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This study aims to apply a novel strategy to explore the possibilities of utilizing
rubber nanocomposite borne bacteriophages for removal of pathogenic bacteria in hospital
wastewater. Samples of wastewater were collected from different hospitals in Benha city,
Egypt. The collected samples had acceptable pH level (within WHO standards) but high
chemical oxygen demand (COD) and very low of dissolved oxygen (DO) levels (out WHO
standard). The treated wastewater with nanocomposite or/and phages had
physicochemical characters within WHO standard; as well as reduced total viable and
spore forming bacteria(CFU); total coliform (TC); fecal coliform (FC) and fecal Streptococci
(FS) population. They were reduced from 12x10 ®; 15x10° ; 13X10° ; 12X10° and 2.5x10° to
zero CFU/ml"! for water sample respectively. The isolated bacteria Escherichia spp.;
Pseudomonas spp., Salmonella spp. and Staphylococcus spp. were reduced to 110, 80,
50 and 30 CFU/ml" of wastewater respectively. Escherichia sp. has the highest frequency
of antibiotic resistance followed by Pseudomonas sp., Salmonella sp. and Staphylococcus
sp. The specific lysate phages against isolated pathogen bacteria were isolated from
hospital waste water. Phages treatments have the potential to eliminate isolated bacteria.
They have been standardized as 20X10?, 5.2X10, 3X10'and 2.2 X10' PFU/ml" respectively.
The application of nanocomposite borne specific phage lysate resulted in 100% removal
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of pathogens from hospital wastewater after 20 hours of phage treatment.
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Bacteriophages are viruses which range
from 24-200 nm; infect bacteria cells® thesearethe
obligate intracellular parasites which infect
bacteria, seizetheir replication machinery, replicate
into thousands of new progenies and lyse the cell
for escape’.

Fecal coliformsare natural inhabitants of
the gastrointestinal tract of humans and other
warm-blooded animals. These bacteriain general
cause no harm. However, because they are
eliminated with faces, they are sometimes
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associated with pathogensthat can transmit human
diseases such as Escherichia coli, Pseudomonas
aeruginosa, Salmonella spp, Staphylococcus,
Shigellosis, Vibrio cholera and gastroenteritis
(Campylobacter jejuni, Escherichia coli and
Gardia Lamblia). Threat of such diseases
transmission becomes more serious as the
population density increase and more sewage
pollutes public water supplies. Fecal coliform
bacteria, membersof thefamily Enterobacteriaceae,
includeall coliformsthat can ferment lactose with
the production of gas (CO,) at 44°C within 24hr.
Thisgroup comprises bacteriasuch as Escherichia
coli and klebsiella pneumoni. The several
countries embarked on programs to reduce water
borne multidrug resistant bugs (MDR). A mgjor
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cause of hospital borne infection was R. plasmid
carrying bacteria.  Indiscriminate releasing of
hospital wastewater in the sewage system leadsto
entry of multidrug resistant bacteriain the sewage.
Recently, the ability of bacteriophages has
extended to control plant pathogenic bacteria®®,
Kill P. aeruginosa in wastewater’?, E. coli O157;
H7 in manure®, and remove pathogen from
carcasses and food preparation areas is already
underway®.

Rubber nanocomposite is a matrix with
added nanoparticlestoimproveaparticular feature
of thematerial. The size of the added particlesisin
the (nanoscale) defined as having one or more of
itsdimensionsin the order of 100 nm or less. The
properties of nanocomposite raised the possibility
of itsusein several fields®™

Thisstudy hasbeen performed to explore
the possibilities of utilizing the rubber
nanocomposite borne specific bacteriophages to
remove the pathogenic bacteria from hospital
wastewater

MATERIALS AND METHODS

Assessment of physicochemical properties of
hospital wastewater

Wastewater sampleswere collected from
Hospitals in Benha city, Qualybia Governorate
according to methods of water and wastewater
examination®. Sampleswerecollected from the outer
most terminals before flow of the drainage to the
municipal sewage. Polypropylene containers of
two liters capacity wereused for chemical analyses.
All collected samples for physicochemica and
bacteriological analyses were stored in an ice
cooler box and delivered immediately to the
laboratory for analysiswithin through 6 hrs. from
collection. Field parameters, temperature, pH,
electric conductivity, dissolved oxygen (DO),
Biochemica oxygen demand (BOD); Chemical
oxygen demand (COD) and total dissolved solids
(TDS) were assayed using the multiprobe system
according to®.
Assessment of bacteriological parameters for
hospital wastewater

