3.1

3.2

(Penaeus monodon) 3-4

1
2 (glass homogenize!")
3 (centrifuge) Sigma Z-15
4 (speed vacuum concentrator) Savant
5. (suction pump)
6 (sonicator) Crest
7 HPLC (high performance liquid chromatography) Gilson
8 (fraction collector)
9 (column)
C18 46 x 250 Vydac
C8 4.6 x 250 Microsorb-MV .Rainin
Cyano 4.6 x 250 Microsorb-MV.Rainin
10. MALDI-TOF MS (Matrix assisted laser desorption
lonization time-of-flight mass spectrometry) Bruker
11. C18 Sep-Pak cartridge Waters
12. (nitrocellulose membrane) Bio-rad

13. autopipette tip
14,
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15, ultrafreezer (-25 °C, 70 °C)

16. (hot air oven) Memmert
17.

1. (dry ice)

2. Methanol (analytical grade) Merck

3. Acetic acid (analytical grade) Merck

4. Acetonitrile (analytical grade) Mallinkrodt
5. Acetonitrile (ACN, HPLC grade) Mallinkrodt
6. Trifluoroacetic acid (TFA, analytical grade) Fluka

7. Trifluoroacetic acid (TFA, FIPLC grade) Sigma

8. Heptafluorobutyric acid (PIFBA, FIPLC grade) Sigma

9. Sodium chloride (NaCl) Fluka

10. a-Cyano-4-hydroxycinnamic acid (CCA) Sigma

11. Fluman angiotensin I Sigma

12. Insulin from bovine pancreas Fluka

13. Bovine Serum Albumin (BSA) Sigma

14. Diaminobenzidine tetrahydrochloride (DAB) Sigma

15. 25% Glutaraldehyde Sigma

16. 30% Plydrogen peroxide (F02)
17. 1% cobalt chloride (CoCI2
18. Phosphate buffered saline (PBS) 0.15 M pH7.2
19. Antibodies
- Mouse anti-CFHFH antiserum
- FM-23 (mouse anti-FMRF Monoclonal antibody)
- AF1-62 (mouse anti-KNEFIRFamide Monoclonal antibody)
- AF2-32 (mouse anti-KFIEYLRFamide Monoclonal antibody)
- Rabbit anti-human PP6 antiserum
Rabbit anti- PDF! antiserum
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20. Goat anti-rabbit IgG H and L chain horseradish peroxidase
conjugate (GAR-HRP) Bior&d
21. Goat anti-mouse 1gG H and L chain horseradish peroxidase
conjugate (GAM-HRP) Biorad

RP-HPLC
Dot-ELISA RP-HPLC
MALDI-TOF MS

331
3-4
0.9% NaCl
-0 C

3.3.2
1,000
( ; c o 190:1:9) 3.5
glass homogenizer 4+°C 2
10000 g 10

(supernatant) (pellet)

(TFA)

4 °c 2

(speed vaccuum concentrator) 0.1% trifluoroacetic acid
3 C18 Sep-Pak cartridge
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50% acetonitrile  0.1% TFA 80% acetonitrile  0.1%
TFA acetonitrile
20% acetonitrile 0.1% TFA
acetonitrile 10% acetonitrile ( 3.1) (
Sithigomgul and Stretton,1995)
333 RP-HPLC
1 3.3.2 FIPLC
C18 4.6 x 250 A (0.1% TFA)
B (80% acetonitrile  0.1% TFA) 10%  80%
B 1
B 1%
215
(fraction collectar) i
2 Microsorb-MV C8 4.6 x 250
A (0.1% RFBA) B (80% acetonitrile  0.1% FtFBA)
10% 75% B
B 1%
215
1
3 Microsorh-MV Cyano 4.6 x 250
A (0.1% TFA) B (80% acetonitrile  0.1% TFA)
20% - 35% B 1
B 1% B 35% - 50%
B 0.5 %
2 50% - 70% B B
1% [
215



Eyestalks
l

Dissection
Sinus glands

Methanol : acetic alcid THD (90:1.9)
l
Homogenize
| 4°C, 2 hrs.
Centrifuge
1100009 10 min__
Pellet
Supernatant Re-extract

Supernatant
I

r ~
Concentrate

| 01%TFA
C18 Sep-Pak cartridge
| 50% ACN/0.1% TFA
Concentrate
j 10% ACN
HPLC

3.1

32
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Dot-EUSA ( Sithigomgul
and Stretton,1995)

3.3.4 ' ,  Dot-ELISA
RP-HPLC
RP-HPLC
25-100 BSA 1
phosphate buffered saline (PBS) 2
1
RP-HPLC
60°c 30
0.4% glutaraldehyde 40°c 8
glutaraldehyde 0.2% glutaraldehyde
30 4 15
(block) 0.5% blotto 30
' " indirect immunoperoxidase assay
mouse anti-FMRFamide monoclonal antibodies (FM-23 1:100: AF1-62
1:200 : AF2-32 1:500) 1mouse anti-CHH antiserum ( 1:10,000) 1rabbit
anti-human PP6 antiserum rabbit anti-PDH antiserum 8
0.5% blotto 4 15 goat anti-rabbit 1gG H+L
horseradish peroxidase conjugate (GAR-HRP) goat anti-rabbit 1gG H+L
horseradish peroxidase conjugate (GAM-HRP) 1:1,500 5% blotto
8 0.5% blotto 4 15 PBS
1 0.03% diaminobenzidine

tetrahydrochloride (DAB) 10.006% hydrogen peroxide (H22, 0.05% cobalt chloride
(CoClI2 5 ( 3.2)



RP-HPLC
335
25-50
1) .
(probe)
2)
3) .
100 pmol/ml
1
4) .

positive ion mode

Dot-ELISA
RP-HPLC
Sithigomgul, Stretton and Cowden,1991)

MALDI-TOF MS

acetonitrile
MALDI-TOF MS
matrix “film” ~ probe
a-cyano-4-hydroxycinnamic acid (CCA)

0.1%TFA:acetonitrile (2:1) 3
1 matrix
(standard)
Human Angiotensin Il Insulin bovine
1,047 5,734
matrix 1
MALDI-TOF MS

34

linear,
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Sampling (25-100 SG) + BSA (2nl/spot)
I
Nitrocellul%se membrane Fix Sample on
j60°c 30min Nitrocellulose
Glutaraldehyde vapor membrane
1 8hr
0.2% Glutaraldehyde —
1 30 min
Wash d-H20
1 4X15 min
0.5% Blotto
1 30min
Anti-peptide antibodies
1 8
0.5% Blotto
1 4X15 min Indirect
GAM-HRP or GAR-HRP — Immuno-
1 8hr peroxidase
0.5% Blotto Assay
1 4X15 min
PBS

1
0.03% DAB, 0.006% H:02,0.05% CoCL —

1 *
i
Wash d-ELO

32 Dot-ELISA (Dot-Enzyme Linked orbant Assay)

I ACHc16Q & £
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