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Appendix A-1 Indirect ELISA

Indirect ELISA potocol
Coating plate with 100 Hg/ml somatostatin-pKLH conjugated 100 Hl/well.
Incubate 4 C, 16 hr.
Washing with washing buffer 150 M/well and shaking plate 1 min, 5 times.
Blocking with 1% gelatin in coating buffer 100 M/well.
Incubate 37 C, 1 hr.
Washing with washing buffer 150 M/well and shaking plate 1 min, 3 times.
Applying serial diluting of chicken serum in diluting buffer 100 Hl/well.
Incubate 37 c’C, 1 hr,
Washing with washing buffer 150 M/well and shaking plate 1 min, 3 times.
Applying rabbit-anti-chicken antiserum-HRP conjugated 100 Hi/well.
Incubate 37 oC, 1 hr,
Washing with washing buffer 150 Ml/well and shaking plate 1 min, 3 times.
Applying substrate in substrate buffer 100 H1/well.
Incubate at room temperature, 30 min in dark condition.
Stopping with 50 Hl/well 4N H,S0,.
Reading A490.
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Appendix B

Appendix B-1 msm3eumsazaeduiuenlilandana
E [ [
azany (NH,),S0, luhnday 500 fiaddns Uu hot plate azmsaunszisen Tutlondama

¥
Tdannsoazaiesie 1 1asn ududu (NH,),50, nelBndndes duia i sfuudaFaihanidla

Appendix B-2 msa3euasazaevoalaiivivles (phosphate buffer saline)
43 NaCl 8.0 n§u, KH,PO, 0.2 n¥1, Na,HPO,.12H,0 2.8 ¥ uag KC1 0.2 N3y azawly

v [
¥WINEY 1,000 Hadaas Ysuanuiunsa-ate sy 7.4

Appendix B-3 Msa3ena1sazaie EDTA 1iudi 500 fiadluas
@ ar :‘ o o aa w ¥ = 1 yulﬁf
%9 EDTA.2H,0 186 nfu asluinau 500 fiadfas dsuannulunse-are WA 8.0

A28 1N NaOH

Appendix B-4 M3ta3anmsazmaiolesdmTunisinaoy (coating buffer)
] ¥ ! 1
%9 Na,C0, 4.29 N3N, NaHCO, 2.93 3, NaN, 0.20 5y @usi1ndu 900 Nadans dium

=

1 Qs = = = 4 o
anudlunsa-aa THIR 9.6 A0 1v NaoH udrd5ualSues1idly 1 8as uhgungl 4 esmn

LY

R GG |

Appendix B-5 maasavasazmeivolesdmSunsas (washing buffer)
o = g 1=
14 polyethylene sorbitan monolaurate (Tween 80) 500 luTnsdas uozidu PBS 1950103
o = qs + =
e 1 8as aulddhiu fufigamgiives
Appendix B-6 M3nsaNensazany 1 % 10a1au
azansady 1 nfu JumsazaedmSumsiaiey 80 §adans AUUU hot plate U5

USuws 1l 100 Tadans

Appendix B-7 m'im?ﬂumsnxmﬂmsﬁ&ﬁu (citrate-phosphate buffer)
] = g} u'; oy oas
%4 citric acid (monohydrate) 10.30 154, Na,HPO,.2H,0 18.16 N3y @NUINAU 900 NADANT

o T [ [ = o =
Ufudranudlunsa-as 114 5.0 428 18 NaOH 150 1vHCI udnSuriSunas iy 1 Gas
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Appendix B-8 ﬂﬁlﬂ%‘ﬂuﬂ‘lia%mﬂﬁqtﬁlﬂﬁﬁ?m (stopping solution)
¥ ]
PITATEN 4N H,S0, 1lsznevdiudy H,S0, (98%) 21.36 indans aslushnaudiy

WSunsialu 200 adans

Appendix B-9 mstasaymsazaoiaqndriumsianndves ELISA
%3 O-phenylenediamine acetate (OPD) 0.048 n3U azawly citrate-phosphate buffer
= o an ° a o oa ¢ A w o ¥ ¥
USuns 12 daddes shlunaoanenssifudie evgiifissosdiNeduuas il Tasld
: - ¢ =
Vortex-mixer {8 OPD azatanuaud9 iy 0.03 % lalasnunlofoonled (1H,0,) 10 lulnsdas
~t - A @ v &4 A ' 4 A
(Msm3sn OPD vzwivuilodssnisldmnivilotnnmsazaissdonanmatesiaG uilegn

HASE19)
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Appendix C

msiavaingdiendeegansaed

Il v oy Y @ o ' . A o Y A A
aunsalfildinvinaingdlendasganssend Sond1 micrometer Geanusndalanzidoads

L
oo 4 =5
lunseu (micron, M) Ao 1/1000 fiadmns Tnv micrometer Usznoudavgilnsal 2 Fufe

1.