Bacteriological parameters ,total viable
bacteria counts (TVBC), total spore forming
bacteriacounts (TSFBC), total coliform (TC), feca
coliform (FC), and fecal streptococci (FS) were
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assayed by the membrane filter technique using
spread plate method by spreading 100 ml of 10 to
10 dilution prepared in sterile saline over the
nutrient agar plate. The incubated plates were
divided into two sets, one set was incubated at
37°C for 24hrs and the other set was incubated at
22°C for 48 hrs. according to standard methods of
wastewater examination®.

| dentification of isolated bacteria

The pathogenic bacteriawasisolated and
purified according to® by using membrane filter
technique. One hundred ml of water sample was
filtrated by membrane filter system and the
membrane was placed on specific mediatoisolate
the potentially dead fault pathogenic bacteria
such as E.coli on Mac-conkey agar, P. aerugonosa
on MPAC agar; Salmonella spp. (Brilliant green
agar), Saphylococcus spp. on Bared parker agar
and subjected to further characterization to identify
the isolates as per the standard procedures® 2
and confirmed by VETIC system.
Multidrugbacteria

Antibiotic resistance (table 4) of bacteria
isolates were tested using disk diffusion test
according to°. For the estimation of the multidrug
bacteria (MDR), diluted bacteria isolate were
spread over agar plates supplemented with
antibiotic disk saturated with 10to 30 mg (Table 4).
Bacteriophageisolates

Phages specific Escherichia spp.,
Pseudomonas spp., Salmonella spp. and
Staphylococcus spp. isolates were detected in
hospital waste water by spot test . Crude phages
suspension was assayed quantitatively by plaque
assay’.

Clear-plaque producing lysate phages
specific for each of the bacterial isolates Phage of
each bacterial isolate was produced by inoculating
log phage cultures (approximately 108 CFU/ml) in
nutrient broth with a multiplicity of infection
varying between 0.01 and 1.0. The mixture of
isolated bacteria and their phage isolate were
shacked for aminimum of 9 hoursto overnight at
28°C. The four phage isolates produced different
plague types were mixed for using as biological
control (4.5 x 10 PFU/ml). Bacterial debris and
survivorswere removed by centrifugation at 6000
rpmfor 10 min.. Appropriate phage mixtureswere
sterilized through a0.45 mm microbiological filter.
The phage mixtures consisted of 4 to 3 different
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phage isolates for each bacterial isolate and had
an approximatefinal titer of 4.5X 10° PFU/ml were
stored at 4°C.
Phagesmor phology

Transmission electron microscope (TEM)
was used to detected phages mixing of
Escherichia spp., Pseudomonas spp., Salmonella
spp. and Staphylococcus spp. The phages were
visualized using negative staining method with 1%
aqueous uranyl acetate. The grids were air dried
and were examined by TEM (JEOL —JEM —1010
Electron microscope) in (The Regional Center for
Mycology Al-Azhar Univ.) according to'e.
Bio-sanitation of Hospital wastewater

Rubber nanocomposite granule (0.01m?)
was obtained from physics department, faculty of
science, BenhaUniversity. It wasactivated by 75%
ethanol and then washed with sterilized water
according to*. It was carried out with mixed
isolated phages solutions with 10° PFU ml
concentration for about 2 hours at room
temperature. The activated rubber nanocomposite
borne phages mixtures were added to the tested
Hospital wastewater samplesby 10 and 20% W/V
for 24 h with aeration using air supply. Since
hospital wastewater is going to end up with drain
system, collected water was applied in this study
asfollow:-
T1=Wastewater (control)
T2 = Wastewater + hanocomposite
T3 = Wastewater +Specific phages.
T4 = Wastewater + nanocomposite + phages
Assessment of phage population

