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Three vaccination regimes based on Clostridium perfringens (C. perfringens) type A, C or
combined AC toxoids were evaluated to detect if toxoid vaccines can prevent necrtotic enteritis
(NE) caused by clostridial infection in broilers. The vaccines were administered two times at two
weeks interval, then the birds were challenged with virulent strains of C. perfringens type A, C or
combined AC. Blood samples were taken after both first and second vaccination doses as well as
after challenge. Evaluating parameters included clinical signs, gross intestinal lesions, hemogram
[red blood cell count (RBCs), packed cell volume (PCV), hemoglobin (Hb), total leukocytic count
(TLC) and differential leukocytic count],serum biochemical assays [total protein (TP), albumin
(Alb), globulin (Glob), albumin globulin ratio (A/G), serum activities of alanine amino transferase
(ALT), aspartate amino transferase (AST), alkaline phosphatase (ALP) and uric acid (UA) values]
and ELISA test for detecting serum antibody titers. Results revealed that affected birds showed
marked depression, anorexia, reluctance to move, ruffled feathers and diarrhea. Numbers of
chickens with intestinal lesions in immunized challenged groups were greatly fewer than the
infected non immunized ones. There was an increase in RBCs, PCV and Hb. TLC decreased in
infected non immunized birds and increased in vaccinated ones. Heterophils were increased in
infected groups while, lymphocytes decreased. Prominent lymphocytosis was observed in
immunized birds. Results of biochemical assays showed that there was a significant increase in TP,
Alb, Glob, ALP, ALT, AST and UA and decrease in A/G. Results of ELISA test showed that there
was a significant increase in antibody titer after immunization paricularly after the second dose of
vaccination. The combined AC toxoid provided the greater antibody titer and best protection
followed by toxoid A and finally toxoid C. We concluded that results provide an evidence that
immunization of broilers with toxoid vaccines paricularly the combined type AC is safe, well-
tolerated and can protect broiler chickens against NE after the second booster dose of the vaccine.

Clostridia perfringens (C. perfringens) are  the organism in field cases (Parish, 1961;

spore-forming bacteria that can be found
anywhere. They are present in the soil, litter,
feed, intestine and droppings of all animals, but
they are more commonly isolated in large
numbers in broiler houses. Clostridia in low
numbers are normal inhabitants of all animal as
well as chicken intestines with no apparent
impact on the host (Niilo, 1980; Ficken and
Wages, 1997). Under certain circumstances, the
organism causes a spectrum of illness, which
includes subclinical disease, mild clinical
infection including diarrhea, as well as the more
commonly recognized fulminant disease,
necrotic enteritis (NE), one of the most
economically important enteric diseases in
broiler chickens that can result in outbreaks with
substantial mortality based upon identification of
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Kaldhusdal and Hofshagen, 1992; Kaldhusdal
and Lovland, 2000; Lovland and Kaldhusdal,
2001; Van Immerseel et al., 2004). The standard
approach in the poultry industry to protect
against this disease is through the use of
antibiotic feed additives that have been used to
control the disease for many years (McReynolds
et al., 2004). As the poultry industry has moved
to minimize the use of antibiotics, the incidence
of NE has increased creating an urgent need for
other methods of control as vaccines
(Connolly,2001; Kulkerni et al, 2006;
Thompson et al., 2006, Broussard et al., 2008;
Gobbi, 2008). Based on strong scientific
evidence and extensive experience with
clostridial vaccines for other animals, some
recent studies have been carried out on C.
perfringens type A toxoid (Heier et al, 2001;
Kulkarni et al., 2007; Broussard et al., 2008;
Gobbi, 2008; Newman and Ambrose, 2008) or
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C. perfringens type A and C toxoid (Lovland et
al., 2004) and have shown promising results.

The purpose of this paper is to evaluate the
currently recognized vaccination regimes of
toxoid in controlling the NE in broilers based on
C. perfringens type A, C and combined AC
toxoid with particular emphasis is placed on
clinicopathological and immunological changes
associated with these vaccination regimes.

