
(6), tomato (11), mandarin (2), fenugreek (1), bread (1), orange (1), lupine
(4), chicken feed (13), soil (7) and air (2) as shown in Table (1).

From Table (1), five isolates were selected from each genus
according to the difference in their morphological characters and the
source of food. The five isolates of Fusarium were taken from wheat,
potato, tomato, chicken feed and soil; the five isolates of Alternaria were
taken from tomato, mandarin, fenugreek, bread and chicken feed; while
one Curvularia sp. was selected from each of orange, soil, air and two

isolates from lupine.
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Table (1): Fungal genera isolated from different collected sources.

No. of selected
Sources Genera Total isolates
isolates

Wheat (w) Fusarium 5 1 (Fw)
Potato (p) Fusarium 6 1 (Fp)

Fusarium 7 1 (Ft)
Tomato (t)

Alternara 4 1 (At)
Mandarin (m) Alternaria 2 1 (Am)
Fenugreek (f) Alternaria 1 1 (Af)
Bread (b) Alternaria 1 1 (Ab)
Orange (0) Curvularia 1 1 (Co)
Lupine (/) Curvularia 4 2(ChH

Fusarium 7 1 (Fc)
Chicken feed (c)

Alternaria 6 1 (Ac)

Fusarium 5 1 (Fs)
Soil (s)

Curvularia 2 1 (Cs)
Air (a) Curvularia 2 1 (Ca)
Total 53 15

F: Fusarium

C: Curvularia

A: Alternaria

w: Wheat, p: Potato, t: Tomato, m: Mandarin, f: Fenugreek, b: Bread, o:

‘Orange, /: Lupine, c: Chicken feed, s: Soil and a: Air,




Results 50

Effect of gamma irradiation on the linear growth of the

selected fungal isolates:

The fifteen fungal isolates which were selected from the previous
experiment were individually grown on Czapek's-yeast extract agar
medium in petri-dishes at 25-28 °C for 10 days, then exposed to different
increasing dose levels of gamma irradiation (0.0, 0.5, 1.0, 2.0, 3.0, 4.0, 5.0,
6.0, 7.0, 8.0, 9.0, 10.0 kGy). Discs, measure Smm in diameter, were taken
from the different treatments and transferred to Czapek;s-yeast extract agar
medium in petri-dishes (three dishes for each treatment).

All the dishes were then incubated at 25-28 °C the mycelial growth
were measured daily till the mycelium of unirradiated isolate reached the
edge of the dish (9.0 cm).

It is clear from the data given in Table (2) and Fig. (1) that all the
radiation doses used affected the mycelium growth of the experimental five
isolates of Curvularia but at different degrees, as the dose level increased
the growth diameter decreased. The unirradiated isolates reached the petri-
dishes edges before any of the treated one. Un-irradiated Curvularia sp.
which was isolated from lupine (C/;) was the faster one in its growth
comparing with other isolates of Curvularia, since its mycelium reached
the edges of the petri-dishes after 6 days followed by C/,, Co (isolated
from lupine and orange, respectively) and Ca (isolated from air) where
they reached the petri edges after 7 days. Curvularia sp. isolated from soil
(Cs) was the slower one in its growth and reached the petri edge after 8
days.

The results recorded in Table (2) also revealed that the selected
Curvularia isolates differ in their resistance to gamma radiation. Cl; sp.
showed the highest resistance to gamma radiation, since up to 2.0 kGy, the
mycelia growth were slightly different from the control (8.7 cm) and

gradual decrease occurred thereafter.



Results

31

Table (2): Effect of gamma irradiation on linear growth (cm) of selected

isolates of Curvularia spp. collected from different sources.

~_ Irradiation

dose levels

(kGy) (00(05(1.0({2.03.0|4050{6.0]|7.0:8.0]|9.0]| 100
Curvularia
isolates
Cl 90|89 |88 |87 |80 |78|77|75|73 (72|71 7.0
Co 9080180797977 172/68|56|51|481 4.0
Cs 90851828079 |76|75|142140(35]| 0 0
Ca 90676515748 |45(37 (32|20 0 0 0
Ch, 9072167626047 (30] 0 0 0 0 0

C: Curvularia spp.

I: Lupine, o: Orange, s: Soil, a: Air.

Maximum growth of C/; at 6 days.

Maximum growth of Cs at 8 days.

Maximum growth of Ca, Co and C/; at 7 days.
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The growth diameter recorded was 7.0cm after exposure to dose level of
10.0 kGy. Meanwhile, Cl, sample (isolated from lupine seeds) showed the
highest sensitivity to gamma radiation and its growth completely inhibited
after exposure to dose level of 6.0 kGy. The mycelial growth of Cs and Ca
isolates inhibited after exposure to dose levels of 9.0 and 8.0 kGy,
respectively, while Cb isolate continued to grow even after exposed to dose
level of 10 kGy but its growth diameter recorded only 4.0 ¢cm. Thus, the
resistance of the selected Curvularia isolates to gamma radiation was as

follows: C!/; > Co > Cs > Ca>Cl,.

Growth diameter of the selected Alternaria isolates as affected by
gamma radiation are recorded in Table (3) and illustrated by Fig. (2). It is
clear that the highest rate of growth was observed with Ac isolate and the
lowest rate of growth was noticed with At isolate. Also, it is evident that
Ac isolate was the highest resistant to gamma radiation among the
Alternaria studied isolates. While Ab and At isolates had the lowest
resistant to gamma radiation. Dose level of 5 kGy inhibited the growth of
the two strains of Alternaria (A and A)) while the other three strains resist
gamma rays up to dose 8.0 kGy and Ac strain remained alive after
exposure to dose 9.0 kGy.

The results recorded in Table (4) and illustrated by Fig. (3) showed
the effect of gamma irradiation on the growth diameter of the selected
Fusarium spp.. From the data, it could be noticed that Fusarium isolate
(Fw) isolated from wheat was the faster in its growth than the other
Fusarium isolates, since the mycelial growth of the unirradiated (control)
reached the petri dishes edge after only 5 days of incubation while the
other four isolates reached the edges after 7 days. Exposuring the five
isolates to gamma radiation greatly decreased the mycelial growth and

their decrease was proportional with irradiation dose.
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Table (3): Effect of gamma irradiation on linear growth (¢cm) of selected

isolates of Alternaria spp. collected from different sources.