The nanocomposite granulestreated with
phageswere collected into aportable plastic freezer
bags. Each bag was empty weighted and then
dionized water was poured into each bag with 20%
w/v and weighted. The bags were shacked for 15
min and 1ml of the rinse was transferred into a
microcentrifugetubethen 100 ul of chloroformwas
added to each tube. The tubes were incubated on
a rotary shaker for 30 minutes. The tubes were
centrifuged for 15 min at 14000 rpm in order to
remove cellular debris. The supernatant was used
for enumeration of the phagetiter by single plaque
assay according to!. The plaques were counted
and phage titer was expressed as a number of
plaque forming units (PFU) per gram of
nanocomposite by the following equations:
Y = Plaque number X 1.000 (since 100 uL of the
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original, 100ml volume was plated dilution ratio /
sample bag weight —empty bag weight.
Assessment of survival pathogenicbacteria

After 24 hours from hospital wastewater
treatment with nanocomposite borne phages,
viable bacterial cells count (Escherichia spp.,
Pseudomonas spp., Salmonella spp. and
Staphylococcus spp.) were assayed to test phages
efficacy. Thishelpsto fix the phage concentration
during the scale up process. If the colony forming
units exceeded 300, it is denoted as uncountable
number (UC). Wastewater was collected and
centrifuged at 6000 rpm for 5 min. The serial
dilutions of supernatant were carried out up to 10
dilutions. Fromthe serialy diluted samples, 0.1ml
was added to sterile plates containing LB and 0.1
mL of tap water as control and incubated at 37°C
for 24hrs. The pathogens survival was assayed
every 1 hour interval for 6 hoursand up to 24 hrs.
Determination of protein leakage on treated
nanocomposite

Protein leakage was determined by
measuring the protein concentration of cell free
culture broth as described by?*. Rubber
nanocomposites treated with wastewater were
washed with sterilized distilled water. The
supernatant was assayed for protein using
Bradford method. The concentration of proteinwas
determined from bovine serum abumin standard
curve according to'.

RESULTS

The present study was done to evaluate
microbiological quality of hospital wastewater
treated with a new approach by
rubbernanocomposite borne phages.
Physicochemical characters

The obtained results in Table 1 showed
that the physicochemical characters of wastewater,
temperature and PH werelowered non significantly,
but BOD; COD; OD and TDS were recorded
significant reduction in wastewater treated with
nanocomposite or/and phages compared with
untreated ones. Physiochemical parameters
studied revealed that the hospital wastewater
through show some parameters within the WHO
standards. Other parameters, whose values are
higher than the WHO acceptable limits for the
hospital wastewater.

J PURE APPL MICROBIO, 10(1), MARCH 2016.
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Bacteriological characters

Bacteriological characters were used as
indicators for sanitary quality of water. Untreated
wastewater contains numerous pathogenic bacteria
that residein the human intestine may contaminate
the soil or water body where hospital waste is
released. Theresultsin table(2) indicated that the
valuesof TC, FS,TVBCsat 22°Cand 37°C TSFBC
were reduced in nanocomposite or/and phages
treated water samples compared with untreated
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ones due to its adsorbed on the surface of
nanocomposite (Table 2).
I dentification of bacterial isolates
Qualitative analyses were used to
determine the sanitary condition of the waters.
One hundred and ten bacterial colonies
were isolated from hospital wastewater. The
isolated colonies were plated in specific medium
to isolate the potentially default pathogens using
specific media. Theisolated bacteriawereidentified

Table 1. Physicochemical charactersof hospital wastewater treatment with nanocomposite borne phages

Physicochemical characters

Treatment Tm(°c) pH ODmg/L CODmg/L BOD TDS
Wastewater (control) 27 7.2 5.20 725.7 152.7  135.25
Wastewater + nanocomposite 28 7.0 3.75 300.5 85.5 70.25
Wastewater + specific phages 27 7.0 4.25 275.3 50.3 1255
Wastewater + nanocomposite +specific phages 28 7.0 272 250.4 45.2 50.5
WHO standard 27 7.0 3.75 350 75 85

Tm: temperature. OD: oxygen demand. COD: Chemical oxygen demand. BOD: Biochemical oxygen demand. TDS:

Total dissolved solids.