Materials and methods
Birds. A total of 175 one day old commercial
Ross 208 broiler chickens obtained from El-
Wadi Company for chicken production at Sadat
city were used in this experiment. Birds were
kept on floors covered with wood shavings and
fed a balanced ration till the end of experiment.
Isolation of C. perfringens strains. Two toxin
producing C. perfringens strains A and C were
isolated from cases of clinical NE local chickens.
The isolates were fully identified by the
Department of Bacteriology, Mycology and
Immunology at the Faculty of Veterinary
Medicine Menufiya University. The diagnosis
was confirmed by Polymerase Chain Reaction
(PCR).
Preparation of toxoid vaccines. Toxoid
vaccines were prepared by adding formalin 0.3
% to the previously prepared clostridial toxins A
and C, incubated at 37°C and checked daily for 3
days. The solutions then were centrifuged at
5000 rpm for 5 minutes and the supernatants
were used as toxoid vaccines A and C. Complete
detoxification was regarded when 0.2 ml of
toxoid was injected intravenously into mice and
the mice survived after 8 hours (Gadalla et al.,
1969).
Experimental Groups and protocol. The birds
were classified into seven groups of chicken
each of 25. Primarily, the experiment started
with four groups. At seven days old, three
groups of birds were vaccinated with toxoid A
(TA), toxoid C (TC) and combined toxoid AC
(TAC) at a dose of 0.5 ml subcutaneously. The
fourth group was kept as a control negative (C -
ve). All groups were kept under observation and
were protected by vaccination program against
viral diseases such as Newcastle and Gumboro
virus diseases. Two weeks later (at 21 days old),
the three previously mentioned immunized
groups were given a second booster dose of
vaccines at the same dose rate.
Challenge of the immunized chickens. Two
weeks following the second vaccination dose, all
immunized birds were challenged with virulent
strains of C. perfringens type A (Ch A), C (Ch

BS. Vet. Med. J. 6™ Sci. Conf. Vol. 20, No.1

C) or AC (Ch AC) [Thioglycolate broth media
containing Log 10 CFU/ml (colony forming
unit) of C. perfringens was mixed with feed at a
ratio of 2:1 (2 liters of fluid media/1 Kg food) or
the fluid was added to drinking water at a ratio of
1:2 (1 liter of fluid media/2 liters water)) for 3
successive days. At this stage of experiment,
another 3 groups of non immunized birds each of
25 were infected also by virulent strains of C.
perfringens type A, C or AC in the same way as
immunized groups and considered as control
positive (C +ve A, C +ve C and C +ve AC;
respectively).

Blood samples. Blood samples were collected
three times, 2 weeks following the first
vaccination dose, 2 weeks following the second
vaccination dose and finally three days after
challenge.

All blood samples were classified into two
parts, the first blood samples were placed in
tubes containing sodium ethylenediamine tetra-
acetic acid (EDTA) for the hematological assays,
whereas the second blood samples were placed
into plane tubes, left for 30 minutes then
centrifuged for serum separation. Serum samples
were stored at —20°C until assayed for ELISA
and other biochemical tests.

Parameters evaluated.

Clinical signs and gross pathological lesions.
Birds were observed for any abnormal clinical
signs. The small intestine and liver were
examined for gross visible lesions. The intestinal
lesions were scored as 0 (no lesion), 1 (thin or
friable wall), 2 (focal necrosis or ulceration), 3
(large necrotic patches) and 4 (severe extensive
Necrosis).

Clinical pathology. The assays included the
hemogram [red blood cell count (RBCs), packed
cell volume (PCV), hemoglobin (Hb), total
leukocytic count (TLC) and differential
leukocytic count] and the serum biochemical
assays [total protein (TP), albumin (Alb),
globulin (Glob), albumin globulin ratio (A/G),
serum activities of alanine amino transferase
(ALT) , aspartate amino transferase (AST) and
alkaline phosphatase (ALP) and serum uric acid
(UA) values].

ELISA tests. Serum samples were analyzed for
determination of antibody levels using ELISA
technique. The optical densities were read at 405
nm with a micro-ELISA reader system. The sera
were considered positive when the absorbance
values were as or more than the cut off value (the
cut off value= double of the mean of negative
sera).
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Statistical analysis. Data were subjected to
statistical analysis using one way analysis of
variance (ANOVA). Means were compared by
the Duncan test at 0.05 level of probability.
Differences at p<0.05 were considered
significant. All data were presented as mean+
standard deviation (SD).