Irradiation
dose levels

(kGy) [00[05|1.0|2.0|3.0!40(50(6.0|7.0(8.0]9.0| 10.0

Alternaria

Isolates

Ac 9017016968 |66|63|62|58]52[43|29 0
Am 9078169524642 135(126}120316| 0 0
Af 9017016115944 (371311262119 0 0
Ab 90167 (51144140132 0 0 0 0 0 0
At 00|172(159}151i42(30] 0 0 0 0 0 0

A: Alternaria spp.

c: Chicken feed, m: Mandarin, f: Fenugreek, b: Bread, t: Tomato.

Maximum growth of Ac at 7 days.

Maximum growth of Am and Af at 8 days.

Maximum growth of Ap at 10 days.

Maximum growth of At at 11 days.
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After exposure to 4.0 kGy, the growth of Fusarium sp. (Fp) isolated from
potatoes completely inhibited, while the growth diameter of other four
samples of Fusarium were 5.8, 4.4, 4.1 and 5.0 ¢m for Fc, Fs, Fw and Ft
isolates, respectively. Dose level of 6.0 kGy inhibited the growth of Fw
sample while Ft isolate stopped growing after exposure to 7.0 kGy and Fs
isolate after exposure to 8.0 kGy. These results revealed that the highest
resistance to gamma radiation was observed with Fc isolate as its growth
was inhibited at 9.0 kGy.

Referring to data in Tables (2, 3 and 4) and Figs. (1, 2 and 3), it
could be noticed that the growth rate of most selected isolates of Alternaria
spp. were relatively slower than that of Fusarium and Curvularia spp.,
since they reached the edge of Petri dishes between 7-11 days comparing
by 6-8 days in Curvularia strains and 5-7 days in case of Fusarium strains.
Also, the resistance of the selected fungal genera spp. were in the order:
Curvularia spp. > Alternaria spp. > Fusarium spp..

It could be concluded that Curvularia isolates (C/) and (Co)
approved to be the highest radiation resistance, since they tolerated
irradiation doses up to 10.0 kGy, followed by Ac isolates which tolerated
irradiation doses up to 9.0 kGy, then F¢ which tolerated irradiation doses
up to 8.0 kGy.
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Table (4): Effect of gamma irradiation on linear growth (cm) of selected

isolates of Fusarium spp. collected from different sources.

Irradiation

dose levels

(kGy) (0005|1020 (3.0{4.0|5.0|6.0|7.0/|8.0]9.0] 10.0

Fusarium

isolates

Fe 9018117516962 (5852145140129 0 0
Fs 9017967160152 14413.713.0(25] 0 0 0
Ft 90|81|74|66|59|50(43(29]| 0 0 0 0
Fw 90|85|79|65]|56(4.1 1331 0 0 0 0 0
Fp 901806251141 0 0 0 0 0 0 0

F: Fusarium spp.

¢ : Chicken feed, s: Soil, t: Tomato, w: Wheat, p: Potato

Maximum growth of Fc, Fs, Ft and Fp at 7 days.

Maximum growth of Fw at 5 days.
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Identification of the selected fungal isolates

From the previous experiments, the highest and the lowest radiation
resistance isolates of each genus were identified and selected for further
studies. The three radiation resistant isolates were identified as Curvularia
lunata (Cl,) isolated from lupine, Alternaria alternata (Ac) isolated from
chicken feed and Fusarium oxysporum '(_Fc) isolated from chicken feed,
while the three radiation sensitive isolates were identified as Curvularia
tuberculata (Cl,) isolated from lupine, Alternaria tenuissima (At) isolated

from tomato and Fusarium semitectum (Fp) isolated from potato.

Effect of gamma irradiation on the biomass of the
selected strains:

This experiment was carried out to investigate the effect of
increasing dose levels of gamma radiation (0.0-8.0 kGy) on the biomass of
the six selected fungal species.

Table (5) and Fig. (4) showed the effect of gamma rays on the
biomass of the radiation resistance and sensitive strains of Curvularia, i.e.
C. lunata and C. tuberculata. 1t is clear from the data that the growth of
unirradiated C. lunata was more intensified (12.56 g/L) than that of
unirradiated C. tuberculata (10.82 g/L). The biomass dry weight of both C.
lunata and C. tuberculata decreased by increasing the dose levels of
radiation, but at different levels. The rate of decrease was much lower with
C. lunata indicating the resistance of this fungus to gamma radiation. The
biomass of C. lunata decreased by only 15.6 % at dose level of 0.5 kGy
compared with 64.6% in case of C. tuberculata at the same dose. At dose
level of 6.0 kGy the biomass of C. lunata decreased by 28.8 % compared
with 97.3 % in case of C. tuberculata. Dose level of 8.0 kGy almost
inhibi;ced the growth of C. tuberculata while the dry mass of C. lunata
decreased by only 67.8 %.
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Table (5): Effect of gamma irradiation on the biomass of the resistant and

sensitive Curvularia species.

Irradiation Curvularia lunata Curvularia tuberculata
dose (kGy) Biomass Increase or Biomass Increase or
g/L decrease %o g/L decrease %
0.00 12.56 0.00 10.82 0.00
0.25 10.83 -13.8 4.40 -59.3
0.50 10.60 -15.6 3.83 -64.6
1.00 9.74 -22.5 3.26 -69.9
2.00 9.49 -24.4 2.56 -76.3
3.00 9.48 -24.5 1.48 -86.3
4.00 9.12 -27.4 0.69 -93.6
6.00 8.94 -28.8 0.29 -97.3
8.00 4.04 -67.8 0.02 -99.8
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The mycelium dry weight (biomass) of the two Alternaria species
(the resistant and sensitive) as affected by gamma radiation was tabulated
in Table (6) and illustrated in Fig. (5). It is clear that, the lowest irradiation
dose used, i.e. 0.25 kGy increased the biomass of Alternaria alternata by
3.6 %. Thereafter, a gradual decrease was observed up to 8.0 kGy as the
percentage of decrease reached 47.8 % at that dose. Meanwhile, exposure
the radiation sensitive Alternaria tenuissima to dose level of 0.25 kGy
decreased its biomass by 23.1% and a sharp decrease was occurred
thereafter by increasing the dose levels of gamma radiation recording 72.1
%, decreases at dose level of 6.0 kGy and at dose level of 8.0 kGy the
decreases reached 92.0% compared by 47.8 % in case of Alternaria
alternata.