Table 2. Bacteriological characters of hospital wastewater treatment with nanocomposite borne phages

Treatment Bacteriological characters

TVBCs TSFBC TC FC FS
Waste water (control) 12X10¢ 2.5X10>  13X10° 12x10° 2.5x10?
Waste water +nanocomposite 250 120 275 0 420
Waste water + phages 150 250 230 50 50
Waste water +nanocomposite +phages 0 0 0 0 0

TVBCs: Total viable bacteria counts. TSFBC: Total spore
coliform. FS: Fecal streptococci

Table 3. Total number and frequency percentage of
identified bacteria hospital wastewater sample.

Bacterial Collection %
isolates numbers of isolates  frequency
Escherichia spp. 40 36.4
Enterococcus spp. 8 7.3
Klebsiella sp. 5 4.6
Pseudomonas spp. 25 227
Salmonella spp. 10 9.1
Serratia spp. 3 27
Staphylococcus spp. 15 13.6
Streptococcus spp. 4 3.6
Total 110 100
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forming bacteria counts. TC: Total coliform. FC: Fecal

according to Bergey’'s Manual of Systematic
Bacteriological, 1994 and confirmed by VETIC
system. The identified bacterial isolates were
included in 8 genera belonging to four main
bacterial families (Enterobacteriacea,
Pseudomonadaceae, Staphylococcaceae and
Enterococcaceae). These genera included 40
Escherichia spp, 25 Pseudomonas spp., 15
Staphylococcus sp., 8 Enterococcus sp., 5
Kliebsiella sp.,3 Serratia sp., 4 Sreptococcus sp.
and 10 Salmonella sp. The total number and
frequency percentage of identified generafrom
hospital wastewater are shown in Table 3.
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Multidrugresistant (MDR) bacteria

MDR problem encountered in wastewater
mainly dueto gram-negative bacteria. Whereas ,the
bacterial isolates were tested for the antibiotic
sensitivity using disk diffusion technique for
determination of MDR bacteria. It wasfound most
isolates of Escherichia spp. were found to be
resistant to tested antibiotics fallowed by
Pseudomonas spp. Salmonella spp. and
Staphylococcus spp. isolates. The majority of
isolates were resistant to four or more antibiotics
thus, indicating multiple antibiotics resistance
(MAR). Moreover Amoxicillin; Ampicillin ,
Streptomycin, Erythromycin, Cephal osporin,
Gentamycin and chloramphenicol formed the
common MDR pattern (Table 4).
Bacteriophageisolates

Clear-plaque producing lysate phages
specific for each of the bacterial isolates (E. coli,
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Pseudomonas spp., Salmonella spp. and
Saphylococcus spp.), wereisolated from hospital
wastewaters. The four phage isolates produced
different plague types [Clear confluent lyses,
turbid confluent with large and regular, irregular
circular form, clear center and turbidity center with
size 3to 5 nm, distinct translucent spreading hal o,
small circular with halo and without halo, (fig. 1A)
. Electron microscopereveal ed phage particleshave
long, short, curled, non-contractiletail. The phage
particles have an isometric head with different
diameter size65.2to 75.5 nm and thetail with 200.3
to245.5nminlength and 15.4to 18.5nminwidth
(Fig.1B).
Bio-reduction of pathogenic bacteria

The used nanocomposite; phages and
nanocomposite borne phages had been reported
to significantly reduce bacterial load in hospital
wastewater (table 5) due to its rubber

Table 4. Multidrug resistance profile of pathogenic bacteria against individual antibiotics

