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EFFECTS OF DIFFERENT RADIOLIGANDS ON THE ANTIGEN BINDING 
SPECIFICITY OF SOMATOSTATIN ANTISERA 

0. P. Rorstad 
Department of Nedicine 

Universi ty  of Calgary 
3330 Hosp i t a l  Drive N.W. 

Calgary,  A lbe r t a ,  Canada T2N 4 N 1  

ABSTRACT 

The regions of t h e  somatos t a t in  (SRIF) molecule recognized 
by f i v e  a n t i s e r a  were s y s t e m a t i c a l l y  s t u d i e d  us ing  t h r e e  
r ad io l igands  ( * 51-N-Tyr-SRIF, [ I-Tyr' 1 -SRIF and 
[ 1251-Tyr1 '1- SRIF) and SRIF analogs con ta in ing  s e q u e n t i a l  
s u b s t i t u t i o n s  with a l a n i n e  o r  t y ros ine .  An t i se ra  SA and moreso 
SB had N-terminal s p e c i f i c i t y  when used w i t h  [' 2 5  I-Tyr '1 -SRIF 
bu t  c e n t r a l  molecular s p e c i f i c i t y  when s t u d i e d  with t h e  two 
N-terminal r a d i o l a b e l l e d  analogs.  The N-terminal and c e n t r a l  
s p e c i f i c  populat ions of a n t i b o d i e s  i n  ant iserum SB were 
separable  by immunoaf f i n i t y  adso rp t ion  using immobilized 
[Tyrll-SRIF. It i s  of p r a c t i c a l  s i g n i f i c a n c e  t h a t  t h e  same 
ant iserum (SE) could be used w i t h  d i f f e r e n t  r ad io l igands  t o  
perform N-terminal. and c e n t r a l  s p e c i f i c  radioimmunoassays 
(RIAs). The c e n t r a l  s p e c i f i c  R I A  de t ec t ed  SRIF-14 and SRIF-28 
on an approximately equimolar b a s i s  whereas t h e  PI-terminal 
s p e c i f i c  R I A  was s e l e c t i v e  f o r  SRIF-14. 

L INTRODUCTION 

Because somatos t a t in  (SRIF) con ta ins  no t y r o s i n e  o r  

h i s t i d i n e  r e s idue  t h a t  can be r ad io iod ina ted ,  a number of 

t y ros ine - subs t i t u t ed  analogs,  such as [ Tyrl ] -SRIF (1-4), 
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50 RORSTAD 

N-Tyr-SRIF (5-7), [Tyr 11]-SRIF (8-10) and [Tyr *I-SRIF (11) have 

served as r ad io iod ina tab le  l i gands  f o r  SRIF radioimmunoassays 

(RIAs). Radioimunoassays using e i t h e r  of t h e  two N-terminal 

r ad io l abe l l ed  analogs have recognized t h e  c e n t r a l  region of t h e  

SRIF molecule (3-5,8), i n  cases where t h i s  has been s tud ied ,  

whereas R I A s  u s ing  [1251-Tyr l1 1-SRIF have recognized e i t h e r  t h e  

N-terminal (5,8,9) o r  c e n t r a l  region (10).  Given t h e  f a c t  t h a t  

conventional antisera may con ta in  s e v e r a l  antibody species  with 

heterogeneous binding requirements,  t h i s  study a sks  t h e  quest ion 

whether use of d i f f e r e n t  r ad io l abe l l ed  l i gands  may s e l e c t  f o r  

p a r t i c u l a r  subpopulations of an t ibod ie s  wi th in  a n  antiserum t h a t  

w i l l  recognize d i f f e r e n t  regions of t h e  SRIF molecule. 