The effect of different dose levels of gamma radiation on Fusarium
oxysporum (resistant) and F. semitectum (sensitive) is shown in Table (7)
and illustrated by Fig. (6). It is clear that the growth rates of the two
untreated Fusarium species were less than that occurred in the two
Curvularia species, especially Fusarium semitectum (sensitive), where its
biomass recorded only 5.9 g/L compared with 12.56 g/L and 10.82 g/L in
case of C. lunata and C. tuberculata, respectively. Gradual decreases in the
dry weight biomass of F. oxysporum were occurred by increasing the dose
levels of gamma ray recording 58.5% at 6.0 kGy. Meanwhile, exposure the
sensitive F. semitectum to low dose devel of gamma rays, i.e. 0.25 kGy
caused slight increase (1.2 %) in its dry weight biomass followed by
gradual decreases by increasing the dose levels of gamma radiation up to
2.0 kGy. Thereafter, a sharp decrease of the biomass of F. semitectum was
observed and almost the growth inhibited at dose level of 8.0 kGy
compared by 61.2 % decreases in the dry biomass of F. oxysporum.
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Table (6): Effect of gamma irradiation on the biomass of the resistant and

sensitive Alternaria species.

Irradiation Alternaria alternata Alternaria tenuissima
Jdose (kGy) Biomass Increase or Biomass Increase or
g/L decrease % g/L decrease %
0.00 9.67 0.00 9.26 0.00
0.25 10.02 +3.60 : 7.12 -23.1
0.50 8.89 -8.10 6.04 -34.8
1.00 7.78 -19.5 5.99 -35.3
2.00 7.23 -25.2 5.87 -36.6
3.00 7.16 -26.0 5.19 -44.0
4.00 6.68 -30.9 3.59 -61.2
6.00 5.90 -39.0 2.58 -72.1
8.00 5.05 -47.8 0.74 -92.0
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Table (7): Effect of gamma irradiation on the biomass of the resistant and

sensitive Fusarium species.

Irradiation Fusarium oxysporum Fusarium semitectum
dose (kGy) Biomass Increase or Biomass Increase or
g/L decrease % g/L decrease %
0.00 8.02 0.00 5.90 0.00
0.25 7.08 -11.7 5.97 +1.2
0.50 6.56 -18.2 491 -16.8
1.00 578 279 233 266
2.00 5.57 -30.5 3.77 -36.1
3.00 5.24 -34.7 2.70 -54.2
4.00 4.48 -44.1 2.17 -63.2
6.00 3.33 -58.5 1.34 =773
8.00 3.11 -61.2 0.01 -99.8
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It is obvious from the results that the three strains, i.e Curvularia
lunata, Alternaria alternata and Fusarium oxysporum showed high
resistance to the harmful effect of gamma radiation and have the ability to
remain alive and multiply even at high dose level of gamma radiation (8.0
kGy). The decreases in their biomass were 67.8%, 47 .8% and 61.2% as a
result of irradiation at this dose, respectively. Meanwhile the same dose
level inhibited the growth of the sensitive strains of Curvularia

tuberculata, Alternaria tenuissima and Fusarium semitectum

Determination of the decimal reduction dose (D4o-value)

of the selected strains:

Spores, germinating spores, mycelia, sclerotia and other
morphological structures of fungus colonies might exhibit somewhat
different sensitivities toward gamma radiation. This experiment was done
to investigate the sensitivity of the selected fungal specie spores to gamma
radiation and to determine their D g-values.

The D,-values of Curvularia lunata and Curvularia tuberculata
were determined in physiological saline solution and in lupine seeds
(squrce of isolation), while the Djp-values of Alternaria alternata,
Alternaria tenuissima, Fusarium oxysporum and Fusarium semitectum
were determined in physiological saline solution and in chicken feed
because of their high frequency in this substrate.

The results were recorded in Tables (8-10) and illustrated by Figs.
(7-18). Generally the results showed that the viable counts of all fungal
spores decreased as irradiation doses increased, but at different levels,
indicating that these six fungi differ in their sensitivity to gamma
irradiation. The initial count of C. lunata spores was 1.38 x 10° ¢fu / ml in
saline solution and 2.07 x 10® cfu / g in lupine seeds before irradiation

(Table 8 and Figs. 7,8).
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These counts continuously decreased as irradiatibn dose increased
reaching 4.65 X 10% ofu / ml and 9.94 x 10% cfu / g at 8.0 kGy. The Dyo-
value of this fungus was 1.92 kGy in saline solution and 2.25 kGy in
lupine seeds. Table (8) and Figs. (9, 10) also show that the initial count of
C. tuberculata spores was 9.56 X 10° cfu / ml in saline solution and 1.40 x
108 cfu / g in lupine before irradiation. Irradiation doses of 4.0 and 6.0 kGy
decreased these counts to 2.5 x 10% cfu / ml and 9.0 x 10 cfu/g in saline
solution and lupine seeds, respectively. Irradiation dose of 8.0 kGy
completely inactivated the spores of this fungus. The Djo-value of C.
tuberculata was 1.25 kGy in saline solution and 1.56 kGy in lupine seeds.

The results obtained from Table (9) and Figs. (11, 12) show that the
initial count of A. alternata spores was 1.11 X 10% cfu / ml in saline
solution and 1.76 x 10° cfu /g in chicken feed before irradiation,
respectively. These counts continuously decreased as irradiation dose
increased reaching 2.15 x 10% cfu / ml and 7.3 x 10° cfu /g at 8.0 kGy. The
D,-value for this fungus was 1.47 kGy in saline solution and 1.7 kGy in
chicken feed. On the other hand, the results given in Table (9) and Figs.
(13, 14) indicate that the initial count of 4. tenuissima in saline solution
was 1.34 x 107 cfu / ml and 2.34 x 107 cfu /g in chicken feed and 4.0 kGy
decreased these counts to 1.60 x 10? cfu / ml and 1.19 x 10 cfu/g in saline
solution and chicken feed, respectively. Irradiation dose of 6.0 kGy
decreased the counts of this fungus to 1.3 x 10% cfu /g in chicken feed,
while completely inactivated its spores in saline solution. The Dj¢-value

was 0.47 kGy in saline solution and 1.3 kGy in chicken feed.
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Fig. (11): Radiation dose response curve of Alternaria alternata
in saline solution.
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: Fig. (12): Radiation dose response curve of Alternaria alternata
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Doses (kGy)

Fig. (13): Radiation dose response curve of Alternaria tenuissima
in saline solution.