Antibiotics Escherichia Pseudomonas Saphylococcus Salmonella
R | S R | S R | S R | S
Amoxicillin(10mcg) 10* 8 22 2 2 21 2 3 5 2 2 6
Ampicillin (10mcg) 12 10 18 1 3 21 1 1 8 1 4 5
Corbenicillin(10mcg) 3 17 20 3 4 18 0 0 12 4 3 3
Ceproflaxin (10 mcg) 5 15 20 1 3 21 0 0 3 0 0 6
Tetracycline (30 mcg) 5 12 13 4 0 21 4 1 5 1 2 7
Streptomycin (10 mcg) 3 15 21 3 1 21 3 2 5 2 0 8
Kanamycin (10 mcg) 4 6 20 0 3 22 2 3 10 0 0 5
Erythromycin (15mcg) 5 13 22 1 2 22 2 3 15 0 2 8
Penicillin (10 mcg) 2 6 22 2 5 18 0 0 5 0 2 10
Cephal osporin(30 mcg) 3 15 22 3 3 19 1 0 3 7 0 9
Gentamycin (20 mcg) 5 13 22 5 1 19 2 0 8 3 0 7
Chloramphenicol(30mcg) 8 7 25 7 3 15 7 4 4 3 0 7

R: Resistant. I: Intermediate sensitive. S: Sensitive.* Mean diameter of inhibition zone (mm) included antibiotic

disk for tested isolates

Table 5. Total count of bacteriain hospital wastewater treated with nanocomposite borne phages

Treatment Total count of bacteria

Otime 2hr 4hr 8hr 12hr 16hr 20hr
Wastewater (control) 28X107  2X107 12X10° 25X10* 12x10? 1252 1175
BM+Wastewater (control) 28X107  2X10" 12X10° 25X10° 1210 9275 9210
Wastewter+nanocomposite 25X107 19X10° 8X10° 13X10? 75 - -
Wastewater + phages 25X107 23X10° 17X10? 121 - - -
Wastewater +nanocomposite +phages 25X107  13X10* 132 25 - - -

BM: broth media

J PURE APPL MICROBIO, 10(1), MARCH 2016.



134 TEWFIKE et d.:. REMOVAL OF BACTERIA FOR WASTEWATER TREATMENT

(o=}
S| 99w
=] x x N '
« o~
N -
~. W
o086 o
Elgagx9
8 S | Xxx9%x Y
| N K
2 — -
c
Q- g ~. © «© «©
= E |l o6 .0 o
o] = Rl U —
< o x x N~ x X
= I Yo B Yo NTo}
)
c
I} (=R =)
s|s §|xx8r
9 % RIREA™
D NN
s | @
~ ~
oboy
518 E|F5729 &
o S g
o s} — i B MY
|8 T B
13 o|lvayy B
o o & Jdd g d —
17 5| §XFE 3
_; © | adadM™~e —
Q. o
OO
S E | 998 m
AP AL
o] o N W0
g | &
(o] - &mmm
= [cRole)
E b s ;'HHH ®
1) c 9| & xXxx N
s g K&~
E «Q «©
= |8 288y g
& = T X< o
o = DX K X X
£ o | BolFo ©
c
i @
© R =g
= £ | 999 m
[} [} X X 5o '
B o N < w0
8 -« Y
S| &
O m comgoN
Q < S e O
§1§ £|]98938c
212 9| x&xg S
o] o] M q 0o
5|3
v | oy ©
- |¥ E]laag9a 4o
5| S|3%%3 3%
e o N O ~
3
- 7
g o
=] S
= e
.. 5
o . ]
o g s 8 ©
e 73 o g8 2
8| g9 |5 25 73
= 3 > + s
o 5] fp5ed
85 | BEB®REBESOE
SE|223320%
i< I} [
58| & & &
I c =
L1 = 5
BE |l Dm=S===+ 3

J PURE APPL MICROBIO, 10(1), MARCH 2016.

BM: broth media.

nanocomposite as antimicrobial properties and
specific phagesfor tested bacteria. Application of
rubber nanocomposite or its borne phages as bio-
reduction pathogenic bacteriawas donein hospital
wastewater. It was found steady decrease in total
bacterial count in all treatments after 4hrs of
inoculation. While in case of treatment broth
medium inocul ated with isol ate pathogeni ¢ bacteria
and non-inoculated with specific isolated phages
there was steady decrease in the population after
12 hrs. (Table 5).The effect on pathogenic bacteria
population was more pronounced in wastewater
treated with rubber nanocomposite borne specific
phages after 2hrs, while after 12hrs no detected
bacteria cells , and after 20hrs no detected any
cells of pathogenic bacteria (Escherichia,
Pseudomonas, Salmonella and Staphylococcus)
as shown in Table(5,6). Also data show the
specificity Phages inoculated treatment drastic
reduction in population was observed after 8,10
hrs.of inoculation. After 8hrs of inoculation itself
the reduction was high and after 20hrs the
pathogenic bacteria population is completely
vanished (Tableb5, 6).

