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A0 B. peudomallei ¥iln Ara’ strains E287 ta E261 tilomnziaoali MVBM broth (311 9)
W1 intercellular slime matrix Thaug iviunidion/Souifeusy intercellular slime matrix Y430
¥iiA Ara strains G207 uay A2 fnziasely MVBM  oialsiamaSuia intercellular slime
matrix VOUA0YTIA Ara’ 714 2 strains (E287 t1ae E261) domnedsalu MVBM broth A§a811NAN
iformnzi@ealy BHI broth it 7) FuilunsmivayuramsdinsiziidadinaluTeflduds

{ { { 1 4 a < = o
uaa A Tugii 1 uazansied 2 AuaasinForiia Ara” Nawnsoaiielulowayld

i oa Y - B ] E4
310 8 amvinndesganssmisanasouvouFe B. pseudomallei ¥ Ara tiiormziaealy MVBM

(M) strain G207 (V) strain A2 wué’numzmsnuﬂtjuﬁmﬂu microcolonies 1ag¥ intercellular
. . 1 d‘ dy dl d” . . .
slime matrix (§Nf7) RN uNozaealu BHI (3 1N 6) UBNINU intercellular slime matrix

dy . & o o - A o . . d”
VDY strain G207 ENLﬂ1$ﬂulﬂuﬂ’s}11ﬂ’t)u1/lmlu1ﬂ6lﬁﬂluﬂ’:ﬂ intercellular slime matrix U9IL¥®

strain A2 (1899818 x 40,000)
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(M) V)

v 4 ) Y
5UM 9 mmanndesqanssmivianaTouvede B. pseudomallei ¥iia Ara’ tiformiziasalu MVBM
(n) strain E287 (W) strain E261 WY intercellular slime matrix Thaue luvuduion/s ey
Y v Y
AUNY intercellular slime matrix VDUFOYHA Ara strains G207 taz A2 nuwnz@ealu

MVBM (Ma9ue8 x 40,000)
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= = 1 . a Y ad ~ Y a
MfSaueunugUNT V0T B. pseudomallei Nai13lulovlanmnniiganazioaiigalumy
Neag

9 £ o A as o 1 dy
"lJ’é)ﬂ;l,a%Q!Lt’fﬂ\i%1u’3uﬂuﬁﬂﬁ18ua$’J‘ﬁﬂﬁﬂ1u’3mﬂ1 LD50 VOIB® B. pseudomallei strains

G207, A2, E287 uaz E261 1agld Reed-Muench Formula ttaadlussnai 3-6

v Al o 4 _ o d Al
M99 3 YoyadalFlumsmiuinm LD, ¥0u¥e Ara B. pseudomallei meviugia31alule

Wﬁu"lﬁ'mnﬁqﬂ (strain G207) 1ne3% Reed-Muench Formula

Cumulated survival values

Bacterial | Mortality Died Survived Mortality
Dilution Ratio Died Survived Ratio Percent

3’ 5/5 5 0 15 0 15/15 100

3! 5/5 5 0 10 0 10/10 100

3’ 3/5 3 2 5 2 5/7 71

3’ 2/5 2 3 2 5 2/7 28

3! 0/5 0 5 0 10 0/10 0

PSAIUIUAT LD,, V0UY0 B. pseudomallei strain G207

Proportionate distannce = (% mortality at dilution next above 50%)-(50%)

(% mortality at dilution next above 50%)- (% mortality at dilution next below)
= (71 - 50)/(71-28) =0.49
Negative logarithm of LD, end point titer = negative logarithm of the dilution above the 50%
mortality plus the proportionate distance factor

(corrected for dilution series used)

Negative logarithm of the lower dilution (next above 50% mortality) = 3.0

Proportionate distance (0.49) x dilution factor (log of 3.0) =-(0.49x0.5)
Log, LD, titer =3-0.245=2.755
LD, titer =3""

=20.74 CFU
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M M o 4 _ v d M
M3 4 FoyadalFlumsmiuina LD,, ¥0u¥o Ara B. pseudomallei meiugna31slule

Wéu‘lﬁlﬂﬂﬂdt‘m (strain A2) 1ne3% Reed-Muench Formula

Cumulated survival values

Bacterial | Mortality Died Survived Mortality
Dilution Ratio Died Survived Ratio Percent