Doses (kGy)

Fig. (14): Radiation dose response curve of Alternaria tenuissima
in chicken feed.
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The initial count of Fusarium oxysporum was 1.14 x 10% cfu / ml in
saline solution and 2.31 x 10% cfu / g in chicken feed before irradiation
(Table 10 and Figs. 15, 16). These counts continuously decreased as
‘rradiation dose increased reaching 6.67 x 10 cfu / ml and 1. 70 x 10% cfu / g
at 8.0 kGy in saline solution and chicken feed, respectively. The Djg-value
of F. oxysporum was 1.31 kGy in saline solution and 1.83 kGy in chicken
feed. Table (10) and Figs. (17, 18) show that the radiation dose of 6.0 kGy
caused complete inactivation of F. semitectum Spores in saline solution,
therefore its Djo-value was 0.7 kGy in saline solution and 1.23 kGy in

chicken feed.

It is clear from the data in Table (11) that the substrate either the
lupine seeds or chicken feed assist all the isolated fungi to resist the
harmful effects of gamma rays since the Djo-values of all studied fungi
were higher in the substrates than in saline solution. Also, it is obvious that
C. lunata proved to be the most resistant fungus to radiation of the selected
fungi recording the highest Dio values (1.92 and 2.25 kGy in saline and
substrate, respectively). Meanwhile, A. tenuissima had the lowest
Dyo-value (0.47 kGy) in saline solution and F. semitectum had the lowest
D,o-value (1.23 kGy) in chicken feed indicating their relative sensitivity to

gamma radiation.
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Doses (kGy)

Fig. (15): Radiation dose response curve of Fusarium oxysporum
in saline solution.

Doses (kGy)

Fig. (16): Radiation dose response curve of Fusarium oxysporum
in chicken feed.
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Fig. (17): Radiation dose response curve of Fusarium semitectum
in saline solution.
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Fig. (18): Radiation dose response curve of Fusarium semitectum
in chicken feed.
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Table (11): Djo-values of the studied experimental fungal species in saline

solution and substrate.

Fungal species Di-value (kGy)
In saline solution In substrate
Curvularia lunata 1.92 2.25
C. tuberculata 1.25 1.56
Alternaria alternata 1.47 1.70
A. tenuissima 0.47 1.30
Fusarium oxysporum 1.31 1.83
F. semitectum 0.70 1.23
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Cellular composition of radiation resistant and sensitive
fungal species:
Total protein:

Total protein content in the selected fungi were determined and
recorded in Table (12) and illustrated in Fig. (19). The data represented the
percentage of total nitrogen (Tn) and subsequently percentage of total
protein (Tp), in the untreated fungal strains. The total protein of the three
radiation resistant species (Curvularia lunata, Alternaria alternata and
Fusarium oxysporum) were 76.88 %, 72.69% and 69.83 %, respectively,
while in the three relative sensitive species, i.e. Curvularia tuberculata,
Alternaria tenuissima and Fusarium semitectum Were less, since they
recorded 70.13%, 64.06% and 46.88 %, respectively. So, it was found
interesting to determine different amino acids contents of these fungal

species.

Amino acids:

The total amino acids of the fungi were analysed using high
performance amino acid analyzer. The results revealed that 17 amino acids
were detected in studied fungi. Data in Table (13) and Fig. (20) showed
that glutamic acid was the predominant amino acids (16.2 mg/g) in
Curvularia lunata followed by proline (13.2 mg/g). Aspartic acid was 12.4
mg/g, leucine was 10.4mg/g and lysine was 9.8 mg/g, while cysteine was
only found in trace amount (0.4 mg/g). The total amino acids content of
C. lunata was 129.2 mg/g dry wt.. Also, data in Table (13) and Fig. (21)
‘llustrated that the predominant amino acids in Curvularia tuberculata was
glutamic acid (13.2 mg/g) followed by proline {11.4 mg/g) and aspartic
(9.8 mg/g) but they less in their values than Curvularia lunata, also
cysteine was the lowest amino acids in its value, the total amino acids

content was 101.0 mg/g dry wt.
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Table (12): Total protein content (%) of the selected fungal species.

Fungal species Total nitrogen 'Total protein
(Tn) % (Tp)%

Curvularia lunata 12.30 76.88

C. tuberculata 11.22 70.13

Alternaria alternata 11.63 72.69

A. tenuissima 10.25 64.06

Fusarium oxysporum 11.17 69.83

F. semitectum 7.50 46.88
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For Alternaria alternata, the results in Table (13) and Fig. (22)
showed that the total amino acids conwent was 114.4 mg/g dry wt. and
glutamic acid had the highest value (15.2mg/g) followed by proline (11.4
mg/g) aspartic (9.8 mg/g) and leucine (9.8 mg/g), methionine hadn’t
appear in the results. Meanwhile, amino acids composition of Alternaria
tenuissima Table (13) and Fig. (23) showed that glutamic acid also was the
highest value (10.2 mg/g) followed by aspartic acid (7.8 mg/g) but
methionine and cysteine were absent. The total amino acids content was
74.0 mg/g dry wt.