At the same time the increasing the
incubation period the bacteria popul ation was also
increased in broth medium where as in other
treatments not much increase was observed. This
may be due to adsorption of phage particles and
may change the metabolic rate of bacteria
pathogens. Based on the single step growth
experiment, the phage population reached the
maximum level within 7 and 8 hours. So, the
incubation timein thisexperiment was maintained
up to 14 hours. The amount of protein leakage was
determined to the four bacterial (Escherichia,
Pseudomonas, Salmonella and Staphylococcus).

(A) plaque assay showing different type of plaque
morphology and (B) TEM showing different phage typing
for E.coli, Staph. Aurues, Salmonella spp. and
P.aerugonosa different type

Fig. 1. Photogram of mixing phages for E.coli,
Saph.aurues, Salmonellaspp and  P.aerugonosa
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The used rubber nanocomposite caused damage
to the cell wall of the treated cell, which led to
leakage considerable amount of proteins. The
amount of protein leakage from the tested bacterial
cell was increased by cell suggesting cell wall
disruption mechanism. Theseresults demonstrated
that the amount of protein leakage of Escherichia,
Salmonella and Pseudomonas cellswasower than
that of Staphylococcus cells. So, Saphylococcus
cells were more sensitive to the antibacterial
property of the rubber nanocomposite than the
other three species. It could be provided that the
rubber nanocompositeto reuseit in water treatment
by washing with 75% ethanol solution to kill any
bacteria on the surface and then washed with
sterilized distilled water to remove any remaining
ethanol solution. So water treatment with rubber
nanocomposite become at reasonable costs. To
minimize pollution from their sources encourage
low cost treatment processes and force regul ating
laws.

DISCUSSION

The main aim of the bacteriological
analysesisto assessthe microbial pollution, which
is of a paramount importance in assessing the
related health problems. Among the three primary
bacterial indicators, total coliformsrepresented the
highest valuesfollowed by fecal coliformsand fecal
Streptococci. Also, TVBCs and 22°C recorded
higher density that at 37°C in untreated wastewater
. Nanocomposite treatment reduced the four
primary bacterial indicator. The reduction of the
bacterial count in untreated water sample and in
the nanocomposite treatment water samples by
spread plate count method. Hospital wastewater
contained numerous pathogenic bacteria that
dwell in the human intestinal tract and may
contaminate water body where hospital waste is
disposed. The wastewater samples were plated in
specific media to isolate the potentialy default
pathogens. According to scheme of biochemical
tests [8] VITEC kit and using specific media, the
pathogenic bacteriawereisolated and characterized.
Escherichia, Pseudomonas, Salmonella and
Staphylococcus, were the most frequently
distributed and isolated in hospital wastewater.
Physicochemical characters of hospital wastewater
samples had acceptable level of temperature and

135

pH, but low of TDS, BOD, COD and high of OD.

The discharged of physicochemical
characters due to contamination of the receiving
environment (water, soil, air) which could probably
be hazardous to human health. The improper
management of water systems may cause serious
problems in availability and quality of water®.
Further studies #?8, and investigated the
physicochemical and bacteriological quality of
hospital wastewater and observed the sameresults
asthat of the present study. The multidrug resistant
problem encountered in hospital is mainly due to
Gram-negative bacteria. The multidrug resistant
bacteria were estimated on specific agar plates
supplemented with antibiotic drugs (gentamicin.
ampicillin, Penicillin and Chloramphenicol) because
they have greater in vitro stability and commonly
used over the last twenty years. The similar
colonies morphology were selected individually
and identified by standard biochemical methods
and subject to drug susceptibility by the disk
diffusion technique’. The antimicrobial selective
pressure through indiscriminate use of antibiotics
has played asignificant rolein enriching the MDR
strains in the hospital wastewater. A sizeable
number of hospitals trains has become resistant
simultaneously to most of the available
antibiotics®.

