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Appendix A-2 mswBanneulasifiuanza s (working titer),

Working Titer Protocol.
1. Adding 100 uliwell of chicken serum in coating buffer.
2. Incubate at 370C, 16 hr,
3. Washing with washing buffer 150 uliwell and vigorous shaking with microtiter plate mixture 1 min, 3
times.
4. Blocking with 1% gefatin in coating buffer 100 ul/well
5. Incubate at 370C, 1 hr.
6. Washing with washing bufler 150 ul/well and vigorous shaking with microtiter plate mixture 1 min, 3
fimes.
7. Applying the dilution of Rabbit-anti-chicken antiserum-pCRP conjugated at 1:10, 1:100, 1:1,000,
1:10,000, 1:100,000 and 1:1,000,000 in diluting buffer.
8. Incubate &t 370C, 1 hr.
9. Washing with washing buffer 150 uliwell and vigorous shaking with microtiter plate mixture 1 min, 3
times.
10. Applying substrate in substrate buffer 100 uliweli.
11. Incubz'e at room temperature, 30 min in dark conacition.
12. Stopping with 50 uifwell 4N H,80,.
13. Reading A490.
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Appendix A-3 indirect ELISA.

Indirect ELISA Protocol:
1. Coating plate with 100 ug/ml Cholesterol-3-pKLH conjugated 100 ul/well.
2. Incubate 40C, 16 hr.
3. Washing with washing buffer 150 ul/well and vigorous shaking with microtiter plate mixture 1 min, 3
times.
4. Blocking with 1% gelatin in coating buffer 100 ul/well.
5. Incubate 370C, 1 br.
6. Washing with washing buffer 150 uliwell and vigorous shaking with microtiter plate mixture 1 min, 3
times.
7. Applying serial diluting of chicken serum in diluting buffer 100 ul/well.
8. Incubate 370C, 1 hr.
9. Washing with washing buffer 150 uliwell and vigorous shaking with microtiter plate mixture 1 min, 3
times.
10. Applying Rabbit-anti-chicken antiserum-pCRP conjugated 100 uliwell.
11. Incubate 370C. 1 hr.
12. Washing with washing buffer 150 ul/well and vigorous shaking with microliter plate mixture 1 min,
3 times.
13. Applying substrate in substrate buffer 100 ul/weil.
14. Incubate at room temperature, 30 min in dark condition.
15. Stopping with 50 uliwell 4N H,SO,.
16. Reading A490.

=** Background as pKLH.
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Appendix A~4 Serum cholesterol determination.

Serum Cholesterol Protocol:

1. Adding 100 ul chicken serum in 25 X 150-mi glass tube.

Adding alc. KOH 10 ml.

Incubate 37°C, 1 hr.

Adding petroleum ether 10 m! and vigorous shaking with Vortex 1 min.
Adding 5 mi distilled water.

Vigorous shaking 1 min with Vortex.

Collecting petroleum ether phase.

@ N @ o A N

Dryness
Applying substrate and incubate 30 min.
10. Reading A,
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Appendix A-5. Egg yolk cholesterol determination.

Egg Yolk Cholesterol Protocol:
Egg Yolk Preparation.
1. Egg boiling 10 min.
2. Weighing shell, Egg White and Yolk.

3. Storing in plastic bag with air tight, 4°c.

Yolk Cholesterol.

pu

Weighing yolk about 0.8 grams.

Grounds with pumice stone (50 mesh).

Adding 18-ml petroleum ether: ethanol (2:1) and 6 mi distilled water.
Vigorous shaking with Vortex 1 min.

Centrifuge 1,000 round per minute 10 min.

Collecting petroleum ether: ethanol phase and dryness.

Adding 10 ml alc. KOH and 5 m! distilled water.

incubate 70°C, 90 min.

© e N @ ;N

Adding 12 ml petroleum ether and 6 ml distilled water.

—
o

. Vigorous shaking 1 min.

—
——

. Centrifuge 1,000 rounds per minute 10 min.

—
[\

. Collecting petroleum ether phase and dryness

-
W

. Applying substrate and incubate 30 min.
. Reading A,

—
=N



Appendix B

Appendix B-1. NMSIASEANAITREAIEDNAIUDH IHUENTRINA

azart (NH),S0, luhinfdulfuinidiunnneuss hot plate  azaiaunseia
uenludodanldanansnararasalllsdn wadliisn (NH,),50, aduBndnties s
WinAundaainan s
Appendix B-2. nnaiaseng1saratenadiriniwiwas (phosphate buffer saline)

49 NaCl 8.0 n3y, KH,PO, 0.2 n¥, Na,HPO,.12H,0 2.8 nfuuaz KCI 0.2 ndu
ara1e EINaY 1000 Haddss Yfuanuauitiunga-ae Wvintu 7.4
Appedix B-3. NTLASENEI1TALATE EDTA LINGU 500 AR Iuas s

49 EDTA.2H,0 186 nfuasluinndy 500 fadans ihntmifanlasSonlediandes
Uuararaunsa-aneIiivinb 8.0 Wald EDTA azana

Appendix B-4, nsimsengrsararetinas{miunisiaiiau (coating buffer)

41 Na,CO, 1.59 nfuuas NaHCO, 2.93 niu axatluiindu 1000 isdans Uiue

ansilunsa-analdiniy 9.6 Tauld monobasic vita dibasic
Appendix B-5. mstasaadsazansivinasf miunngane (washing buffer)

P
14 normal saline #ifl 0.05% (viv) 224 Tween-20



81

Appendix B-6. NM9LASENENTATATE 1% QAR AU

Faaain 1 nfuaraislugtsazanstivinesanuiunisirfeu 80 AaRAHT AuAE
uviaudimdnuuinn Wegnsiau (hot plate with rmagnetic stirrer) ANAUNTEVIIRANAUAL AN

wua YSuFunms1ila 100 HsaaRs

Appendix B-7. maiasenasaragiines&msunisi3asns (diluting buffer)

l'ii’mmzmﬁﬂ'amﬂmﬂﬂkﬂ'a‘?ﬁﬁ 0.05% (viv) Tween-20

-] v v ar
Appendix B-8. MaLATENATAIRUAMTUNTWAIUNEY DS ELISA

%1 O-phenylenediamine acetate 18 HNaaniuluansazauansiesy (substrate

buffer) 12 fiafams uay H,0, Wudu 35% iunou 20 Tulnsting

< & o :
Appendix B-9. N15IATENEITREA18E15AIAU (substrate buffer)

1 citric acid 7.3 nfuuRs NaHPOL.2H,0 11.86 nfu seareluingu 1000

fadars Yiudiranuilunga-snelivindu 5.0

. - & s v ar
Appendix B-10. MSIATBHAITALAIEAIARR MIUNIWAIUNIRZRIN ST
TriadIRasaa

_ . . |
1 49ueRd glacial acetic acid, 1 ®IUTBWINAUUAY 3 ROUINIAFREAE A

Usznausioy FeCl,6 Hafansiu H,PO,94 fiadans
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T8 wprAun wiulng
T4 1heu Thilm 2 SUAN 2516
UsedRnsAne fdsnsAnmduisonfnmreuans TeaBuuuafiung
gian i Sandadeelud Unshne 2534
AManeAnsByyianedanftugin (nensAand)

ANIVTRRIANERT LuIneduFoslvd Tnnsfnen 2538