Table (13) and Figs. (24, 25) indicated that in F: usarium oxysporum
and Fusarium semitectum glutamic acid was the predominant (7.6 and 8.8
mg/g, respectively) followed by aspartic acid (6.4 and 7.6 mg/g), leucine
(3.8 and 5.6 mg/g) and proline (2.4 and 5.2 mg/g), while methionine hadn’t
appear in the results of the two strains. The total amino acids content was

49.2 and 63.2 mg/g dry wt., respectively.
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Table (13): Amino acids composition (mg/g) of the selected fungal

spectes.
Clunata | Ctuberculata | A.alternata | A.tenuissima F.oxysporum | F.semitectum

acids (mg/g)

Aspartic 12.4 9.8 9.8 7.8 64 7.6
Threonine 8.2 6.4 7.4 5.4 3.4 4.0
Serine 7.2 5.4 6.6 5.0 2.8 4.6
Glutamic acid 16.2 13.2 15.2 10.2 7.6 8.8
Proline 13.2 114 11.4 6.6 2.4 5.2
Glysine 6.2 5.0 5.8 3.8 34 3.8
Alanine 92 7.8 8.6 5.8 3.4 4.6
Cysteine 0.4 0.4 0.6 0.0 0.6 0.0
Valine 6.6 5.2 6.0 42 2.8 3.6
Methionine i2 0.8 0.0 0.0 0.0 0.0
Isoleucine 5.8 4.4 5.0 3.6 22 2.6
Leucine 10.4 7.8 9.8 5.6 3.8 5.6
Tyrosine 4.2 2.8 4.0 1.8 1.2 1.6
Phenylalanine 6.0 4.2 5.0 3.0 2.2 24
Histidine 3.8 3.0 3.0 1.8 2.0 1.6
Lysine 9.8 7.2 3.6 5.2 3.2 4.0
Arginine 8.4 6.2 7.6 4.2 1.8 3.2
.Total 129.2 101.0 114.4 74.0 49.2 63.2
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Total lipids:

* Data in Table (14) and Fig, (26) showed the total lipids content of
the studied fungal species, the data indicated that the tota] lipids content of
Curvularia lunata was the highest (16.26 %) followed by Alternaria
alternata (12.57 %) and Fusarium oxysporum (8.16) and the Jowest lipids
content was observed in Alternaria tenuissima, The results showed that
Curvularia lunata, Alternaria alternata and Fusarium oxysporum (the
highly radio-resistant isolates) contain more lipids compared with the less
radio-resistant isolates of the same genus: Curvularia tuberculata,
Fusarium semitectum and Alternaria tenuissima, (6.99 %), (5.67%) and

(3.91 %), respectively.

Fatty acids:

Fatty acid methyl esters of lipids extracted from the tested fungi
were analyzed by using GC-MS analysis Table (15) represented the
relative percentage of the main fatty acids composition of tested fungal
strains. The results showed that the identified fatty acids of Curvularia
lunata were myristic (14:0), palmitic (16:0), stearic (18:0), oleic (18:1) and
linoleic (18:2). The same fatty acids were found in Curvularia tuberculara
except myristic. Alternaria alternata contained myristic (14:0), palmitic
(16:0), stearic (18:0), oleic (18:1) and linoleic (18:2), but lauric, linolenic
and erucic were also found in Alternaria tenuissima. Meanwhile fatty acids
in Fusarium oxysporum were lauric (12:0), myristic (14:0), palmitic (16:0),
stearic (18:0), oleic (18:1), linoleic (18:2) and erucic (22:1) but myristic

was not found in Fusarium semitectum.
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Table (14): Total lipids content (%) of the selected fungal species.

Fungal specics Lipid %
Curvularia lunata 16.26
C. tuberculata 6.99
Alternaria alternata 12.57
A. tenuissima 3.91
Fusarium oxysporum 8.16

F. semitectum

5.67
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The results also showed that the most predominant fatty acids in
Curvularia lunata were oleic acid and linoleic followed by palmitic acid.
The total saturated (Ts) and unsaturated (Tus) fatty acids were 26.52% and
73.48 %, respectively. Also, in C. tuberculata oleic acid and linoleic acid
were found at high percentage followed by palmitic acid. The (Ts) were
30.89 % and the (Tus) were 69.11 %. The most predominant fatty acids in
Alternaria alternata was linoleic acid followed by oleic and palmitic acid
and the (Ts) were 28.33% while (Tus) were 71.68 %. But in case of A.
tenuissima the (Ts) were 31.33 % and the (Tus) were 68.67 %. Fusarium
oxysporum had also high values of linoleic and oleic acids. The (Ts) and
(Tus) were 29.9% and 70.11 %, respectively. F. semitectum had total
saturated fatty acids of 46.63 % and total unsaturated fatty acids of 53.38
%.

From these results, it is clearly observed that Curvularia lunata
contained the highest percentage of (Tus) 73.48 % and lowest percentage
of (Ts) (26.52%) followed by Alternaria alternata (71.68 %, 28.33 %) and
Fusarium oxysporum (70.11 %, 29.9 %) while the lowest percentage of
(Tus) was found in F. semitectum (53.38%) followed by A. tenuissima
(68.67 %) and C. tuberculata (69.11 %), respectively.
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Nucleic acids:

This experiment has done to determine the nucleic acids content of
the radiation resistant and sensitive studied fungi. The total amounts of
DNA and RNA for the six fungal species were measured and the data were
recorded in Table (16} and Fig. (27). The results showed that, the total
nucleic acids content of Curvularia lunata was 36.63 mg/g, while in

Curvularia tuberculata the total nucleic acids content was 29.60 mg/g.

With regard to Alternaria alternata, the total nucleic acids content
was 35.13 mg/g, while with Alternaria tenuissima, the total nucleic acids
content was 28.17 mg/g.

In case of Fusarium oxysporum, the total nucleic acids content was
33.41 mg/g, while in Fusarium semitectum, the total nucleic acids content
was 28.46 mg/g.

From the previous results, it was found. that C. lunata contained
the highest content of total nucleic acids (36.63 mg/g) followed by
A. alternata (35.13 mg/g), F. oxysporum (33.41 mg/g), C. tuberculata
(29.60 mg/g), F. semitectum (28.46 mg/g) and A. tenuissima (28.17 mg/e).
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Table (16): Nucleic acids content (mg/g) of the selected fungal species.

