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1. MIMssNMSIANNKSUImMAia FISH

1.1 5 M NaCl
%4 NaCl 58 n5u Tdaslusi Milli-Q  YSulSwasidlu 200 Tadans niuau

4 Y ] Y o
azaediodandldnainnu udl941i1 1 Autoclave

1.2 1 M TRIS-HCI
44 TRIS-HCI 31.5 3 Taaslwir Milli-Q 1J5u1lsuasdlu 200 Haddas i
THazate uazdlsua pH 7.2 @28 2M NaOH 11823911 14/ Autoclave (11in735 19 TRIS uanas 1%

TRIS-HCI Jumsasenans)

1.3 10% SDS
Y
aza1e SDS 10 n5u laaaluh Milli-Q  U5valSuasilu 100 Tadans so
aunMazawszunm 20 WA B ulua stock 11d09 Autoclave (1251038115 11 fume hood

M31271 SDS M lHinae 1M Iszmeno)

1.40.5M EDTA
o o 1 g} o a 3
%4 EDTA disodium hydrate 18.6 N34 Taagluiin Milli-Q 1U5u5uasiilu 100
Aa aa @ [ Y a <4 &£ Yo (% 3 2 o
Nadans YsumipH 7.2 @28 NaOH ¥Hiaudia #3010 1981uaum1n vaeoniuidairly

Autoclave

1.5 Formamide

] ' Aa aa 3 { g
uislavaoa appendoff 2 Haaans uazinuluidu



75

1.6 Mounting fluid (Anti-fading solution)

%

A2818 p-phenylenediamine (toxic) 100 Haan5y TuosMm NaCO, (pH 9.0) 10

A Aaa 1 a d < 4 A Aaa Y 9 o ] ]
HaaanT ADYA LAY glycerol 100 1Wosisua 'ﬁ\?‘lﬂ 90 aaans aulviiinu uuslavasa

=

A Aaa <3 1 a
appendoff Y11A 1.5 Haaans nuluniafeunigil 4 esrsaifed

Q QU

d
2. mam3eualan

4 oy § ! g’ o
a13a'lad (Teflon-coated slides) a2 3ANIi1N1a1i1e1 Teepol Yszunar 1 52 Tu9 1dd

Yy ¥ & b oqu L9y vy . sk 7 .
aneinauldazeia nalduie auluaisaie gelatin 0.1 1o51¥uA 1182 chromium

q
Ay

s S o A A ~ e
potassium sulfate 0.01 !ﬂﬂﬁlcﬁu@l ‘V]G]iJGlumﬂau ﬂqmﬂguﬂi$u1m 70 D3FLs ALY ‘VNGI;ﬁ}

Yy o % I Aa a A ) Y
LA Lﬂ‘U’c’fllﬁﬂGlUﬂﬁ@QﬂﬂJﬂ%ﬂLW@WﬁaiJﬁl%ﬂu
3. M31A383 Hybridization buffer

w3ou1UNa0A microcentrifuge tube YUIA 2 Uadans lagiau

5 M Na(Cl 360 ul

1 M Tris-HCl 40 ul

Formamide a pl (G'fi”uag:ﬁu Probe-g#13 NNARUIN N ii 1)

1{1 Milli-Q b ul (ﬂ'fuagiﬁ'u Formamide-g#113 190 1ANUIN N fi 1)
10% SDS 2l Angateiieflestunsanaznen Tag

Y & 4 Y Y o Y 1 0o q ¥ a Y
waﬂamummﬂummwaaﬂ fl]'lﬂl!lJﬂ?W-ﬁQ?fJﬁaﬂﬂclﬁHﬂﬂu ﬁ"lll!fllfﬂ%%ﬂﬂﬁlﬂﬂwfi]\illﬂ

v
[

2
WNewe JaNNoe NNFUAE Formamide 14Ms59u1dge M uen e



MIEMANUIN AN 1 MIaso Hybridization buffer

Table (Appendix) A1  Preparation of hybridization buffer
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15319 Formamide (u)=a

Y%Formamide UU¥QN

U31nani Milli-Q (ul) =b

0
100
200
300
400
500
600
700
800
900
1000

0
5
10
15
20
25
30
35
40
45
50

1,598
1,498
1,398
1,298
1,198
1,098
998
898
798
698
598

371 : Amann et al, (1995)

4. M3IA3834 Washing buffer

= =S =) an = 1
wseuluraearnae vua 50 Hadans laeuaiuilsznou

5 M NaCl
1 M Tris-HCI
11 Milli-Q

10% SDS

C

1

9

=<
U

50

[

N

4

=
H

¥ v
ul (Yuegi %Formamide-gA1319MANLIN N 11 2)

ml

1o

pgnuUS A NaCl-au1¥asy 50 ml

U

ul (Augaiie)
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Table (Appendix) A2  Preparation of washing buffer
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%Formamide NaCl (M) ¢ ul S M NaCl M5 MEDTA

0 0.900 9,000 -
5 0.636 6,360 -
10 0.450 4,500 -
15 0.318 3,180 -
20 0.225 2,250 500
25 0.159 1,590 500
30 0.112 1,120 500
35 0.080 800 500
40 0.056 560 500
45 0.040 400 500
50 0.028 280 500

