APPENDIX A

Flowchart of standard processing steps
(Thailand Ministry of Agriculture and Cooperatives, 2006)

Lairage area Receiving of poultry

Ante-mortem inspection

(Stunning)

Bleeding

Dirty zone Scalding and defeathering
Carcass washing

(Head removing and shank cutting)

Eviscerating

Post-mortem inspection

Carcass washing

Chilling
Cutting
Clean zone

Weighing and grading

Packaging

Transportation of poultry carcass, meat and products

Note: Stunning, head removing and shank cutting steps can be omitted where

necessary or appropriate.
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APPENDIX B

Composition and preparation of reagent

Phosphate buffered saline (PBS)

1,000 ml of 1X phosphate buffered saline (PBS)

Composition
Sodium chloride 8.04¢g
Potassium chloride 0.2¢g
Disodium hydrogen phosphate 1.44 ¢
Potassium dihydrogen phosphate 0.24¢g
Distilled water 1,000 ml

Preparation

Dissolve the components in distilled water. Adjust the pH, if necessary, so that after
sterilization it is 7.4 + 0.2 at 25 °C. Dispense the basic medium into glass bottle. Sterilize

in the autoclave set at 121 °C for 15 min.
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APPENDIX C

Laboratory procedures

Sample preparation

10 g of chicken cecum Whole chicken
and small intestine OR carcass

‘ Add with 90 ml sterile PBS
(10! dilution)

‘ Rinse with 200 ml ’
PBS, 5 min shaking

l

Homogenize by

25 ml rinsing

stomacher, 2 min suspension
10 ml homogenized v
suspension
Add with 225 ml Bolton broth
Add with 90 ml Bolton broth + + supplement and
supplement and 5% laked horse blood
5% laked horse blood (107! dilution)

l l

‘ Homogenize with stomacher, 2 min ’

Make a 10-fold dilution usmg PBS

—
._bﬁ_>

102 1073
Initial suspension:
107! dilution
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Procedures of Campylobacter jejuni detection and enumeration using

direct counting method
‘ Sample ’
Detection .
. Enumeration
(contamination rate)
mCCDA
Initial preparation sample: Duplication
incubate at Drop 100 pl/plate
—
10! 10!

37°C,6h
415°C,44h+4h
Initial suspension:

Isolate on 107! dilution
% - -

mCCDA

—
Incubate at
— - —

415°C,44h+4h
=
Isolate on 10
Incubate at41.5°C,44h+4h

Count typical colonies

CBA
g and record number of
Incubate at colonies
¢ Streak

415°C, 44h+4h
CBA [:‘.'f' __ "j_':.]

Incubate at
415°C,44h+4h

Collect pure
culture intol ml ‘
sterile PBS ¢ Pure culture
Collect pure
culture mtol ml
sterile PBS
‘ DNA extraction ’

DNA extraction

After confirmation with multiple PCR, all samples positive to Campylobacter jejuni
are recorded. For enumeration, positive isolates are traced back to number of colonies

recorded at the beginning and level of C. jejuni of each sample are reported in the unit of

log CFU/g or log CFU/m.
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DNA extraction procedure

1 ml of pure culture
+PBS

————» Remove supermnatant

Centrifuge at 10,000 rpm,
5 min

'

Resuspend in 200 pl of sterile
distilled water

{

Centrifuge at 10,000 rpm,
5 min

y

Resuspend 1 500 pl of sterile
distilled water

|

Heat the bacterial suspension
in thermoblock at
100 °C, 10 min

v

( Cool down at 0 °C, 10 min ]

!

Centrifuge at 14,000 rpm,
1 min at 4 °C

'

Transfer supernatant to a new
microcentrifuge tube,
keep at -20 °C until use

— Remove supernatant

re
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Multiplex PCR and gel electrophoresis procedures

7 N

Prepare 15 pl mixture;

» 7.5 pl Quick Taq HS
DyeMix

» 4.4 pl sterile distilled water

* 0.3 ul each of MD16S1 and
MD16S2 primers

* 0.25 pl each of MDmapA1l,
MDmapA2, COL3 and
MDCOL2 primers

* 1.5 pl DNA template

Perform multiplex PCR under the condition

Step 1 Step 2: 35X Step 3
95°C 195¢°C
10:00 00:30 72 oC 72 °C
50 oC 01:00 10:00
01:30
4oC
(= =]

Run gel electrophoresis
1.5% agarose gel (+ Redsafe™)
110V, 30 min

View the gel under UV light
(302 nm) and record results
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