Fungal species RNA DNA Total nucleic

(mg/g) (mg/g) (mg/g)

Curvularia lunata 24.5 12.13 36.63

C. tuberculata | 19.88 9.72 29.60

Alternaria alternata 23.63 11.50 35.13

A. tenuissima 18.75 9.42 28.17

Fusarium oxysporum 22.81 10.60 33.41

F. semitectum 20.13 8.33 28.46
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Effect of gamma irradiation on some cellular composition
of resistant and sensitive species:
Total protein:

This experiment was carried out to study the effect of gamma
radiation on protein content of the studied fungi. The spore suspension of
the tested fungi were exposed to dose level of 4.0 kGy. Thereafter the
irradiated spores were inoculated in Czapek's-yeast extract liquid media
and the mats were harvested after 10 days. The protein content of the dry
unirradiated and irradiated mats were determined and the data recorded in
Table (17).

It was found that T, % of unirradiated Cuwrvularia lunata,
C. tuberculata, Alternaria alternata, A. tenuissima, Fusarium oxysporum
and F. semitectum were 76.88%, 70.13 %, 72.69%, 64.06 %, 69.83 % and
46.88%, respectively. The T, of the above irradiated species decreased
after exposure to 4.0 kGy and were found to be 71.88%, 63.50 %, 66.50%,
54.10%, 63.25 % and 40.21 %, respectively. In the radiation resistant
fungal species, i.e. C. lunata, A. alternata and F. oxysporum the percentage
of decreasing reached 6.50%, 8.52% and 9.42%, respectively, while the
decreasing percentage in the radiation sensitive fungal species, i.e.
C. tuberculata, A. tenuissima and F. semitectum reached 9.45 %, 15.55 %
and 14.23 %, respectively. It is obvious that the decreasing in the total
protein of the most radiation resistant fungus (C. /unata) was only 6.5 %
while it reached 15.55% in the most radiation sensitive one

(A. tenuissima).
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Table (17): Effect of gamma irradiation on the total protein content of the

selected fungal species.

Radiation Total Total Increase or
Fungal species doses nitrogen | protein decrease
kGy) | (T)) % | (Tp)% %

0.0 12.30 76.88
Curvularia lunata -

4.0 11.50 71.88 -6.50

0.0 11.22 70.13 L
C.tuberculata

4.0 10.16 63.50 -9.45

0.0 11.63 72.69 .
Alternaria alternata

4.0 10.64 66.50 -8.52

0.0 10.25 64.06 L
A.tenuissima

4.0 8.66 54.10 -15.55

0.0 11.17 69.83 .
Fusarium oxysporum

4.0 10.12 63.25 -9.42

0.0 7.50 46.88 .
F.semitectum

4.0 6.43 40.21 -14.23
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Amino acids:

From the previous experiment, the results clearly showed the
decreasing in total protein content by exposed the studied fungal species to
gamma radiation at dose level of 4.0 kGy. It was found interesting to
determine the effect of this dose level on the quantitative amount of
different amino acids in these species. |

The total amino acids of the fungi were analysed using high
performance amino acid analyzer. The results revealed that 17 amino acids
were detected in studied fungi. Results given in Table (18) and Figs. (28-
39) showed that gamma radiation decreased the total amino acids. content
of the experimental fungi. After irradiation by 4.0 kGy the contents of all
amino acids of C. lunata were decreased except cysteine with different
percentage. The highly percentage of decreasing were observed in lysine
(28.6%), histidine (26.3%) and proline (24.2%). The total amino acids
content decreased by 15.2 %.

The results obtained from Table (18) illustrated by Figs. (30, 31)
showed that the total amino acids content in Curvularia tuberculata was
found to be 101.0 mg/g dry wt. and decreased to 62.0 mg/g dry wt.
I(38.6%) after exposuring to 4.0 kGy. Also, all the amino acids content
were decreased, the highly percentages of decreasing were observed in
methionine (75.0 %), arginine (51.6 %) and cysteine (50.0%).
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With regard to Alternaria alternata, the results in Table (18) and
Figs. (32, 33) showed that the total amino acids content was 114.4 mg/g
-dry wt. After exposing to 4.0 kGy all the amino acids content decreased.
Cysteine was completely destroyed after irradiation, while lysine decreased
by 62.8 %, proline by 54.4 % and the total amino acids content decreased
by 45.3 %.

Amino acids composition of Alternaria tenuissima as shown in
Table (18) and Figs. (34, 35) revealed that the total amino acids contents
were 74.0 mg/g dry wt. and after irradiating by 4.0 kGy were decreased to
59.6 mg/mg dry wt. (19.5%) and all the individual amino acids decreased
at different levels. Tyrosine decreased by 33.3 %, glutamic acid by 27.5%
and proline by 27.3 %.

The data recorded in Table (18) and Figs. (36, 37) indicated that the
total amino acids content in F. oxysporum was 49.2 mg/g dry wt. and
decreased to 36.6 mg/g dry wt. (25.6%) after exposure to 4.0 kGy.
Cysteine and proline were completely destroyed after irradiation. On the
other hand, serine, glysine and valine were increased by percentages of
7.1%, 5.9 %, and 7.1 %, respectively.

In Table (18) and Figs. (38 and 39) the results showed that the total
amino acids content in F. semitectum was 63.2 mg/g dry wt. and decreased
to 54 .8mg/g (12.0 %) after exposure to 4.0 kGy. Proline was completely
concealed after the irradiation process, while the percentage of tyrosine

and arginine increased by 25.0 % and 12.5 %, respectively.



.10

D O=wa

H0.08
HO.04

108

cAerchromichrom\04091406, Channel A

Results
Peak Name
Retention Time

Z65'8C WWY wo==

§.9'6E $A| —=

—

BSO'EE SIH —t—0
cei'ee

€856 ——————

GLE'RT MG —==—"____ .

eoc Lz AL < '

i

Zre'rz ne ﬂllll.lll.llillll

TPE'EZ Sl T T T T

J_

et wm e
L
SZELE 1WA N o]

- N

P06l Bl ==
zeg'Lt KD

0091 - J;
Li8°gd 9id § o
1

]

S

g958°CE N ——

058°0} Jog
291°0F Jul

oov'g dsy

0.10

0.084
0.06
0.044
-1
A

DO0=+a

0.0
45 0

30 35 40

25
Minutes

10 15 20
Amino acid chromatographs of Alternaria alternata at 0.0 kGy.