Results
Clinical signs and gross lesions. Affected birds
showed marked depression, anorexia, reluctance
to move, ruffled feathers, drooping wings and
head in addition to diarrhea. The birds gradually
became dehydrated and emit a foul smell.
Immunized groups showed similar but very mild
symptoms. No deaths occurred among chickens
of any group along the whole experimental
period. Gross lesions generally occur in the
small intestine, in particular in the jejunum and
ileum. Gross lesions included focal to large
necrotic patches with no hemorrhage. Results of
the intestinal lesion scores are shown in (table 1)
and revealed that challenged immunized groups
had significantly fewer numbers of chickens with
intestinal lesions in all score divisions
particularly in the group immunized with
combined AC toxoid followed by toxoid A and
then toxoid C (Fig. 1). No gross lesions were
detected in the liver or other internal organs.
Hematology. Results of hematological tests are
shown in (table 2). RBCs and PCV values
significantly increased particularly in C +ve
groups infected with C. perfringens type C and
AC, in addition to challenged groups. The
increase was less prominent in immunized
groups. Significant increases in Hb concentration
were observed in the C +ve groups. Immunized
groups showed decrease in Hb levels and
challenge did not result in significant changes in
Hb concentration.

TLC was decreased in C +ve groups and
increased in challenged and immunized groups
particularly in association with the second dose
of vaccination.

Results of differential leukocytic count
shown in (table 2) revealed that heterophil’s
percentage significantly increased in all treated
groups specially in the C +ve ones. With the
second dose of toxoid AC, heterophils were
slightly decreased. Lymphocyte’s percentage
significantly decreased in C +ve groups and
significantly increased in immunized ones. The
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increase was more pronounced after the second
dose of vaccination. In challenged immunized

groups, lymphocytes were  significantly
decreased but to a lesser extent than C +ve
groups.

Monocytes did not change significantly in C
+ve and challenged groups. On the other hand
monocytes were decreased significantly in
association with both vaccination doses of toxoid
AC. Eosinophils were significantly decreased in
C +ve A and AC groups in addition to both
vaccination doses of toxoid AC. In other groups,
eosinophils did not show significant changes.
Basophils were decreased in all treated groups.
Blood chemistry. As shown in (table 3),
significant increase in total protein  was
observed in C +ve groups as well as all
immunized groups particularly in association
with the booster doses. On the other hand
challenging of vaccinated groups with virulent
strains of C. perfringens type A, C and AC was
associated with significant decrease in the total
protein concentration. Alb levels increased
particularly in C +ve groups. Significant increase
in Glob concentration was recorded in all treated
groups specially in the immunized chickens
particularly after the second dose of vaccination
to be decreased again in the challenged groups.
A/G ratio was decreased in immunized groups
and did not show significant changes in C +ve
groups. After challenge A/G ratio was increased
in groups challenged with of C. perfringens type
A and AC.

Serum ALT showed significant increase in
AC immunized group and in C +ve A group. No
significant changes in serum AST were seen in
immunized broilers while activities were
increased in C +ve and challenged groups.
Serum ALP significantly increased in all treated
groups. Serum UA levels significantly increased
mostly in toxoid AC immunized group.

Results of ELISA test. Results of ELISA test
for evaluation of antibody levels are shown in
(table 4). The results revealed that there was a
gradual increase in the optical density values in
the immunized and challenged groups
particularly after the second dose of vaccination.
Combined toxoid AC gave the greatest antibody
levels followed by toxoid A and finally toxoid C

(Fig. 2).
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Table (1): Intestinal lesion scores in broilers infected with C. perfringens type A, C and combined AC
compared to their corresponding immunized challenged groups (Fisher’s test, P=0.05).

No. of examined Intestinal lesion scores Mean No. of chickens with
Group chicken intestinal lesions
0 1 2 3 4 0.86
C+ve A 15 2 8 5 0 0 0.73
C+veC 15 4 7 4 0 0 0.93
C +ve AC 15 1 6 7 1 0 0.24
Ch A 25 19 5 1 0 0 0.36
ChC 25 17 6 2 1 0 0.16
Ch AC 25 21 4 0 0 0 0.86

0=No lesion 1 =Thin or friable wall 2 = Focal necrosis or ulceration 3 = Large necrotic patches

4= Severe extensive necrosis

C +ve A = Non immunized group infected with virulent strain of C. perfringens type A.

