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. ANULAUYUARY phosphate buffer saline (PBS)

704
................. 0.0l M
----- 0.05 M
‘ — — 010 M

Assay Protocol

504 Standard morphine (0-4 ng/tube)
in 0.01 M PBS 50 ul

Phosphate buffer saline 50 ul
251 morphine antigen in 0.01 M

PBS: 50 A1
Morphine antibody 50 yul
Incubate at 4°¢ 19 Hours

= Separation of Bound and Free Forms by Saturated (NH4)2 SO4

204

T L] )

0.125 0.25 0.5 | 2 4

Morphine (ng/tube)

SUT 12 8nBWau8s lonic strength ﬁa‘iman%’Mmmmgwﬁ?ﬁ?un%f’mU%msumaé%lu‘tuamawyi@g‘ié’ RIA
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/o Bound Phosphate buffer saline (PBS)
o5 I G, R e R R T o e O S e S R e e SRR e pH 6
Sl e a6k
pH 7.0
A Assay Protocol 5 e o = pHT.9
Standard morphine G el
in DW 50 pl
504 (1).02 M PBS pH 6-8,5 50 qul :
21 Morphine Ag in 0.01 M PBS 50 ul .S
Morphine antiserum 50 pl '
40- Incubate at 4°C 19 Hours
: Separation of Bound and Free Froms by Saturated (NHA)ZSQ
L YT TR L
s

T Ll ]

0.125 0.25 05 h 2 4
Morphine ( ng/tube)
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80
70
60- Assay Protocol
- Standard morphine (0-4 ng/tube)
L(E' in 9,5 M PBS pH 7.4 50 pl
52 504 Normal extract (in 0.1 N HCI) 507 1Y
1251 Morphine extract (in 0.01 M PBS). 50 ul
Morphine antiserum 50 p1
40+
Incubate at 4°C 19 Hours
Separation of Free and Bound Forms by Saturated_ (NH4)2 SO4 200 yu1
30, '

0.125 0.25 05 | 2 4
Morphine (ng/tube) '

‘9%
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Asséy Protocol {
Sample 50 pl
O005-M: - PBS 307 ul
2-
251 Morphine Antigen SO v
Morphine antibody
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safiledud Tuneaian

; Pool Sample (ng/200 ul)

ANaf

within assay between assay

X (n=4) 0.323 0.34
S.D. 0.015 0.02
%z C.V. 4.64 5.88

#1379 5 uFAvAZ W gnaeveavatIIYin e st luauawynaus8sdlosuda Tunea Lae

Morphiné added *

Morphine measured Percentage
(ng/200 ul) (ng/200 ul) recovery
0:25 0.26 . 104
0.50 0.49 98
1.0 0.96 96
2.0 A 97 98,5
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5 9.8 17 3Z:5 112 300
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Thalamus &
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Hypothalamus == = b1 5% - = T
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| (M)met-enkephalin fIU receptor protein

Incubation Mixture

Receptor protein 0.5 - 3 mg.

Bacitracin 118.8 g

3H met-enkephalin 0.67 nM.

Morphine HC1 10—5 M or Distilled water.

Incubate in 50 mM. tris ~-HCl buffer pH: 7,77 2 nl at 2570 2K min
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Incubatlon Mixture

Receptor protein 2.5 mg

Bacitracin 118.8 ug

3H met enkephalin 0.67 nM. ,
Morphine HCl 10“5 M. or Distilled water
Incubate in 50 uM. tris-HCl buffer PH 7.7 2 ml 5-60 min.
at 25%
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WIN(°H) methionine enkephalin iy receptor protein

Incubation Mixture

Receptor pretein 2.5 mg
Bacitracin 118.8 g
3H-met-—enkephalin 0.67 nM.
Morphine HC1 10710. 173 M.

Incubate in 50 mM. tris-HC1 buffer pH. 7.7 - 2'ml. st 2870

25 min.
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Incubation Mixture

Receptor protein 2.5 mg

Bacitracin 118.8 g
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Morphine HC1l 10--5 M or Distilled water
Incubate in 50 mM. tris-HCl buffer pH 7.7
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BIRZAY pH 9898N5R2AN8) Tris-HCI buffer paUfnGennsauiu

5291319 (°H) met -enkephalin fiU recepfor protein
Incubation Mixture

Receptor protein 2.5 mg

Bacitracin 118.8 g

3H—met—enkephalin 0.67 nM.

Morphine HCl'lO"5 M or Distilled water
Incubate in 50 mM. tris-HC1 buffer pH 6-¢

2 ml

at 2500 25 min.
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S5V99 (°H) met- enkephalin Ny recep'ror protein

Incubatlon Mixture

Receptor protein 2.5 mg
Bacitracin 39.6 -198 ug
3H—-—met-enkephalin 0.67 nM.

Morphine HC1 107° M. or Distilled water

Incubate in 50 mM. tris-HCl buffer pH 7.7 2 m1 at 25%

25 min.
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SUN 3
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16'° 16° T3l 167 168

Met - enkephalin (M)

10

BaNszNUYas met-enkephalin - FiaUfnSenmsduiussving
(SH)met—enkepholin Ay receptor profein
Incubation Mixture

Receptor protein 2,5 mg Bacitracin 118.8 g
3H—met-—enkephalin 0.67 nM. Met-enkephalin 10—11« lO“6 M.
or Morphine HC1 1072 M :

Incubate in 50 mM. tris-HC1 buffer pH 7.7 2 ml at 25°C 25 min,
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Met -enkephalin ( pmole /tube )

UM 32 N5 amenguenInsIh USINa met - enkephalin

Incubation Mixture
- Receptor protein 2,5 mg Bacitracin 118,8 g
3H—met-—enkephalin 0.67 nM
’Met;enkephalin 5,10,15,20,30 pmole/tube or morphine HC1 IO-SM
Incubate in 50 nM tris HC1 buffer 2 ml at 25°C 25 min.

Stereospecific binding = Binding feiinSolul met-enkephalin-

Binding 1faf morphine 10—5 M
‘Co _ Stereospecific binding vile'lug met-enkephalin
C_  Stereospecific binding (fed met-enkephalin.
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