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APPENDIX I

Estimation of the LD__ of the Challenge Strain by Method of Reed

grid Muench (144)

LD of the challenge strain Cs in the mice gsve the

=0
nge @g in the BALB/cJ mice
—

Total Percent

following results

TABLE 6 LD

i1~}

DiTubich .« Morbd! ia

Rate Survivor Mortality
§
187 2 109
1 I 2 100
10° : @ 100
19" g 78
. %
19 ) 10
19° 17 ?
In thismex ple B on%cbor was 10 and 50 %

endpoint dilution fﬂ )# of the challemge strein b wes the figure

o Thi TENTNYIN
_smsmla iy -
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Calculate the " proportional distance " from the formula @

Proportional distance = 5@ percent—(mortality‘at dilution next below)

(mortelity next above)-(mortality next below)

Calculste the int dilution (ED__ )" or the " 50 X

lethal dose (LD_4 LANNY
AN

Log LD_, iter lower than 5@ %

roportional distance x

b v —

ion factor)

Y

J

& 3.5882

AUt Ingningans

i - log 3.5882

qRasAsEN I I

nisms




APPENDIX 11

MEDIA AND REAGENTS

: ‘ i ture S. typhimurium Cs and
Gso ., One liter of thesbrof NELE spared f‘ollows 3

‘ n hesrt infusion broth
(BBL , Cockeysvilleg Tty 'in. diskilled weter 1 liter and
sterilized by sutofieyfng 96,15 paunds) pressure (1217 C) for 15 min .

ied 2.002 % w/v galactose

hutrient  agar (DIFCO
Laboratories . Degoit ) ' Zﬂg in 1 liter distilled
water and heat t.o,p iling to chsﬂve completely . Sterilized in the

s P QY B THH VT

This medunn was u.sed to culture S typhimurium C and

Qﬁﬂﬂ\ﬂﬂ‘im SJWI’]‘V]EI’]ﬂ d

1.3 Soft Agar

Dissolved 9.7 % of nutrient ager (DIFCO
Laboratories , Detroit , Michigen , USA) in distilled water and hest
to boiling to dissolve completely . Sterilized in the autoclave for

15 min at 15 pounds pressure 1217 C) .
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This medium was used to keep S. typhimurium C_. end

Gao as the stock cultures .

1.4 Tetrazolium — Galacﬁose Medium

autoclaving for 15 min
at 15 pounds pressure
‘melted ager at 56°C and
added 5 ml of a stendli “-1*'.- / membréne filtrationa 1 % w/v

solution of Tetrazoli ienicals LTD, Boole England) in distilled

erential for S. typhimurium G,

end C_ . The str:; ,f;ﬁfnb galactose should

grow with a red c:&;' {iw J-,'s srew without 8 red

center . m
ﬁ%ﬁ%ﬁm‘ﬂfmqﬂi
q Wi'] WW?WHW@ e

Power of RPMI 1640 medium with L - glutamine
without santibiotics and sodium bicarbonate in a package of one liter,
was purchased from GIBCO Laborestories .

The preparation of 1 x liquid medium :

2.1.1 Measured cut 5 % less distilled water than
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desired total volume of medium , using & mixing container that was as

close to the final volume as possible .

2.1.2 Added powdered medium to 15 - 38° C (room

temperature) water with gentle stirring . (Did not hest water)

traces of powder .. Added 2. per liter of medium . The

Mediwn should be c . “afyep. pH had been adjusted , kept conteiner

closed until medium

| - 1y p?nad into sterile containers.
AUBINBRTNEING:
AR R AT

Powder of HBSS without sodium bicerbonate in a
paeckage of one liter was purchased from GIBCO Laboratories .

The preparation of 1 x liquid medium 3

* PH unit would usally rise 8.1 - .3 upon filtration .
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2.2.1 Measured out 5 ¥ less distilled water t.hari
desired total volume of medium , using a2 mixing container that was as

close to the final volume as possible .

2.2.2 Added powdered medium to distilled water st

d'

room temperature with ge

e of package to r‘emove‘ .all

r d volume with water .
Stirred until d o " % \ mix)
,e_i':':" of medium to 8.2 - 6.3 below

desired final workz

sed of 1 N NaOH or 1 N HCL was

recommended 1) '.
Y]
oH had beﬂ adjusted , kept container
closed until rned as filtered s

2:2:7 S{-‘aml:zed mnned:ately membrane

"‘ﬁﬁﬂﬂ\ﬂﬂim NM’]’JV]EH&EJ

2.2.8 Aseptically dispensed int.o s_t.erile conteiners.

2.2.9 Labeled and stored st 4° C .

* PH unit would usually rise @.1 - 8.3 upon filtretion .
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2.3 Complete Medium (with 18 % heat - inactiveted FCS)

The medium was wused to culture the PP cell

suspension . One hundred millilters of the medium were prepared as

follows
10 ml
2.1 ml
1.5 ml
10 m
198 m
wes, adjusted to 7.3 by using 1 M
NeHCO, , sterili menbrang £ilteaiion and stored at 4° C .
re the isolated PP after
dissecting from the sm ine e hufidred milliliters of the

ﬂUEW&IWﬁW@’]ﬂ? =

RPMI 1640 &o ml

ARIANATH RN %ﬁﬁ%ﬂcﬂ

2.5 Enzyme Solution

The medium was used to extract the PP cells . One

hundred milliliters of the medium were freshly prepared as follows :

Neutral protease (Sigme , Chemicel Co , St - Louis N
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Mo) 0.15 g
RPMI 1640 to 108wl

The medium was sterilized by membrane filtration and

kept at 37° C prior to use .

ed Salt Solution .

acellulaer killing assay.
One hundred milli septically prepared as
followed
"\f (DIFCO Laboratories ,
Detroit , Michi with gentle heating and
L 4

One liter of NSS was prepared as follows @

NaCL 8.5 g
Distilled water to 1,000 ml

The soclution was sterilized by autoclave at
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15 pounds pressure {121°C) for 15 min and stored st room.temﬁeréture.