Fig. (32)

0.00



0.10

20-+w0

10.08
0.06

109

chezchrom\chrom\04091506, Channel A

Results
Peak Name
Retention Time

si6'zy Bivy '

SL9'9C WY —=——= !

800°LE =
ol
ZreeT == o
* - l”!l -
_€BE'8T eud ...nH.HW.. -
zeELT o . L

£6. 'S¢ 47

SCL'EE SiH

A

859'¥Z NO) = — " !
196°€T I == '

Lot'tZ [BA I....i.l..llul.ll.lllullrr..

80061 ®lv
200°L AID

L9LEL @

Z6Y'TY N =<z

€£0°0L Jeg
£EL0L JUul

€€c'9 dsy

0.10

0.08
0.06

>Q0—+~0

0.00
45

10 15 20 25 30 35 40
Minutes

Amino acid chromatographs of Alternaria alternata at 4.0 kGy.

»
.

Fig. (33)



Q.10
10.08

DOo=w=n

10.06

110

e\ezchrom\chrom\04091507, Chanriel A

Results
Peak Name
Retention Time

ose'Zi Biv

ZE¥6ES
059°8¢ WWY

ceLse sM

€€9°62

2€'8Z ®ud

STE'LT JAL

€89'vC Ne7
sie'ee @

a5e’Le [8A o

£L0'6L BV
006’2t KD

goget NIO

0%8°0L JeS
Zriol Ul

zZbe'e dsy

0.10
0.08-

0.061

>0==n

10.04
*0.00

a0 35 40 45

25

Minutes

20

15
id chromatographs of Alternaria tenuissima at 0.0 kGy.

Amino ac

Fig. (34)

0.04
0.00



0.10
H0.08

S Oo=+u

H0.06

111

cAezchrom\chrom\04091508, Channef A, -

Results
Pesk Name
Retention Time

Lis'Zy Biv

GL9°8E WY

cel'se &0

€gg'ce SIH

520°Le
£E V6L !
29¢°9T Sud

gue’ LT JAL

859°'vZ o]

£10'vZ &1

TET'LT (BA

L1061 ¥V
cgaLt AD

cavr'Tk NO

058’0t 419G = '
€EL'0F JUL

Ligg dsy el

TS D T

10.04
.00

30 35 40 45

25

Minutes

20

15

id chromatographs of Alternaria tenuissima at 4.0 kGy.

10
1no ac

Am

0.10
0.084

0:064

D>0==u

Fig. (35)



0.10

VO.......S

o
=]

9.

0.08
0.04

112

¢ \ezchromichrom\04081404, Channel A

Results
Peak Name
Retention Time

el b =

goL et Bawy

. e
h_,m.mmc.:.t(nlll .

Ty

gsoLe <
ZrL'se sA ﬁ- o

[0 £~ T«
€CL'EE SIH —

L19'68 <=

L15'8Z oud ==

GTG'LT AL

R
L9L'pE No ~=IT |
€EOVZ Ol =T

ZYE'BL B =TT
Lzl Ao

ZYe b =
QOT'ri oid

SLL2L DD

800°LL J8g ~ .n_.. -
80€'0} Jul N’”L._ _—-

€959 dsy v

0,10

0.08
0.06
0.04

>20—+wu

0.00
45

30 35 40

25
Minutes

20

15

d chromatographs of Fusarium oxysporum at 0.0 kGy.

10
+ Amino aci

Fig. (36)

.00
0



113

Results -

c\ezchrom\chrom\04091405, Channel A

0.10

0.08

[0
Q
o)

>0—+u

0.04

0.00
45

PAY A 45

ooo'eh Bay”

69 9C WY ~=me——— 7

009'6e

Peak Name
Retention Time

——

LIO'LE

859'5E SA1

gZLec SIH

00P 82 SuUd

GLE'LT AL

€Co'PT ne

g06'ce

g0L’LT [BA

800°6L ®BIv
c6e'LE A|D ==

Zer'ZL NO

€C8°0L Jog
. ZrL'ol UL

0.10

0.081

Q.06

>0=w~u

20 25 30 35 40
Minutes

15

10

at 4.0 kGy.

TUmM OXySporunt

id chromatographs of Fusar

mo ac

Am

Fig. (37)



VOltS

114

c:\ezchrom\chrom\04091408, Channet A

Results

0.10

[=]
2 3 8 S ]
=) Q o . 9, O
‘ FTLvp —=m= T <
Q06°Zy Bavy Anl '
o
} L3
£0§'8E WY momso—= =77 ¢
GL0°LE MM
0S9'SE €A~ @
....... v
859°€S SIH .
00¥'0%g X o
96T == _ ' ©
T6L'BT Oud = __ 1 ___
LIWLT ;._m o
859'vbZ NOY — 8
- BS6" %ﬂ. - |_. @
S5
el :
21212 IBA ..nul..rm.l...i =2
, L &
N
000°6)L BV Aﬂ
858°LE Al1D .n.hnll. '
uy
- - L od
Zri'ch Odd fi - -
eLrTE NO
L1870} 49§ sesm——me U0 T L
QOLOL JUL ....I,.IflL?UM--- =)
1)
Zye's dsy —
SiS'L
gaL9- - IC°
m .
.mﬂ = ZPK'S - - 0
c
] T 4 - -
z2 BEEET {7
9
R
ol N
ol s e
3 3 3 3
o o : o o

id chromatographs of Fusarium semitectumat 0.0 kGy.

mno ac

Am

Fig. (38)



115

Results

c\ezchrom\chrom\04091402, Channel A

.10

D O0—+~W

+0.08
L0, 04

FPeak Name

'

Retention Time

199'8C WY

asL'se A =

osL'ec SiH

€€o'6T =

BSL'YT heT =
glo'vT 9Tl

80¢'6) ®IY $ .,.. .
[}

ooz'gl A =

LEL'TE MDD

Z66°0L oS
£9Z0b JuL
6z5'g dey ~=——""T

FTFOEE

~-Z6L'& 4= - o
gas v} - - -

0.10

0.08
0.06
0.04

~ Po-va

15 20 25 30 as “ AQ

10

Minutes

Amino acid chromatographs of Fusarium semitectumat 4.0 kGy.