Host specificity is central to selection of
suitable phages for wastewater treatment
applications®® 3, The clear plaque variant was
purified several times and on further infection of
the host cells™. % isolated two bacterial strains (E
coli and Salmonella spp.) from wastewater of Poona
hospital. Titer for phage against isolate 1 was
determined to be 2.5 x 10°PFU /ml and for phage
against isolate 2 was determined to be 1.9 x10* PFU/
ml by soft agar overlay method. TVC for the
wastewater samplewasfound to be 6.87 x 10° CFU/
ml, samewater wastreated with cocktail of phages
for 14 hours and significant reductionin TVC was
foundto be5x 10° CFU/ml.

Development of multidrug resistant
bacteria and emergence of multiple antibiotic
companies necessitates searching for novel
approaches to get rid of these multidrug resistant
bacteria. Phage therapy is an alternative to
overcome these threatening organisms, it is
essential for the success of phage therapy. Proper
phage must be isolated and enriched to produce

J PURE APPL MICROBIO, 10(1), MARCH 2016.
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adequate numbersfor application. The number of
phages to be used should be 3 to 10 times greater
than bacteria '*?” noticed that insufficient
concentration of host cells may also contribute for
phage decline. Phage enrichment normally includes
the inoculation of mixed environmental samples
and growth mediawith single host strain. Phages
decay and loss of infectivity may decreased its
efficacy for wastewater treatment. Reductionin
phage population may occur due to adsorption of
phage particles to sludge blocks and may reduce
the efficacy of phage treatment?. So the host and
phage ratio showed be maintained for success of
the treatment.

Rubber nanocomposite benefits were
mechanical properties, Improvement, increase
stiffness without loss of flexibility, increased
dimensional stability, chemical and thermal
stability, easy processing and recycling. The used
nanocomposite had been reported to significantly
reduce the bacterial load in water due to its
antimicrobial properties. Thisoccurred by bacterial
adhesion on the surface and then bacteria cells
disrupted and shrunk. These results were in
agreement with those reported by?4

The lysate phages of Escherichia,
Pseudomonas, Salmonella and Staphylococcus
were mixed and used for the treatment. After 12
hours of incubation, there was no Escherichia,
Pseudomonas, Salmonella or Staphylococcus
population in wastewater'® stated that almost 10%
of isolated phages from activated sludge were
polyvalent in nature. Many sewage waste treatment
systems are aiming for complete removal of
pathogen which require search for approachesthat
does not harm the environment. One such novel
approach is exploring the possibilities of rubber
nanocomposite bacteriaphages®™® for pathogen
removal. Theinoculation resulted in 100% removal
of pathogens from sewage water of incubation.

Results demonstrated that the amount of
protein leakage of bacterial cells was higher on
nanocomposite phage than nanocomposite only.
So, staphylococcus cells were more sensitive to
the antibacterial property of the rubber
nanocomposites than the other three bacteria
species. This was due to the difference in the
structure of cell wallsbetween Gram negative and
Gram positive bacteria. Whereas Gram positive
have a thick cell wall consisting mainly of

J PURE APPL MICROBIO, 10(1), MARCH 2016.
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peptidoglycan covering the cytoplasmic
membrane, while Gram negative bacteriahave an
outer membrane covering an inner thin layer of
peptidoglycan?. It seemslikely that the difference
of cell wall structure between Escherichia coli and
Saphyl ococcus aur eus bacteriawas an important
reason. A most important function of the outer
membrane is to serve as protective barrier which
hinders the entrance of bactericidal agents and
other toxic substances that might kill or injure the
bacteria These findings agree with a previous
report that also revealed Gram negative bacteria
were more resistant than Gram positive bacteria®,
The obtained results in this study demonstrated
that the mechanism of antibacterial activities of
the rubber nanocomposite were by way of physical
damage to bacterial cells which led to protein
leakage from the bacterial cells and shrunk cells.
Protein leakage and inhibition of cell wall
biosynthesis led to bacterial death?.
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