C +ve C= Non immunized group infected with virulent strain of C. perfringens type C.

C +ve AC = Non immunized group infected with virulent strain of C. perfringens type AC.

Ch A = Group immunized with type A toxoid, then challenged with virulent strain of C. perfringens type A.
Ch C= Group immunized with type C toxoid, then challenged with virulent strain of C. perfringens type C.

Ch AC = Group immunized with combined AC toxoid, then challenged with virulent strain of C. perfringens
type AC.
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Fig. (1): Mean numbers of chickens with intestinal lesion scores in broilers infected with C.
perfringens type A (TA), C (TC) and combined AC (TAC) compared to their corresponding
immunized challenged groups (Fisher’s test, p= 0.05).
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Fig. (2): The antibody titer in sera of broilers vaccinated with first and secondbooster doses of toxoid
A (TA), C (TC) and combined AC (TAC) compared to their corresponding control positive and
immunized challenged groups using ELISA technique (read method is read and eject, single wave
length is 405)






OV od&) suaSutifiad ) Jo uTRnS JUS[NIIA [PIM PASUS[[BYD PUB JY PIOX0} PIM paziunwul dnoin = Jy YD)

0 odAy suaSuiifiad <) Jo UTENS JUI[NIA [JIM POSUS[[BYD PUB D) PIOX0} YIm poziunwul dnoin) = ) YD

"y odAy suadurifiod - Jo UIEnS JUI[NIA YIm POFUI[[BYO PUB Y PIOX0) M paziunwwl dnoln =y )
OV 9d&) suaSurifiad ") Jo urens JuSINIIA YHm paguo[[eyo dnoiS paziunuwul UON = IV 9A+ D
0 odAy suauiifiad ) Jo urenS JUS[NIIA M poud[eyo dnoiS poziunuwul UON = ) 9A+ D)
'y od&) suaSurifiad *) Jo urens JuanIIA M paSuo[[eyo dnoiS pazrunwiul UON = Y A+ D)
"DV P10ox0} JO 3SOp Isil{ = [JV.L

")V P10X0} JO 9SOP 19)S00qQ PU0dS = [[DJV.L
"D PIOX0)} JO 9SOP 10JS00q PUu0dAS = [[DL
"V PIOXO0} JO 9SOp 19)$00q PU0ddS = [[V.L

"D PIOX0} JO 350P 18I = [DL
"V PIOX0) JO 3S0p 18I = [V L

“JUSUBAT} ON = 9A-))
(S0°0 = d) 18 W2IPIP APIUuedJIUSIS 10U 916 19)39] SWIES oY} AQ PIMO[[O] UWUN[OD SUWIBS JY) UT SUBIA]
‘S SuBdW JIe SON[BA