‘ﬁm : Amann et al., (1995)

maumamann 713 Tnsuildlumsanmndad

Table (Appendix) A3  Probes were used in this study

No. Probe Sequence (5'-3") Labeled Specific Reference

name

1 FUB338 GCT GCC TCC CGT AGG AGT fluorescein

Domain bacteria ~ Amann ef al.,

1990
2 Lab158 GGTATTAGCA(T/C)CTGTTTCCA Cy-3 Lactobacillus spp. Harmsen et
and al, 1999
Enterococcus spp.
3 GV AGG CCA CAA CCT CCA AGTAG Cy-3 Vibrio spp. Eilers et al,

2000
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1. MIMUIUAININTTUNMITUE
4
AINTTUMITUEI (Arbitary Unit /ml) = 1000ul x A
Bul
A = Y Ao Y a
A ApAIANUIIDIRgAMENTI IFIAA T
A (A ' A
B avllsmasdrulanneaasluviqu

TIRE Schillinger s8¢ Lucke (1989)
2. mgnnanuaniGelud 1dua

Total number of bacterial (cell/g) = (axb)

(cxdxe)

a = number of bacterial cells per field of view

b = area of sample spot

¢ = area of the field of view (FOV)

d = volume and dilution of the sample applied

e = original volume of the sample used for hybridization

N Davenport et al., (2000) 418 Olivera et al., (2003)
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msumanuIn a1 Usnande L. plantarum luewinsdanimanes

Table (Appendix) C 1 Viable count (CFU/g) of L. plantarum in test diet

Viable count (CFU/g) of L. plantarum in test diet

Day
Tl T2 T3 T4
1 - 1.57x 10° 2.14x 10° 241x10°
2 - 1.13x 10° 1.85 x 10° 227x10°
3 - 1.07x 10° 1.69 x 10° 1.41x 10’
Mean - 1.26x 10° 1.89 x 10° 2.03x 107

v Y
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Table (Appendix) C 2 Water quality of this experiment

Treatment pH Salt (ppt) Alkalinity (mg/l) Temperature o)
T1 7.40-7.71 16 94.0-95.0 26-28
T2 7.36-7.76 16 93.0-94.0 26-28
T3 7.39-7.77 16 92.5-94.0 26-28
T4 7.37-7.71 16 94.0-95.0 26-28

Y a o YY '
NI NHNANHUIN A ﬁ 3 TJ53J1‘E11 L. p]antamm Gluaﬂﬁqwamm:Elzn’mmﬂc]

Table (Appendix) C 3 L. plantarum in white shrimp’s intestine at various time

Hour Tl T2 (cell/g intestine) T3 (cell/g intestine) T4 (cell/g intestine)
12 0 6.09x10°+2.29x10°  2.88x10°+1.50x10°  8.40x10°+3.27x10°
24 0 1.86x10'+3.47x10°  3.18x10'42.02x10°  1.27x10'+6.41x10°
48 0 4.97x10+1.31x10°  7.07x10°+1.94x10°  1.85x10'+4.86x10°
72 0 1.27x10+4.08x10°  1.27x10'42.22x10°  1.93x10'+4.60x10°

Means + SD. Using FISH, 5-15 microscopic fields were counted
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Table (Appendix) C 4 Vibrio spp. in white shrimp’s intestine at various time
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Hour  T1 (cell/g intestine) T2 (cell/g intestine) T3 (cell/g intestine) T4 (cell/g intestine)
1 3.04x10°1.15x10°  3.82x10°+5.27x10°  5.78x10°+1.38x10°  2.76x10°+1.24x10°
2 4.18x10"+1.18x10°  3.62x10°+8.37x10°  3.48x10°+1.40x10°  5.26x10°+1.26x10°
3 1.44x10'+3.88x10°  7.86x10"+2.49x10°  6.38x10°+2.02x10°  6.71x10°+3.58x10°
6 8.5x10"+2.83x10°  7.84x10°+1.81x10°  6.42x10°+7.01x10°  4.06x10°+1.10x10°
12 7.94x10°+2.94x10°  6.80x10°£6.92x10°  2.54x10°+1.76x10°  2.38x10°+6.62x10’
24 221x10°48.64x10°  8.75x10°+5.16x10°  4.65x10°+2.43x10°  1.76x10°+2.81x10°
48 4.26x10°+6.48x10°  3.16x10°£1.00x10°  3.24x10°+5.80x10°  2.67x10°+7.67x10’
72 7.18x10°43.25x10°  6.50x10°+2.06x10°  5.65x10"+1.24x10°  6.44x10"+4.95x10°

Means + SD. Using FISH, 5-15 microscopic fields were counted

v Y
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Table (Appendix) C 5 Effect on mortality following V. Aarveyiimmersion challenge in white

shrimp held for 14 days

Treatment

No. dead/no. total

Mortality rate (%)

T1

T2

T3

T4

R1
R2
R3

R1
R2
R3

R1
R2
R3

R1
R2

5/10
7/10
6/10

Mean% mortality+SD

5/10
5/10
5/10

Mean% mortality+SD

4/10
5/10
4/10

Mean% mortality+SD

2/10
4/10
3/10

Mean% mortality+SD

50
70
60

60.00+10.00°

50
50
50

50.00+0.00"

40
50
40

43.33+5.77"

20
40
30

30.00+10.00°

Mean within column not sharing a common superscript are statistically different (p<0.05)