3° 5/5 5 0 21 0 21/21 100

3’ 5/5 5 0 16 0 16/16 100

3* 4/5 4 1 11 1 11/12 92

3’ 5/5 5 0 7 1 7/8 88

3’ 2/5 2 3 2 4 2/6 33

MR LD, VY91¥0 B. pseudomallei strain A2

Proportionate distannce = (% mortality at dilution next above 50%)-(50%)

(% mortality at dilution next above 50%)- (% mortality at dilution next below)

= (88 —50)/(88-33) =0.69
Negative logarithm of LD, end point titer = negative logarithm of the dilution above the 50%
mortality plus the proportionate distance factor

(corrected for dilution series used)

Negative logarithm of the lower dilution (next above 50% mortality) = 3.0

Proportionate distance (0.69) x dilution factor (log of 3.0) =-(0.69 x 0.5)
Log, LD, titer =3-0.345=2.655
LD,, titer =3

=18.58 CFU
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M M o 4 iy d v
M1 5 Joyadaldlumsmuanm LD, ¥ou¥o Ara’ B. pseudomallei aaugha3iglule

Wéu‘lﬁ’mnﬁqﬂ (strain E287) 1ne35 Reed-Muench Formula

Cumulated survival values
Bacterial | Mortality Died Survived Mortality
Dilution Ratio Died Survived Ratio Percent
10° 4/4 4 0 11 0 11/11 100
10’ 3/8 3 5 7 5 7/12 58.33
10° 4/8 4 4 4 9 4/13 30.77
10° 0/5 0 5 0 14 0/14 0
10" 0/5 0 5 0 19 0/19 0

MIAHINUM LD,, vou1¥o B. pseudomallei strain E287

Proportionate distannce = (% mortality at dilution next above 50%)-(50%)

(% mortality at dilution next above 50%)- (% mortality at dilution next below)

= (58.33 —50)/(58.33-30.77) =0.3
Negative logarithm of LD,, end point titer = negative logarithm of the dilution above the 50%
mortality plus the proportionate distance factor

(corrected for dilution series used)

Negative logarithm of the lower dilution (next above 50% mortality) = 7.0

Proportionate distance (0.3) x dilution factor (log of 10.0) =-(03x1)
Log LD, titer =7-03=6.7
LD, titer =10"

=0.5x 10’ CFU
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M M o 4 iy d v
M1 6 Voyadaldlumsmuanm LD, ¥ouso Ara’ B. pseudomallei aaugha3iglule

Wéu‘lﬁlﬂﬂﬂdt‘m (strain E261) 1ae3 Reed-Muench Formula

Cumulated survival values
Bacterial | Mortality Died Survived Mortality
Dilution Ratio Died Survived Ratio Percent
10’ 6/6 6 0 16 0 16/16 100
10° 8/8 8 0 10 0 10/10 100
10’ 2/8 2 6 2 6 2/8 25
10° 0/8 0 8 0 14 0/14 0
10° 0/5 0 5 0 19 0/19 0

MIMUINUM LD,, VYoo B. pseudomallei strain E261

Proportionate distannce = (% mortality at dilution next above 50%)-(50%)

(% mortality at dilution next above 50%)- (% mortality at dilution next below)

= (100 - 50)/(100 - 25) =0.67
Negative logarithm of LD,, end point titer = negative logarithm of the dilution above the 50%
mortality plus the proportionate distance factor

(corrected for dilution series used)

Negative logarithm of the lower dilution (next above 50% mortality) = 8.0

Proportionate distance (0.67) x dilution factor (log of 10.0) =-(0.67x1)
Log LD, titer =8-0.67="7.33
LD, titer =10""

=2.14x 10 CFU
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a d
YNNI
@ a F) a o tﬂy a - . +
Tumsiadsuamsadraluleauveuso B. pseudomallei ¥ia Ara 25 strains 1 Ara
2 2
. . . . o . I
25 strains 1R8N 1% modified microtiter-plate test WU 181450 B. pseudomallei strain UES 11l
oa/’ A A o a 9 = o dy 1 . [~ [ 1
reference NNASUHBININNoA NS INMMIas ]y TolavvouTounas strain 1udasidu
1 dy . vy = = ! a 9
A0I%D B. pseudomallei strain UES 487 azanunsonlssuiisuanuuanaisvestsmnamsasiely
ard dy 1 . 9 (Y [ 3 = a
ToWduvouse B. pseudomallei 19z strain MINAIBATIAINITY  MANAMIANEIUSIIUMNS
aJd 1 1 g a - 1
a$191uToWdnTaon5 14 modified microtiter plate test WU ufIUFotA Ara” dauluajeunso
4 1 g a 1 g a - o % { a d 1 %
a$1910Teau ldunniuderiia Ara” uatioriia Ara sdunianadalulelduldmg iy
Y v
1oytia Ara’ (319 1)