Od 61°0F5S' dLy0F0T9  dD9 SSOFLETL d S6'0FLTOF A 00 TFLLOY DAV 08'€FT0ST AV TS0FIS'6  V S6'0F0S9E D€V LI0FSE'E JV ud
AddD LT OFST'T VCI'0FSI'L asd ¢’ 170511 a STOFLY 6¢E ad Ly 0FSy oy dV 0S 1FSL'8C  dV €5°0F09'6 D9 05 0FSTHE ajnd 6€°0FLTE 20D
A9dD 6T°0FLOT q STOF9Y d79°0FCI'CI ad ev'0FLS 6¢€ a I8 oFsy'1v V S8°0FLS 6T D0S0F0L'8 dV 60 1FSTSE ad vo'oFel’¢ vV U
D VYI'0FCH 0 d9€0FS8°¢ aosd ¢co'1+0C11 A9 8S°0FC6'9¢ V 9T 0FSY' 81 q ¢8°0FC10C V LI'0FO0'0I D49 I80F00¥¢ VII0FISE DVIA+)D
DAITOFOL0  ADII0F09'S O €9°0¥C6'11 d T8 0F209€ a S8 0FL1 9 Are 1706’81 AV €C0FLE6  VOSIFSL9E AV HO0FESE DA+ D
DJd 11°0F78°0 D YT 0F09'C V 177 0F0S €1 ad 19°077L'S€E D 8¥0F09 v dOUIFSS'61 AV ITOFOS'6 D 6TIFOSEE  ADTIOFSI'E  VIA+D
an 0s0¥0v'1 d1L°0FSY'E D L¥0F79°9 V 98°0FST 65 HOL 07006 dDEIVS0TFOSLT  AbEO0FSSL  ASTIFSTST  DATIOF6ST IIDVL
AdA 01°0FS0°1 d v 0FSe€ D €+°'0F09'9 V S6°0FST'8S D 06'0FL80¢E adnd 0€'¢r00’'Le D4 9¢0FS0°6 a 0S'0FSL 6T dd 81°0FH0°¢ IDVL
4dD 0T 0FST1 dd 6T0FL8 VY HA ¥8°0F01°01 04 85°0F09'8Y q S0 IFC9°S¢ ad 00'cF¥00'9¢C asy'oFey'L q S6'0FST9C DA 0T0F69°C IIDL
ad or'oFsy'l ad ¢soF0r's A9 69°0FC6'8 D ITOFCL9Y q LOTFS09¢ 3 61'0F8°0¢C d8CT0FS9'L  Ad 18°0F00°ST HD C0°0FLY'C IDL
v 1€0FL6' Od SY'0FLY'S d 1#°0700°8 D T8 1F00°8Y 10§ 1¥5T'9¢€ ds80FCI'ST  dE€90FSLL A S60FST6T d9 8T'0F98°C Iv.L
JAd 0€°0FL6'0  AAD TE'0FOE'S  AD [L'1FS9°01 g ¥ €¥50°0S 4 69°0FL8TE dL80FC1°0T  ALVOFOL'L  dELTFOSET IH 810°F5T'T IV L
V 6T0F01°C DI IS0FSL’S D9 88°0FL801 DOSIFITLY DA €V 1FS9'1€ ad €CTIFLEST AV 190F5S'6 A STIFSTST 1SI'0FLOT A-D
(%) siiydoseg :E%%m%m 5o mo..\o.,.woz s %omm..wa Iy m_E.m\nws: M/ 01x) 1L (Ip/ws) qH (%) ADd W.SMzu\mm dnoxp

'sdnoig paguaq[eys paziunwwil pue 9ARIsod [013U0d Furpuodsariod 119y} 03 paredwod

SP10X0} DV PAuIquiod pue ) “y 39dA) suadurifiod ) JO SISOP 0M] PUB dUO YIIM PIZIUNWWI SII[I01q Ul SAZUBYD [BIIS0[0IBWAH :(7) d[qe L

“1V 1 HATVS

01T



OV odK) suadutifiad - JO urenS JUSINIIA YJIM PISUS[[RYD PUR DV PIOX0) M pazrunwul dnoin) = Jy y)
D odAy suaSuiifiad <) Jo UTENS JUI[NIA [JIM pOSUS[[BYD PUB D) PIOX0} YIm poziunwul dnoin) = ) YD
'y 9d&y suadutifiad ") JO urRnS JUSNIIA M PISUS[[RYD PUB Y ProxXo) Y)m poziunwwil dnoin = v y)

"0V 9dA) suaSurifiad ") Jo urens JuonIIA Yym pasudfeyo dnoid pazrununur UoN = IV A+ D
D) odAy suauiifiad ‘) Jo urRnS JUSMNIIA M paFud[eyd dnoi3 pozmunwl UON = ) 9A+ D)

'y 9d&y suaSurifiad - Jo urens jusInIIA Yim pasuo[feyo dnoid pazrununur UON = V A+ D)

"DV P10x0} JO 9S0p 191S00q pu0d9§ = [[JV.L "JV PIOX0} JO 3SOp ISIL] = [DV L

D PI0XO0} JO 9S0P 19)500q PU0dS = [[DL *D P10X0) JO 3s0p 3811 = [DL

"V PIOX0] JO 9SOP 19)500q PU0IAS = [[V L "V PIOX0} JO 3sOp 1811 = [V.L
“JUSUIRAT) ON = 9A-)