MATERIALS AND M E T H O E  

Materials 

The sources of pept ides  were: SRIF ( l o t  E1035) 

and [Tyr’l-SRIF ( l o t  B90424), Beckman Instruments ,  Inc .  (Palo 

Alto,  CA); N-Tyr-SRIF ( l o t  001179), SRIF-28 ( l o t  001865) and 

SRIF-25 ( l o t  001915), Peninsula  Laborator ies ,  Inc .  (San Carlos,  

CA) ;  [TyrllI-SRIF ( l o t  9813) and dihydro SRIF ( l o t  R 2264), 

Bachem, Inc.  (Marina Del Ray, CA) ; a lan ine - subs t i t u t ed  analogs 

of SRIF, D r .  J .  R iv ie r ,  Salk I n s t i t u t e  (La J o l l a ,  

CA). [ l2?]NaI (100 mCi/ml) was purchased from Amersham/Searle 

(Arlington Heights,  IL) . Bovine serum albumin (BSA) , R I A  grade,  

was obtained from Sigma Chemical Co. (S t .  Louis, MO) . 
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SOMATOSTATIN ANTISERA 51 

An t i se ra  SA and SB were r a i s e d  i n  a female and a male sheep, 

r e spec t ive ly ,  a g a i n s t  s y n t h e t i c  SRIF mixed wi th  methylated BSA 

( 4 ) .  Three r a b b i t  a n t i s e r a  were obtained as fol lows:  i. RA was 

r a i s e d  a g a i n s t  s y n t h e t i c  SBIF conjugated t o  bovine thy rog lobu l in  

by carbodiimide (12);  ii. RB, purchased from Inununonuclear, 

Inc .  ( S t i l l w a t e r ,  MN), was r a i s e d  a g a i n s t  s y n t h e t i c  SRIF 

conjugated t o  keyhole l i m p e t  hemocyanin by carbodiimide ( r a b b i t  

7747, ca ta log  no. 20H2, l o t  no. 31100); iii. RC w a s  induced 

a g a i n s t  s y n t h e t i c  SRIF mixed with ne thy la t ed  BSA (2 ) .  

Methods 

[ Tyrl ] -SRIF , N-Tyr-SRIF and [ Tyrl 3 -SRIF were radio-  

iodinated by use  of chloramine-T and p u r i f i e d  by chromatography 

on Sephadex G-25 (Pharmacia) by t h e  method of P a t e 1  and Re ich l in  

(3). The radioiodinated l i gands  were port ioned and s t o r e d  a t  

-25OC. Pept ides  were dissolved i n  0.01 M a c e t i c  acid/O.l% 

(wtfvol) BSA and s t o r e d  a t  -25°C. 

The condi t ions f o r  binding s t u d i e s  were as previously 

descr ibed ( 4 )  except t h a t  t h e  t o t a l  incubat ion volume was 1 .0  

m l ,  BSA replaced human serum albumin, and normal c a r r i e r  serum 

w a s  added a t  t h e  same t i m e  as p r e c i p i t a t i n g  second antibody. 

Separat ion of bound and f r e e  l i gands  w a s  achieved using goat  

a n t i r a b b i t  o r  horse an t i sheep  p r e c i p i t a t i n g  antiserum. 

[Tyrll-SRIF (100 mg) was conjugated t o  cyanogen bromide 

a c t i v a t e d  Sepharose 4B (Pharmacia) by a previously r epor t ed  
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52 RORSTAD 

method (13) with t h e  exception t h a t  t h e  conjugation b u f f e r  w a s  

0.1 M Ma a c e t a t e l a c e t i c  a c i d ,  pH 6.0. An immunoglobulin 

f r a c t i o n  of antiserum SR was prepared by (1mH4)2SQ+ p r e c i p i t a t i o n  

as descr ibed previously (13). The SB imunog lobu l ins  were 

adsorbed t o  t h e  [Tyr ’ I-SRIF-Sepharose conjugate  by continuously 

c i r c u l a t i n g  9 m l  of a 1 / 1 O G O  d i l u t i o n  ( i n  R I A  b u f f e r )  of SB 

immunoglobulins through a 6 x 0.7 cn column of t h e  a f f i n i t y  g e l  

overnight a t  4°C. The r ad io l igand  binding a c t i v i t y  of t h e  

immunoglobulin s o l u t i o n  w a s  s tud ied  before  and a f t e r  adsorpt ion 

t o  the  a f f i n i t y  g e l .  

RESULTS 

A l l  a n t i s e r a  bound t h e  t h r e e  r a d i o l a b e l l e d  analogs except 

RC which f a i l e d  t o  bind [1251-Tyr11]-SRIF (Fig.  1 and Table 1). 