4 = o § o A a o {
wedne luTeNduveude B. pseudomallei dofiugnaseluTofldndumniganasiios

v Y k2
WgANa¥ila Ara (strains G207, A2) 11aZ Ara’ (strains E287, E261) @onaedqansssmi wud 1¥e

q

Y 9 v Y
f10819919 4 strains 1HWAVIN (positive) @D PAS stain LAAII 1FONY 4 strains HUMITEAF198N3
o o dy = a d dy ;1 . 9
$1nans 1u'lamsn (carbohydrate) wonNHNavINMIANE U ToWduveUF0II 4 strains A2
Ia [ 4 a - o T W 3
Nd099aN3IIAIDIANATOU WUIUTOYIA Ara strains G207 taz A2 lanwazmssaunguiuily
Y
microcolonies 3J1ﬂﬂiﬂl%’é]°]mﬂ Ara’ strains E287 uag E261 uagdani intercellular slime matrix Tu
1 4 1 J ] I o o
QA microcolonies "UE)\‘ILGI?E]G?IJ’JEJ Intercellular slime matrix mmﬁmﬂmﬂumﬁm’mmﬂu"lamw
v A 9y 9 X A 9 o a Vo &
M3z IiauINedeNAI8 PAS 11ag ruthenium red HAzINEIVDINUMINAMITINNGNAITIY
Y
microcolonies VYOO
Y
HamsAnEszAUANTULTIIUMIne 15 (Level of virulence) Y4140 B. pseudomallei Tu
Y Y
vynaaoalumsAnefinui LD,, voubewiia Ara strains G207 Hag A2 HAUMIAY 20.74 1oy
Y
18.58 CFU @& 191 a2 LD,, You¥o¥ta Ara” strains E287 taz E261 Iawmny 0.5 x10” tag
7 o W J dy = dy Y [ = ~
2.14 x10" MuAIAY A1 LD, weude lunmsanyiiaeandoItunsAnyIved Ulett Laganz@s A
Y
ladnuszauanugunsslumsne lsavede B. pseudomallei ¥1a Ara 42 strains 1AZ¥UA Ara’
Y
2 strains TUMYNABOY (BALB/C) WU szauanuguusslumsnelsnveuso B. pseudomallei
2
FiIA Ara 083211 < 10 CFU 04 > 10’ CFU @2W1%0 B. pseudomallei 1 Ara” HzAUANUTY
Y
uselumsnelsnegsznin 2 x 10° CFU 29 10° CFU  uenaniidiaeandoanumsanyives
1 Y
Russell and Bell®® &4'145169711A1 minimum lethal dose Y0440 B. pseudomallei Wi Ara’ Tuwy

=B 1

nAavd (BALB/c) NIAWNNY >10° CFU
= =2 A Ldyl tﬂy Aa A 9 a J a a
UENUMIANINNINENITN WeouuaiFeiamnsoad vy Telaumazniayay Ia
' a d 1 a a
agneluluTelauiianudumusdenoudued (antibodies) 811FIU (antibiotics) ag A15A
& = . . ' 9 ' aa a A o A o 1 a3 s
1%99a%N (antibacterial agents) @199 lawNNIVARGeFHaReIRURLENIUBgTuYadREI