"60°0 = d 8 JUIHIP APUBOYIUSIS JOU 2IB J9)I] SWES dY) AQ PAMO[[0] ULWIN[OI SWIES Y]} Ul SUBIIA]
‘S SuBOW I SAN[BA

d61'0F59°6 ajd oS +v¥91'8CI V 1179998 V €€F96'1C V SOFIL A 8T FI8T D90'F80°C HO ITFI8% IV UD
av CI'0FL6'6 V 0T IFCIECT qav 8 TFIT'H8 04V 1TF00°¥¢ qd10F¢9’ HA 9¢FITE D II'F00°C DA LT'FS6'V 24D
dLI0FL96 VOV T0FC6CEl gV ¢ 1F16°¢8 A TIF8S°61 V I0FEL d90FSLT 49 SOFLO'T HD 60'FLLY \ALS
dSTOFILL g 96'0FLO0C] 04V 1'T¥S9'8L J4dD STIFSL1T ao €0Fss” D SI'FER'E 04V 60 FC1'C d LI'FS6'S DV A+ D
H9T0FIT8 D4 S6'0FSL6TI 24V 6'vFSL 6L andyv T 1x0s€c q €0 FEY A vOFETE D 80F00°C d S0"FLO'S DA+ D
dSTOFLS 'L d 88°0FC8°0¢1 add 8'¢FE8 1L 04V ISFILET g LOFEY a 1T+sce D49V 60'FLO'T qdLTFCES VoA+D
V TTOFLTOT ad S8'0F8Y LTI ddD 00°CFIS'LY 04V ¢ IF16°¢T q y0'F0v V 8I'FS6'S D4V LI'FSTT V ST'FCLL IIOVL
d61°0FSL'6 dOLTFST ST A 00°9FISS 19 av 1'tFIT T HCOFIY dSIFe6't 29 TI'¥50°C DCIFLO'9 IDVL
D 60°0FL0°6 VoL TFCLTEL 4 00°sF8Y 6% d4dD9 00°¢F6v'CC d y0'F0v° V 60°FLY'S o4V ¥1'F0T°C OV 60 FLI'L IO L
ad 0T oFs9'8 ajd 0¢ 1+8¢'8TI 4 00°€¥CTTS dd 9 TFSS 0T acoFrs DI9I'FISE D SOFS6'1 A ITFSL'S IDL
dL1°0FC86 A0S I+€89°LTI 4 09°CF6L°0S d4dD49 9'1¥¢CCT H20F6¢ V I1'FSTS 04V vI'F01°C qgCIFseL IIv.w
D ITOFIE6 4 €6°'0FPLTCI Ad OLTFCLLS d4d L' 1F6T 1T 04 [0'F65° A4 90°FL6°C A 60FLLT IH vI'FILY IVL
D BTOFCLY DOTIFOSSIT 44d 0€°€¥¢8°09 JH LSFIS°0T qd €0FIY d60F8LT ad60FcL'l IvI=FISY 9A-D
v d1v LSV LTV /v qo1d qv dL dnoxn

‘sdnoi3 pagusyeyo pozrunwwl pue aanIsod [013u00 Furpuodsoriod oY)

0} paredwod sproxo} Dy paulquod pue ) ‘y odA) suasurifiod *) JO SISOP 0M) PUB QUO [HIM PIZIUNWIWI SIA[I10IQ UI SAZUBYD [BOIWIAYO0Iq WNIAS :(€) dqeL

ITI

['ON ‘0T '[OA JU0D 'S 9 [ 'PIN 1A S



SALEH ET AL, 112

Table (4): The antibody titer in sera of broilers immunized with one and two doses of toxoid A (TA),
C (TC) and combined AC (TAC) compared to their corresponding control positive and immunized
challenged groups using ELISA technique (read method is read and eject, single wave length is 405).

Type of toxoid 1st vaccination dose 2nd vaccination dose After challenge Control +ve

TA 0.648+0.11 Bb 0.875+0.09 Ba 0.838+0.10 Ba  0.425+0.10 Bc
TC 0.556+0.08 Cc 0.765+0.11 Cb 0.861+0.03 Ba  0.443+0.14 Bd
T AC 0.885+0.13 Ab 1.019£0.16 Aa 1.015£0.09 Aa  0.556=0.18 Ac

Values are means £SD.
Means in the same column followed by the same capital letter are not significantly different at p = 0.05.
Means in the same row followed by the same small letter are not significantly different at p = 0.05.