Only i n  t h e  case  of antiserum SB was t h e  t i t e r  f o r  binding 

of [ 125 I-Tyr ”I-SRIF g r e a t e r  than t h e  t i t e r  f o r  binding 

of [ %-Tyr 1-SRIF or  I-N-Tyr-SRIF. 

The region of t h e  SRIF molecule r equ i r ed  f o r  binding of 

a n t i s e r n  were determined using t h e  d i f f e r e n t  rndiol igands (Fig.  

2 and Table 2 ) .  Antiserum SB was d i r e c t e d  predominantly t o  the 

sequence Lys4-Trp * when a 51-Tyr ’ I-SRIF o r  ’ 251-N-Tyr-SRIF were 

used whereas t h e  antiserum bound t o  the  N-terminal region when 

[’251-Tyr’’l-SRIF was used. When antiserum SB w a s  used with t h e  

N-terminus r a d i o l a b e l l e d  analogs,  only c e n t r a l  molecular 

s p e c i f i c i t y  was  evident .  SRIF-28 and SRIF-25, which have 
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SOMATOSTATIN ANTISERA 53 

ANTISERUM DILUTION 

FIGURE 1. Binding of SRIF antisera (A) SB and (B)  RA to  the 
three radiolabelled SRIF analogs. Bo/T, ratio of cpm 
of radiolabelled analog specif i c a l . 1 ~  bound to  
antiserum to  to ta l  cpm. Each point is  the mean of 
duplicate determinations. 
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54 RORSTAD 

TABLE 1 

Titer (x of Antiserum Binding t o  Radioligands. 

---I_-- 

Antiserum [I25 I -Tyr l ]  125 I-N-Tyr- [ 125 I-Tyrl1 ] 
-- SRIF S E L .  SRIF 

_I 

Sheep A 50 33 2.2 
Sheep B 17.2 19.2 100 
Rabbit A 116 192 54 
Rabbit B 153 160 62.5 
Rabbit c 2.2 3.2 co.1 

Titer,  r e c i p r o c a l  of d i l u t i o n  of antiserum t h a t  s p e c i f i c a l l y  
bound 506 of radiol igand.  

extensions from t h e  N-terminus of SRIF, displayed g r e a t l y  

reduced immunoreactivity when antiserum SB o r ,  less so, SA was 

used with [ ' 
1251-N-Tyr-SRIF. Two r a b b i t  a n t i s e r a ,  RA and RB, shared s i m i l a r  

central molecular s p e c i f i c i t y  ( r e s idues  Phe6 t o  Phe" ) with use  

of any of t h e  t h r e e  r ad io l igands  ( d a t a  n o t  shown). Antiserum RC 

required i n t e g r i t y  of amino a c i d s  Trp8, P h e l l ,  Thr l 2  and Ser13 

I-Tyr' ' 1 -SRIF compared t o  [ I-Tyr' ] -SRIF o r  

f o r  binding us ing  e i t h e r  of t h e  two N-tenuirial radioiodinated 

t r a c e r s  (da t a  no t  shown). 

[ 

The f a i l u r e  of antiserum RC t o  bind 

I-Tyd ] -SRIF is explained by t h e  a l t e r a t i o n s  t o  the  binding 

region p resen t  i n  t h i s  rndiol igand.  The s i te  s p e c i f i c i t y  

r e s u l t i n g  from u s e  of [ 25 I-Tyrl ] -SRIF o r  I-N-Tyr-SRIF was 

similar f o r  any one of t h e  f i v e  a n t i s e r a  considered. 

E lu t ion  of SB immunoglobulin through t h e  [Tyrl] -SRIF- 

Sepharose a f f i n i t y  g e l  r e s u l t e d  i n  loss of t h e  imunog lobu l ins '  
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PEPTDE CONCENTRATION (M) 

FIGURE 2 .  Binding of (A) 51-K-Tyr-SRIF and (B) [ I-Tyrl '1 - 
SRIF t o  antiserum SB a s  a f u n c t i m  of t h e  
concentrat ion of un labe l l ed  SRIF analogs.  B/Bo, r a t i o  
of cpm of radiol igand spec i f i ca l . l y  bound t o  antiserum 
i n  t h e  presence of un labe l l ed  pep t ide  t o  cpm 
s p e c i f i c a l l y  bound i n  t h e  absence of un labe l l ed  
pep t ide .  Each p o i n t  i s  the  mean of d u p l i c a t e  
determinat ions.  