3 ard o S = &
(planktonic cells) Wonunil luTeAaudsenunsalniloadounniiGennszungiAunuues host 1a
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2
iy Unilouoruaiisenn complement activation Qg phagocyte-mediated killing (27 35-41. 47, 48)
1 2 1Y ald < o w 1 a . . A dy
ua luvazi@eniu ToTeduneaunsasidanstaesaisiiy (toxin) 18 metabolites DU VYOUFO
Y Y
SINIAIVANNITHAADONUDY planktonic cells T ldanuamnsoveudelumsnelsauuy
= [ . . Y [ 09/' dy A A a a ]
IBOUNWEY (acute inflammatory disease) anadRIe  AstiurenuaiG oI aay Taognmelulule
ald KR o d' 9 19 a dy [ . . . .
Wanvalninendesnumsina 15Aszez15059  (chronic phase), asymptomatic infection (dormant
[~ 09/ 4 a o a a
stage) 1agMINAUTIUGT (relapse) voa1sa 1HosnnunuInves luTeWayluna lamsinalsama
Aa o [~ ~ "o = dy 19 = dy 1 dy .
pooladads luduinswmidaoudsvazil uadoyannmsdneil wuduse B pseudomallei
a oA ad { 1 U [
wiia Ara Nas19luTeNdunniga (strain G207) wagtioaiga (strain A2) 1A LD,, Indifieariu
o = [ d' =) = dy a + d' 9 a o d‘
Turynaaes wazluimeuRernuien/Seuion LD, voudowiia Ara fai1eluTedlduuni
. 9 A . < A Y A @ ] = v A
qA (strain E287) naziiosga (strain E261) Turiynaaoannuniian LD, Indifestusunednui
dy a . & A J ad 12 1 a 1 <
wuluForiia Ara FagmiloudnluTedduevvs luliuniumaensing lethal effect 0619 1500
= ~ dy . a Y dil 3 o =
manfSeuiioy LD, vou¥onuas strain 9199205 U10HANINAADI IAGININTIZIF0NIHDIA 0190
o A A A A [ Y] [ 3 Ya v K 9 A a =
Passdouquenmilonnluledlauiuandny  auiugisedsldanaasunuanlumsdn LD,
& ) A = T &
VOUTO B. pseudomallei strain G207 wiziaedlu BHI fSoumeuduiomizidesly MVBM
A = a e & LY Y 7a
broth  tiosninwamsanesua luTeNauveuse B. pseudomallei Ar0naDIYaNIIMioan
Y 1 v 1 Y
ATOU NUIUFBUMIA3N intercellular slime matrix WoIiaeely MVBM 1nnluilemziaes
1 1 ' 2 ~ P Y [ Y
T BHI broth (3191 6 1az 8) FauaasiuelimsaiieluTedauunvuiomiziaeslu MVBM wa
= ' dy . . A dy Y Y A % A
MIANET LD, WUIWE B. pseudomallei strain G207 fwiziaeslu BHI 11 LD, Indifsanuiile
dy @ 3 1< ' a o g 1 0
mz@dealy MVBM broth  saiudaduly1dn msadeluleWduunnsedseveatesia i
¥ 2 A A 1 (a a o Ay 0o w
IR Tsaguusunniunsetiosas esnn liinlSunaluTedauszunuiedesnaunsasinanis
1 a dy Y o 1 Yy 9 9
Uapeasiy (toxin) Y0UFOUATAIUANNITHGADONVDY planktonic cells IAAINAIIAITIIA
v 1< @ 1 I v A 1 g A _ Ao
9619 150A 1M MInaaesfIna 1 dumsduigIUINYe B. pseudomallei FUA Ara’ 1Az Ara N
= . . 9 4 ] = v A= . . .
nAny LD, lunymaass (in vivo ) vzadeluTedausuRernuidansilu microtiter plate (in
. 1 I 1 4 QSJI a - a d . . 1 . .
vitro) ugiordu 'l 1@ uFenaxiia Ara” tag Ara’ ImsesreluTeWaulu in vivo @19910 in vitro
¢ o d A a 1
FedutudeslimsAnpunuauae 11/
oS/’ J 4 Py <3 1 ad g
udwamsanunieillddeyadosdungldmuiluTelauveuye B. pseudomallei 9199%
= 1 a 1w 1 Y ard A 1
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. a 9 o 9y 1 a = . . ax e .
pseudomallei DWAGIVOINVANVAIUNIUADIUOUAVOA (antibodies) 811/HTINE (antibiotics) 1A
9 491 = . . 1 o 9/43( dy 1 a [ g} Y
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MARUIN N

tg tg . . d' v Y ayd
911113408491%9 Modified Vogel and Bonner’s medium (MVBM) m@msmummin‘lﬂawau

RETIZRLLY
1. MgSO, 7H,0 02 g
Citric acid (anhydrous) 2.0 g
NaNH,HPO, 35 ¢
K, HPO, 100 g
Dissolved in order listed in glass-distilled water to a final volume of 919 ml with a
final pH of 7.2

2. After autoclaving, 1 ml of CaCl, 2H,O from a stock of 36 g/100 ml and 80 ml of a 25%

solution of D-gluconate were added; both of these were filter sterilized.
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