Discussion

C. perfringens is a Gram-positive anaerobic
bacterium that is widespread in the environment
and commonly in low numbers are normal
inhabitants of all animal intestines. Under certain
circumstances it becomes pathogenic. It is
certainly the most serious cause of clostridial
enteric disease in domestic animals and broilers
(Al-Sheikhly and Al-Saieg, 1980; Kaldhusdal
and Lovland, 2000; Lovland and Kaldhusdal,
2001 and Van Immerseel et al, 2004). C.
perfringens is now recognized as causing a
spectrum of effects including subclinical
infection, mild disease with focal intestinal
necrosis, diarrheal illness and liver disease. This
is in addition to the classic form of acute
fulminant necrotizing enteritis which results in
depression of the flock growth rate and high
economic losses (Ficken and Wages, 1997,
Kaldhusdal and Lovland, 2000 and van der Sluis,
2000). Since NE became a serious threat to
poultry health and a major concern for
companies that produce antibiotic free birds, it is
therefore essential to investigate methods of
prevention that include minimizing exposure to
known risk factors and vaccination.

The present paper was designed to evaluate
if the toxoid vaccine could protect birds from
exposure to NE. Our results are consistent with
the previous reports in that vaccination of
broilers with toxoid vaccines provide greater
protection in the face of NE (Heier et al., 2001;
Jayappa et al., 2005 and Schrader et al., 2008).
Examination of birds at necropsy revealed gross
intestinal lesion scores (table 1) generally ranged
from focal to large necrotic patches with no
hemorrhage. The classical fulminant severe form
of NE was not seen in the present study. Many
factors may influence the severity of the disease
associated with enteric pathogens, including
virulence, host susceptibility, immune status,

diet and the most important known predisposing
factor for NE, the coccidial pathogens (Al-
Sheikhly and Al-Saieg, 1980; Riddell and Kong,
1992). In the present study Coccidial infection
was not detected in any smears of colorectal
contents from all birds.

In birds previously immunized then
challenged by the organism, fewer numbers of
chickens with intestinal lesions were recorded in
all score divisions supporting that vaccination
reduces lesions and protects intestinal integrity
in broilers. Lovland et al., (2004) demonstrated
that Chicks from hens vaccinated with C.
perfringens type A toxoid had significantly
lower NE lesion scores compared to
unvaccinated birds. Gobbi (2008) found that NE
lesions were not observed in any of the broilers
from hens vaccinated with C. perfringens type A
toxoid.

No gross hepatic lesions were observed in
the present work. This is in agreement with some
reports stated that although hepatic lesions have
been described in birds with both classical and
mild forms of C. perfringens infection, most
cases of hepatic lesions were detected in the
more classical and severe form of NE
(Hemboldt,1971; Hutchison and Riddell, 1990;
Onderka et al, 1990 and Lovland and
Kaldhusdal, 1999).

The hematological results presented in this
study revealed that there was an increase in
RBCs, PCV and Hb particularly in the C +ve
groups. This is  probably due to
hemoconcentration due to diarrhea that could
result from a combination of fluid loss from
localized inflammation and decreased fluid
absorption due to disruption of the intestinal
epithelial barrier (Kaldhusdal and Hofshagen,
1992; Barker et al., 1993 and McClane, 2001).
Total leukocytic count decreased in C +ve
groups may be due to lymphopenia seen in these
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groups. On the other hand TLC increased in
immunized groups specially in association with
the second dose of vaccination may be due to the
pronounced lymphocytosis in response to
vaccination. Lymphopenia occurred in C +ve
groups while lymphocytosis was seen in
immunized birds. Lymphopenia is usually seen
in acute bacterial infections due to trapping of
lymphocytes in lymph nodes (Campbell, 2004a).
Stress associated with systemic illness is most
commonly associated with redistribution of
lymphocytes and thus lymphopenia (Campbell,
2004a). In immunized groups lymphocytosis
was observed due to enhancement of the B cell
function for antibody formation as indicated by
increased antibody titer (Lovland et al, 2004).
Heterophil’s percentage was increased in all
groups particularly in the c¢ +ve ones.
Heterophilia, generally characterizes bacterial
infections and conditions associated with tissue
necrosis in birds (Campbell and Coles, 1986). A
corticosteroid response associated with stress of
a systemic disease or vaccination in birds has
been found to reveal slight heterophilia and
lymphopenia (Campbell, 2004a). In immunized
groups, stress-induced lymphopenia may be
masked by the prominent lymphocytosis.
Monocytopenia is not considered a diagnostic
problem and wusually has no diagnostic
significance (Campbell and Coles, 1986).
Eosinophils decreased specially in C +ve groups
and in TAC group. Eosinopenia can be a
predictor of bacterial infection or it can be
induced by any stressful condition resulting in
release of glucocorticoids (Campbell and Coles,
1986).

