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APPENDIXES

APPENDIX A: Media Preparation
Bacterial Media

1. LB medium (Luria-Bertani medium)

Per liter:
bacto-tryptone )
bacto-yeast exaBets
sodium chlggMes o
Adjust pH to 7 sy oo at 121 °C for 15 min.

Add 10 ml of254 Roder Vigle and adjust pH to 7.0. For
plating, 20 gm agar is # e MO8laving per usuasl protocol.

Just before use, add 5 ml; 0 "M magnesium chloride.

FHiedium except that it
wt of sterile 1M solution
of glucose. ! |

Cell Culture M

Fgummmab WHINT

Per lite

QWMﬁmﬁﬂq’mmﬂﬂ

sodium chloride
disodium phosphate 2. 5 gm
Sterilize in autoclave. Store at -20 °C until use.

2. Growth medium for propagation of BHK-21 cells
Glasgow minimum essential medium (GMEM) as modified by
MacPherson and Stocker (1962) supplemented with:
tryptose phosphate broth 10 %
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fetal bovine serum 10 %
MEM non-essential amino acid solution 1 %
penicillin 100 TU/ml
streptomycin 100 ug/ml
Mix above ingredients in sterile double distilled water.
Adjust the pH to 7.4-7.6 with 1N HCI. Store at 4 °C and warm up
to 37 °C before use.

3. Maintenance medium for propagation of rabies virus
Maintenance medium is identical to growth medium except that it
contains 2% fetal bovin

AULINENINeINg
MIAINTAUNNIINGIAY
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APPENDIX B: General Techniques Employed in Cell Culture
1. Trypsinization of monolayer Culture.

Cells are most commonly removed from the culture substrate by
treatment with trypsin or trypsin-EDTA. If trypsin is being solubilized or
diluted from a concentrated solution, it is important to use a buffered salt
solution that contains no Ca™ or Mg"™". Adjust pH of trypsin solution to
7.4-7.6.

1. Remove medium from cultt
to remove all traces of serugliis iy
2. Dispend the prewarme®paiti-L %# s tion into the culture vessel to
completely cover the me B seroximately 2 min.

3. Remove the trypsi culture vessel into 37 °C
incubator untill cell Wagress can be checked by
examination with a stg :
4. Cells can be resuspegffc sl by gentle pipetting up and
down to disperse theflagf & Furty= N ANbe made for subculturing
or cell count. _ 9 '

and wash the monolayer with PBS

2. Titration of

Rabies virus ca SSany by a rapid tissue culture test
(Wiktor, 1973). In microfisgezhiis 4 ells are added to a series of
viral diluent and RaubISVERS are allOWEANGNENL, JA fter 14 h incubation,
the cell monolayerl# B¥ Jthe presence of rabies
virus infectivity. F 509 Wi> afii calculated according to
Reed & Muench meflt d {Lnrenz and Bogel 1975

1. Suspend thﬂ-ug amg%%m%}’mtﬁl with maintenance

medium (see Aﬂbeu %0

S U R A Y e

4. Add 50ul of BHK cell suspension containing 1.67X10° cells to all viral
dilutions and mix well by pipetting.

5. Place the microplate in the CO, chamber for 14 h.

6. Remove the cultural fluid, rinse once with phosphate-buffered saline
(PBS), fix in cold 80% acetone for 3 min and air dry.

7. Add 50pl of FITC-labelled antinucleocapsid conjugate (1:500 dilution in
PBS) to each wells.
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8. Return the microplate to the CO; chamber. Incubate for 1/2 h.

9. Drain off and rinse once with PBS, and then air dry.

10.Examine under Epifluorescent microscope using ten low-power (400X)
microscopic fields for 8 fields/well.

11. Calculate the 50% endpoint dilutions TCIDsj titres by Reed & Meunch
method.

The ‘starting point dilution’ 1s the dilution showing a infection next
below 50%. The formula given below is used to determine the difference
between the logarithm of the starting point dilution and the logarithm of the
50% endpoint dilution (‘differgledpgf, logarithms’). When the infection
decreases with increasing il \! ! #oend point dilution will be lower
than the starting point dilimeis e e of logarithm’ is therefore to
bg s_ubstracted from imesiesatithd o ipmcal of starting point
dilution.

For example iz 4, 8 SuShgasion give the following

results:
Virus 0. & & hat : , \ prulative total Percentage
dilution ) +ve fields infection
107 14 14/14 = 100
10 | 6 6/9 = 67
107 ) 1 1/11= 9
Total are accumulated fronz7557 i@l for negative numbers of field
observation from 16 “for posi field observation.

v, X .
o & 0 and the starting point

0% is 1447,

In ﬂ'liS exadl
dilution showing a irdbction next DEIOW

Cutaof BRI B i

Sﬂﬁfa-{hifa!l.ivitv next below 50 X ]og.arithng dilution factor

(infectivi % qinfectivi
Ll !ﬂ\'ii'l SN TANEIAE
Hende, “difference of logarithms® = 50-9 X1
' 67-9
=41 X1
58
=0.71
Since the 50% end point dilution is lower than the starting point dilution

and is calculated by substracting the ‘difference of logarithm’ as follows:
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log (reciprocal of 50% end point dilution) = log (reciprocal of starting
point dilution)-‘difference

of logarithms’
=1log 107-0.71
=7-0.71
=6.29
Hence,
log (50% end point dilution) =-6.29

and 50% end point dilution (TCIDs, titre) = 10"%

3.Cell Counts

Hemocytometer : of serveral methods
recommended for the dgoims gof Gesmshers. The technique is rapid
and simple without s ==0f o trument. Cells can be
counted under standarg

1. Prepare a cell susg
2. With a cover-slip 4
of cell suspension to
the cover-slip with offfe
action. -
3. Count all the cell in

*o transfer a small amount
eter. Touch the edge of
to be filled by capillary

squares.

Each squaie Vi Jfiih cove-slip in place,
represents a total & i jentration per ml can be
determined using l! alie -

cells per ml = averfige count per square X dilufén factor X 10*

AUEINENINYINg
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Appendix C: Other Laboratory Techniques
1. Measurment of RNA Synthesis

Synthesis of RNA was determined by measuring the incorporation
of *H-uridine into trichloroacetic acid-precipitable material as described
previously by Tobey and Campbell (1965).

1. Incubate the 100 uCi of *H-uridine (43 Ci/mmole) with 5 X 10°
monolayered cells at 37 °C in CO, chamber for 30 min.

2. Drain off and wash twice with 84 PBS.

3. Trypsinize the mnrmla}' '
pl of PBS. .
4. Dot 100 pl of cell swsme
disc (2.5 cm diameter

5. Immerse the disc
6. Wash three times iy
7. Count in toluené-bz
[w/v] POPOP in toléfie

e detached single cells in 500

chromatography paper

i1 (0.5% [wiv] PPO, 0.03%

ﬂ’LlEl’JVIEWI‘iW gIN7I
Qﬁﬂﬁ\iﬂiﬂmﬂﬂmﬂﬁﬂ
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