Fig. (39)



Results 116

Nucleic acids:
This experiment has done to clear the effect of gamma irradiation on the
nucleic acids content of the resistant and radiation sensitive studied fungi.

The total amounts of DNA and RNA for the six fungal species were
measured and the data were recorded in Table (19). The data showed that,
the total nucleic acids content of Curvularia lunata was 36.63 mg/g before
irradiation and decreased to 29.20 mg/g (20.28 %) after exposure to 4.0
kGy. In Curvularia tuberculata the total nucleic acids content was 29.60
mg/g and decreased by 30.7 % after the irradiation process.

With regard to the unirradiated Alternaria alternata, the total nucleic
acids content was 35.13 mg/g and decreased by 21.72% at 4.0°kGy, while
with unirradiated Alternaria tenuissima, the total nucleic acids content was
28.17 mg/g and decreased by 46.75% at 4.0 kGy.

In case of Fusarium oxysporum, the total nucleic acids content was
33.41 mg/g and the value decreased after exposuring to gamma irradiation
by 27.18 %, while with Fusarium semitectum, the total nucleic acids
content was 28.46 mg/g and decreased to 18.70 mg/g at 4.0 kGy recording
decreasing percentage 34.29 %.

From the previous results, it could be stated that the radiation
resistant fungal species, i.e. Curvularia lunata, Alternaria alternata and
Fusarium oxysporum contained higher total nucleic acids content than
radiation sensitive species, i.e. C. tuberculata, A. tenuissima and
F. semitectum. Although both of the values of RNA and DNA decreased
by exposure the tested fungal strains to 4.0 kGy, the percentage of
decreasing due to the irradiation process were higher in DNA than RNA as
clearly observed from the data of Table (19). Also, the percentage of
decreasing in the RNA of the radiation sensitive species, i.e.
C. tuberculata, A. tenuissima and F. semitectum were more than that
occurred in the radiation resistant ones, i.e. C lunata, A. alternata and
F. oxysporum. The percentages of decreasing in DNA recorded 32.8 %,
33.7 % and 29.7 % in the radiation resistance species, i.e. C. lunata:
A. alternata.  and F. oxysparum compared with 40.6 %, 59.4 %,
55.0 % in the radiation sensitive corresponding species, i.e. C. tuberculata,
A. tenuissima and F. semitectum, respectively.
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Table (19): Effect of gamma irradiation on the nucleic acids content of the

selected fungal species.

: Radiation » Total
Fungal d RNA | Change | DNA | Change | nucleic | Change
; oses o o . o
species (kGy) (mg/g) Yo (mg/g) Yo acids Yo
(mg/g)
0.0 24.50 12.13 36.63 .
C. lunata —_ —
4.0 21.05 -14.0 8.15 -32.8 20.20 -20.28
0.0 19.88 L 9.72 . 29.60 L
C.tuberculata
4.0 14.75 -25.8 5.77 -40.6 20.52 -30.70
0.0 23.63 . 11.50 L 35.13 L
A. alternata
4.0 19.88 -15.9 7.62 -33.7 27.50 21.72
. 0.0 18.75 _ 9.42 . 28.17 .
A. tenuissima
4.0 11.18 -40.4 3.82 -59.4 15.00 -46.75
0.0 22.81 . 10.60 . 33.41 .
F. oxysporum
4.0 16.88 -26.0 7.45 -29.7 24.33 -27.18
0.0 20.13 L 8.33 L 28.46 .
F.semitectum
4.0 14.95 -25.7 3.75 -55.0 18.70 -34.29
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Effect of gamma irradiation on the survival count of the
tested resistant fungal species artificially inoculated
into lupine seeds or chicken feed during storage:

This experiment was carried out to confirm the fact that the effect of
"gamma irradiation is an effective method in controlling fungi
contaminated foods". Sterile lupine seeds were artificially contaminated
with spores of the highest radiation resistant fungus, i.e. Curvularia lunata
while sterile chicken feed was separately contaminated with Alternaria
alternata and Fusarium oxysporum. The dose levels used were 0.0, 2.5,
5.0. 7.5, 10.0 and 12.5 kGy. The samples tested for total fungal count
immediately after irradiation (zero time) and periodically every one month
of storage period (3 months). The results are recorded in Tables 20, 21 and
22 and illustrated by Figs. 40, 41 and 42. The given results in Table (20)
and Fig. (40) showed that the total count of Curvularia lunata unirradiated
lupine seeds were 2.85 x 10 cells /g at the zero time of storage. These
counts ranged between 1.39 x 107 and 2.53 x 10°® cells /g during storage.
Meanwhile, the counts of Curvularia lunata decreased after exposure the
contaminated lupine seeds to increasing dose levels of gamma rays. The
survival counts decreased by about 2.0, 4.0 and 5.0 log cycles from the
initial count at irradiation doses of 5.0, 7.5 and 10.0 kGy, respectively, and
completely destroyed after dose level of 12.5 kGy. During storage, the
fungus count slightly increased after one month of storage in all
unirradiated and irradiated samples, except that exposed to 12.5 kGy which
proved to be sufficient to freedom the samples from this fungus all over the
storage period. It is worth to mention that dose level of 10 kGy was enough
to keep the counts of Curvularia lunata less in the range of 10°-107 cfu/g

during all the storage periods.
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As occurred in case of Curvularia lunata, data in tables (21 and 22)
illustrated by Figs. (41 and 42) showed that the survival counts of
Alternaria alternata and Fusarium oxysporum artificially contaminated the
chicken feed fluctuated between 107 and 10° cells/g during the storage
period. Exposure the contaminated samples to increasing doses of gamma
rays greatly decreased the survival counts of both tested fungi. Dose level
of 12.5 kGy was quite sufficient for complete elimination of Alternaria
alternata from chicken feed either immediately after irradiation or during
the storage period. Meanwhile, the spores of Fusarium oxysporum showed
less resistance than Curvularia lunata and Alternarig alternata where its
spores completely inhibited from chicken feed at dose level of 10 kGy
during the storage period.

It could be concluded that dose level of 10 kGy consider enough for
treating the highly contaminated food or feed with fungi, even radiation
resistant fungi, since it either freedom the food from their spores or keep

their counts under the safety limit (< 10° cfu/g).
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