Blood chemistry results showed increased
serum TP, Alb and Glob values. Elevated serum
protein in birds occurs with dehydration or if
there is increase in globulins (Campbell and
Coles, 1986 and Campbell, 1995). In the C +ve
groups these increases could be attributed to
hemoconcentration as a result of diarrhea. In
immunized groups, serum TP significantly
increased particularly after the second dose of
vaccination probably due to increased globulin
concentration as a result of high-tittered antibody
response to vaccination. Lovland ef al., (2004)
stated that vaccination of broiler breeder with
candidate vaccines based on C. perfringens type
A and type C toxoids results in a strong serum
immunoglobulins levels particularly of type G.

This approach is further supported by the
result of A/G ratio which was decreased in
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immunized birds
hyperglobulinemia.
Regarding to results of serum ALT and AST
activities as indicators of liver function, our data
demonstrated that there was an increase in the
serum activities of these enzymes despite the
absence of gross hepatic lesions. Some elevation
in serum ALT and AST has been found to be
associated with glucocorticoid excess so stress
associated with systemic illness can induce
increased serum activities of these enzymes in
chickens (Campbell and Coles, 1986). Some
authors mentioned that there is a little serum
ALT activity in normal chicken blood and ALT
is not a useful diagnostic test for liver disease in
birds, in addition serum AST is not liver specific
in birds (Campbell, 2004b). Ivins et al., (1978)
stated that a moderate increase of serum AST
activity (two to four fold increase) is seen with
soft tissue injury, whereas liver necrosis causes a
more marked elevation. ALP significantly
increased in the present study particularly in C
+ve groups probably due to enteritis. In the
chicken it was suggested that the intestinal
isoenzyme of alkaline phosphatase makes the
largest contribution to plasma ALP activity and
is affected by intestinal disturbances and
inappetance (Campbell, 2004b).

Although no renal lesions were reported in
the present work, uric acid was increased. Uric
acid is the end product of nitrogen metabolism
and is the major nitrogenous component excreted
by fowl (Campbell and Coles, 1986).
Hyperuricemia in birds occurs with starvation,
gout, massive tissue destruction, dehydration,
reduced feed intake or absorption and renal
disease (Campbell and Coles, 1986 and
Campbell, 2004b). Various authors have
suggested that the production of ammonia from
urea by intestinal flora and the resultant excess
ammonia absorption from large intestine can
elevate serum uric acid (Anderson, 2002).
Kaldhusdal and Hofshagen (1992) stated that
focal intestinal ulceration would be expected to
result in failure of nutrient absorption as well as
permitting absorption of products of tissue
necrosis materials present in the gut content that
can elevate some serum parameters as urea.

Based on results of ELISA test, there was a
gradual increase in antibody titer in the
immunized groups particularly in association
with the second dose of vaccination. Sera from
broilers vaccinated with C. perfringens type AC
had significantly higher antibody titers so that
provided the best protective effect followed by

probably due to
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toxoid A and finally toxoid C (Fig. 2). Further on
challenging, birds immunized with TAC were
provided with the greatest protection against
challenge. Heier et al, (2001) established that
flocks with high titres of maternal antibodies to
alpha-toxin had lower mortality during the
production period than flocks with low titres.
Gobbi (2008) demonstrated significant higher
levels of C. perfringens alpha toxin antibodies
after vaccinating hens with TA vaccine.
Cconclusion, the present data suggests some
evidence that immuno prophylaxis by using C.
perfringens toxoid vaccine may help reduce the
incidence and severity of NE and seems to be an
interesting and successful alternative for the
control of the disease in broilers. Based on the
clinicopathological data, all vaccination regimes
used were found to be safe and well tolerated for
broilers. No significant variation between both
doses of vaccines in their negative impact on
broilers was detected thus, booster doses of
vaccines are recommended as it provides higher
antibody titers. Toxoid AC is preferable as it
provide the best protective effect followed by A
and finally C. Further work is required to
confirm the utility of maternal immunization
with toxoid vaccines against NE and the effect of
vaccines on egg production, fertility and
hatchability under our environmental conditions.
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