D
o
w
n
l
o
a
d
e
d
 
A
t
:
 
1
2
:
3
1
 
1
6
 
J
a
n
u
a
r
y
 
2
0
1
1



TA
BL

E 
2 

1
~
5
0
 of
 

SR
IF

 
A

na
lo

gs
 
(M
 x
 1

0
1

0
).

 

-
-

 
SR

IF
 

SR
IF

 
SR

IF
 

SR
IF

 
SR

IF
 

a
 

--
--
- 

SR
IF

’ 
I
-
p
 

SR
IF

-1
4 

3
.1

 
2.

6 
45

 
1.

2 
0.

9 
1.

2 
SR

IF
-2

8 
N

-T
yr

-S
R

IF
 

[T
yr

 
IS

R
IF

 
[A

la
2]

S
R

IF
 

[A
la

4 
] S

R
IF

 
[ A

la
 ]

 SR
IF

 
[M

a7
 IS

R
IF

 
[U

a 
~]

SR
IF

 
[A

la
9]

S
R

IF
 

[A
la

’ 
O

]S
R

IF
 

[A
la

l 
JS

R
IF

 
[T

yr
l 

IS
R

IF
 

[A
la

’ 
IS

R
IF

 
[A

la
l3

1S
R

IF
 

3.
5 

3.
1 

1.
9 

4.
0 

3.
3 

17
00

 
>2

02
0 

21
0 

86
0 

13
0 

>2
02

0 
60

5 12
.5

 
1
1
 

2.
7 

2.
1 

1.
8 

2.
9 

2.
5 

15
00

 
>2

02
0 

76
0 

74
 0 

17
0 

>2
02

0 
40

0 11
 

10
.8

 

47
0 

21
0 

40
00

 
15

00
 

18
0 

26
00

 
>

40
00

 
>4

00
0 

13
50

 
90

 
10

50
 

17
0 

17
0 

24
0 

1.
2 

0.
9 

1.
2 

1.
7 

19
00

 
74

70
 

13
30

 
93

00
 

1
6

 
7.

9 

4.
5 

3.
3 

4.
4 

5.
0 

0.
9 

0.
7 

0.
6 

1.
2 

14
00

 
>2

00
0 

80
0 

> 
20

00
 

13
 7.
0 

2.
3 

1.
7 

5.
0 

4.
4 

8 5
0 

15
40

 
>5

75
0 

90
0 4.

5 
3.

4 
6.

6 
2.

3 
3.

0 
3.

2 

1.
0 

4.
3 

3.
0 

11
5 

H
 2-

SR
IF

 
12

 
7.

8 
96

 
5.

7 
3.

7 
6.

1 
ID

s0
, 

co
n

ce
n

tr
at

io
n

 (
M

 x?) 
of

 
an

al
og

 t
h

a
t 

d
is

p
la

ce
d

 5
0Z

 o
f 

sp
ec

if
ic

al
ly

- 
bo

un
d 

ra
d

io
li

g
an

d
 

fr
om

 
an

ti
se

ru
m

. 
A

nt
is

er
um

 
d

il
u

ti
o

n
s 

w
er

e 
us

ed
 

th
a

t 
re

su
lt

ed
 

in
 5

0-
60

%
 

sp
e

c
if

ic
 b

in
d

in
g

 
of

 
th

e
 

ra
d

io
li

g
an

d
 

in
 

th
e

 
ab

se
nc

e 
of

 
u

n
la

b
el

le
d

 
p

ep
ti

d
e.

 
T

he
 
Iq

o
 w

as
 

de
te

rm
in

ed
 

fr
om

 d
os

e 
re

sp
o

n
se

 c
u

rv
es

 f
o

r 
ea

ch
 p

ep
ti

d
e 

a
s 

il
lu

st
ra

te
d

 i
n

 F
ig

. 
2.