. = e <4 t ceay 1 9/ d a ' &

Stage micrometer uaﬂymzLﬂum«luﬁ"laﬂwmtwuummm VUIRLANAADYATINA 1L
P T 1 d? = g A I | o ] S o’: 1

’wuwuummmwuummummmJuGﬁmmﬂf] 100 D4 Iﬂﬂﬂﬂ]ﬂﬂ'l')ﬂutlﬂﬂﬂﬂ‘] 10

¥OI LABETOINTTOZHINNIND 0.01 adiuns
. - oo = ] g 4 o a 1

Ocular micrometer 3J'ﬁﬂ‘]alﬂ«l&ﬂuLLNullﬂ'JmﬂﬂﬂlJ"U‘H'IﬂWﬂﬂ‘Vl‘ﬂgclﬁa\ﬂuﬂﬁg'ﬂﬂﬂﬁlﬂﬁ

. 1 g A 9} ~ 1 e [] o 1 el 3

eye-plece 9‘1iﬂﬂﬁ'l\‘l‘UENLLNulLﬂ?NLLH?EﬁuﬂLm\ﬂﬂu‘Kﬂﬂmﬂ‘] 100 ¥4 Iﬂﬂll‘l]ﬂtl’]')ﬂu

1 [] i ] ] [ P . 3 Q d

Llﬂﬁﬂﬂ“] 10 D9 AR TDININUNINUY WQLLH')LE‘%}H%@Q ocular micrometer Hu‘ﬂﬁﬂ’]ﬂﬂ’lﬁ

ade ldussiaiannseldfauunning 18

ar ¥ . = 3 ar dy
A5 3puua 1ne 19 micrometer VUUADUAI

1.

1 a
a0 ocular micrometer A31UNTELDN eye-piece VDINADIYANTIAI TAvnDANIZUDN
. o 9 - A = . ] ¥
eye-piece BONINNADIUNINDUNNY lens BN LUDTDIKN eye-piece TTLHULUATUN
= 9 9 or dy
U scale Ad 1w UTITRAUUAUA W

o ' = 4
11 stage micrometer 11d09gAINEDIgANTINT Avzifiununudy scale BngANTIaY

ke

WU
] Ed [ 3
@Hanu gy scale Maaoeyaliiuiu TayIigasudui o 1siuiy
’ 3 ] i ~ '
11n9a 0 Miududl 18 lanudud scale Madosgaiuiuedianed uazeglndya o uin
~
nge
9 L] al c:’
AU TTUZH DY scale VY ocular micrometer AU
o mﬁﬁ 40 %949 ocular micrometer LA 10 H84 stage micrometer
1 709 ocular micrometer = 10/40 %84 stage micrometer
=0.25 x 0.01 Haamns
= 0.0025 Uafwms

=25 luasou
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6. haladinquidesquiunmifsa wyn eyepiece 1HuuAUEU scale VDI ocular
micrometer 111 TJuunTNYRIIRY WuHMITEILY scale AnoAduvnataguiah
el ﬁaffﬁmﬁ’iﬁ'ﬂﬂ;umﬁmq"lﬁ 17 %04

anuni1aveatag = 17 x 0.0025 Hadmas
= 0.0424 Nadtuns

=42.5 lupsou

Appendix D
MIANIUHINMTIFOUAATZU I SRIF A1 pHMCN
AgANALLEAIN 280 nm M1 0.02

AgANAULESA 214 nm (17U 3.01

protein concentration = 1.55 x absorbance at 280 nm mg/ml.

0.77 x absorbance at 214 nm

protein concentration = 1.55 x 0,02 mg/ml.

0.77 x 3.01
protein concentration = 0.013 mg/ml.

e d SRIF 7 ludoudy pHMCN M1A1 0.013 mg/ml. H3® 13 pg/ml.
1502879 50 mM NaCl 154195 100 ml.
dafusl sriF A lidoniy pHMCN 111 1,300 g
210 SRIF US1na 3,200 pg ludanii Wifeusy pEMCN 9ify 1,300 pg udas

13 SRIF 1szanat 1,900 pg MiouAAND pHMCN Aatili 59.37 %
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