3.1.2 58 X Saturated Sod_ium Bicarbonate

(50 % sat NeHCG_ )

milliliters of 50 ¥ sat NaHCO

d_ xo@ to distilled weter and

stirred until sd’ NeHCO_ end then mixed
saturated NaHCO_.5 \‘\\\X\
3
\\\ N

were prepared as foll

rilized by au.’c.oclave at

15 pounds pressure

“Intracel lular

————

u5€d to examine visbility '

of cells ., One hmidred milliliters of the & lubxon were prepared as

ﬂummmwmm

Trypén Bilue

’QW’WNT]?&*NWF}%EI’IQEI

3.2.2 HEPES Buffer , 1 M

follows

The buffer was an orZanic buffer used to
control the physiclogical pH range of the cell culture medie . One

molar soluticn of the HEPES buffer was prepared as follows @



107

HEPES (Sigma Chemical Co ,St . Louis , Mo)
235.3 g
Distilled water to 1000 ml

The solution was sterilized by membrane

filtration , and stored . HEPES buffer was ususlly employed

in cell culture medicl L he of 15 mM .

" solution edded , at the
time of use , & H edia to provide proper
buffering capacity Jna *1 ' - s_adium bicarbonate was

prepared as follows

84.01 g
1099 ml
; 77\.
vi ‘ erilized by - membrane

filtration , antmtroed a

ﬂ UH?WWﬂ?
Y RI1ANT ‘iﬁd ﬁﬁ’ﬂ%ﬁ"’ﬂ BE) vetimrme

‘Austr8lia) was heat - 1nac’c.avated at. 56° C (wat.er bath) for 328 min.
and then was sbored 85, = 2@ G W :

3.2.5 Gentamycin , 14,000 usg/ml

' The stock solution was prepared by dissolving

83 mg/2 ml gentamycin sulfate (General Drugs House CO , LTD ,4



108

Bangkok) in 6 ml of distilled water to @ concentration of 10,008
ug/ml and stored at —Zﬂ"_C » It wes employed in complete media at

concentration of 10 ug/ml .
3.2.6 L — Glubamine , 1 M

: ﬂaﬁion of L - glutamine (Sigma
58 P igs follows @

1! t. 146.1 =
- \\ \ i
l

Chemical CC, St Lbu

ml

@ C and was employed in

coﬁplete medis a

A u ‘,- for disrupting the
mecrophages in mne intracellular killing msay y was prepared by
adding 19 m¢ boviné gerum albuminf¢CSL ,Melbourne , Austrealias) to 1989

ml sterxlﬂuﬂg ﬂﬂn{eﬁpwglag to 7.3 with 8.1 N

NaCH . Bov: serum a]bwmn‘was added o protect t. bacteria against
%W}ﬂﬂﬂﬁﬂé 4 WIW’%%’] 18R EI

3.2.8 Hydrochloric Acid , 1 N

HCL ~ 1@ ml
Distilled water to 196 ml

Used to adjust pH .



3.2.9 Sodium Hydroxide , 9.1 N

NeOH 8.4 ¢
HEBL LT wakie Bo . ml

: Used to adjust pH .

20 o mg
109 mg
39 ml
45 L
25 ml

=2

ﬂuﬂqﬁﬁﬁ%Wanﬁ
ammnmwa«mmaa

Mixing 13 ml of solution A with 87 ml

solution B .

109

djusted to 6.6 pH end stored

of'



3.3.3 4 % Sodium NHitrite Scliution

NaNO_ 1 g

Distilled water to 25 ml

Thed medium w as, freshly prepas red by diluting
s 51 «W} CREETIEI Y %&Hﬁl 4 saing 3 al
of' Hex zotized parsrosaniline and 2.85 § of - napthyl acetate (Sigma
Chemical €O, ST Louis ; MO) in 2.5 ml of ethylenglycolmonomethylether
(Merck , Germany) .

The mixture was adjusted to 6.1 pH with 1 N
NaOH , then filtered .

110



3.3.7 1 % Methyl Green Solution

Methyl green 1 g
Distilled weter 166 ml
g
ml

8.4 of luorescent Ant ibody

aline , 7.2 pH

g
2.2 g
115 g
. A @.186 g
Distillediwater to 1060 ml

ﬂuﬂﬁﬂﬂwﬁwsﬂnﬁ
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Thig PBS was Justed to 7 pH and stored at

CQ W’%&@ﬂ?ﬁ&%ﬂ%ﬂ’%ﬁﬂ

3.4.2 Methanol , AR Grede

Methano! (BDH Chemicals LTD . Poole England)

was fixative for bacterial antigens .
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3.4.3 Conjugate

Fluorescein -labeled swine anti - rabbit
immunoglobulin (DAKOPATTS , Denmark) was kindly given by the Virology
Unit , Department of Microbiology ., Faculty of Medicine s

Chulalongkorn University

PBS - buffered glycerol
] b\

solution , usedl agfMPUAPIng medium sbined 88 ml of glycerol

solution (DIFCO L~v- Mic igan , USA) with 16 ml of

PBS 7.6 pH .

AULINENINGINT
RIANIUNRINEGIAY
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