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2. Study of Factors Affecting Lhe Dot-Immunoblot System

2.1 Checkerboard titration to determined the optimal
concentration of primary and secondary antibodies
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Different dilutions of rabbit anti-rabies IgG
(RRIG),i.e., 1:50, 1:100, 1:150, 1:200 was titrated against
different dilutions of biotin-conjugated goat anti-rabbit IgG
(1:100,1:200,1:300,1:400 djilution ). Rabies antigen in the form of
PVRV and PBS served as positive and neqative controls respectively.

As shown in Table 1A , the most satisfactory result was obtained by

using a dilution of 1i and 1:300 of biotin conjugated
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2.1.1. The Specificity and sensitivity of Purified
Rabbit Antirabjes IgG (RRIG) and ERIG-BBL

The specificity of RRIG and ERIG-BL was determined by using
rabies vaccine and other non-rabies antigens such as HBs Ag, HSV-2,
HeLa cell and Verc cell. These protein was dotted onto the filter

and then incubated with pr ntibodies. Neither RRIG nor RIG-

BBL reacted with non-r t any concentrations. Optimal
dilution (1:100) RRIC was a tect as little as 1076

was equivalent to 40 ng
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and inactivat T . |
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sensitivity.

dilution of rabi
rabies antigen in PCEC

gave a much less
“and Rabdomun could be
arried out in similar
ﬁj';- v\k bies antigen in Rabdomun

and PVRV as well as 'f#Z'j;" ected respectively (Table 2B).

the optimal
horse radish
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were titra d with appropriate dilutans of primaw and secondary
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contidl: ind moene (107Y.! 1072 . 16~ ditukichs) ea vell a0 4 %
PBS - T as negative controls. As shown in Table 3 , it was found

that ABC at 1:1000 concentration gave the most satisfactory result .

2.4 Blocking agent for L’.Q.t;imau.u.qb_lﬂ_t

To block the nonspecific staining reaction, BLOTTO, 0.1 %
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Tween 20 in PBS and various concentrations of BSA ( 1%, 3%, 5%, 7%,
10%) were compared. BLOTTO appeared to be the best among these
three blockings materials. 5% BLOTTO (w/v) in 0.1% PBS-T was the
optimal concentration in decreasing the background without

disturbing the specific signal.
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and 911 6% respectively.

; Wmthrity of 100% and

As compared to Sellers' stain, dot-immunoblot was much more
sensitive than Sellers' stain. That was, of the 19 FAT and MIT
positive brains, 11 were Sellers' staln positive, a sensitivity of

only 57.9%. However, the specificity of Sellers'stain was 100%,
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namely none of 15 FAT and MIT negative brains was 8Sellers' stain

positive.

3.2 $Stored parotid gland suspensions and saliva on the dot-
immunoblot assay

In order to study the effect of storage parotid gland

suspensions and saliva preservative or cold room

without bactaxiustatln‘r,: g sre retested on dot-immunblot.

These specimens Were : mwn the initial testing

(freshly prepared Table 5 shows the

results with RRIC bf. the 29 rabid dogs, all

but one were posi sension immunoblot and 26

were positive on s g the sensitivity of 96.5%

and B9.6% respectivegly abid dogs, 21 and 19 were

negative on parotid s :1‘ a respectively, accounting
for a specificity of.8 ;’f:frf_' respectively with ERIG-BBL as
primary antlbn;” S . Bss , Of the 22 rabid
dogs, 18 were "?i ) ﬂ"sinn immnoblot and 16

T
Aty of 81.8% and 72.7%

on saliva immu lllot giving the sensitiv
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3.3 §Stored whole brain

Dot immunoblot was performed on 21 FAT and MIT proved
rabid brains and 21 non-rabid brains. Brain suspensions were

prepared from the whole dog brains and stored at 4 ¢ for 3 months
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before dot immunoblot assay. Using RRIG as the primary antlbody, a
sensitivity of 61.9% (13/21 rabid brains were positive) and a
specificity of 95.2% {20/21 non rabid brains were negative) were
found. With ERIG-BBL as primary antibody, the sensitivity and
specificity of dot immunoblots were 75% (18/24 true positive) and

100% (23 /23 true negative) respectively.

3.4 Fresh brainstem

One of thespeaso fo trﬁlvlty of dot immunoblot

assay on stored who I he the luting out effect " due

to the uneven d virus in the brain.

Therefore, brains nost abundant with rabies
virus were testedfw | echnique. Brainstem
suspensions were prgbared rom; 19 and hid and non-rabid dogs
:éspectively and esh) on dot - jmmunoblot with
both RRIG and ERIG- fy antibodies. This way, a
sensitivity ofy 10 ve}. and specificity of
88.8% ( 8/9 ' e negative] | .Pj ERIG- BBL and a
sensitivity of E 7% ; Frue oS5 hrem, and specificity of

88.8% lﬂfﬂﬁxue nefative) by using/RRIG. (Table 7)
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Ten gquarantined dogs were the subjects in this study. Six
dogs had developed signs of rabies before entry. BSaliva was
collected only once in 5 of these 6 dogs and twice in the remaining
dog,l.e.,agaln before its death. These 6 dogs were all conflirmed to

be rabid by FAT and MIT of the brain. All of the 7 specimens from
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these dogs were positive on saliva immunoblot, concordant with the
results of FAT and MIT of brain as well as with MIT of same saliva
specimen. The other 4 dogs were found none rabid and saliva was
sequentially collected , 4 times in 2 dogs and twice in the other,
before their releases from quarantine. All the 12 saliva specimens

from these dogs were negative,an saliva immunoblot, confirming the

results of MIT of sal .'.
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