 

m
 

D
o
w
n
l
o
a
d
e
d
 
A
t
:
 
1
2
:
3
1
 
1
6
 
J
a
n
u
a
r
y
 
2
0
1
1



SOMATOSTAT I N  ANTISERA 57 

loor 0 A Preadsorplion 

BolT 
36 

ANTISERUM DILUTION 

FIGURE 3 .  Mnding of ant iserum SB ( i m u n o  l o b u l i n  f r a c t i o n )  t o  
[1251-Tyr11]-SRIF (0 ,a)  and 8251-N-Tyr-SRIF ( A  ,A) 
befo re  and a f t e r  adso rp t ion  of t h e  ant iserum t o  
immobilized [Tyr I-SRIF. S o l i d  symbols ( , A ) , 
preadso rp t ion ;  open symbols (0 , A  ) , pos tadso rp t ion .  
Each p o i n t  i s  t h e  rcean of d u p l i c a t e  de t e rmina t ions .  

capac i ty  t o  bind l2 51-N-Tyr-SRIF , i n d i c a t i n g  t h a t  t h e  c e n t r a l l y  

r e a c t i v e  populat ion of a n t i b o d i e s  had been removed from s o l u t i o n  

(Fig.  3 ) .  The N-terminus d i r e c t e d  binding a c t i v i t y  of t h e  SB 

immunoglobulin w a s  only s l i g h t l y  reduced post-adsorpt ion.  

The nonspec i f i c  bindings pooled f o r  experiments using a l l  

f i v e  a n t i s e r a  wi th  t h e  t h r e e  r ad io l igands  were: [ 51-Tyr 1- 

SRIF, 4 . 9 4  f 0.565 (mean f SD); *251-N-Tyr-SRIF, 3.73  f 0.572; 

and [1251-Tyr11] -SRIF, 2.50 f 0.35%. 

DISCUSS I ON 

U s e  of d i f f e r e n t  r ad io l igands  may modify t h e  binding 

s p e c i f i c i t y  of c e r t a i n  SRIF a n t i s e r a ,  such a s  SA and SB, under  
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58 RORSTAD 

R I A  cond i t ions .  I n  c o n t r a s t ,  o t h e r  a n t i s e r a ,  such as RA and RB, 

recognize t h e  same region of SRIF r e g a r d l e s s  of whether they are 

used with K-terminal o r  [Tyr "1 r ad io l igands .  Antiserum SB had 

a high t i t e r  (1:100,000) of a n t i b o d i e s  t h a t  bound t h e  N-terminal 

region of SRIF. These a n t i b o d i e s  f a i l ec !  t o  bind t o  [125 I-Tyr'l - 
SRIF and 1251-N-Tyr-SRIF, which are considerably modified a t  t h e  

N-terminus. Consequently, t h e  lower t i ter  (approx. 1 :18,000) 

an t ibod ies  d i r e c t e d  a g a i n s t  t h e  r eg ion  LYE! -Trp ' manifested 

themselves by binding the N-terminus r a d i o l a b e l l e d  analogs.  I n  

t h e  s t u d i e s  u s i n g  [125 I-Tyr" I-SRIF t h e  low t i t e r  a n t i b o d i e s  

d i r ec t ed  a g a i n s t  t h e  Lys4-Trp8 region were not  manifested a t  

t h e  high d i l u t i o n  of ant iserum used (1:100,000). Higher t i t e rs  

f o r  ant iserum binding of [' %-Tyr "1 -SRIF than  [I2 I-Tyr ' I-SRIF 

have been noted p rev ious ly ,  i nc lud ing  one s tudy t h a t  used 

ant iserum SB (9,10,14). A l t e r a t i o n  of t h e  s p e c i f i c i t y  of a 

p a r t i c u l a r  SRIF ant iserum by use  of d i f f e r e n t  r ad io l igands  has 

not  been r epor t ed .  

Tyr ' 1- , N-Tyr-, and [Tyr  "1 -SRIF a l l  show s u b s t a n t i a l  

b i o l o g i c a l  a c t i v i t y  - 110%, 100% and 65% r e l a t i v e  t o  SRIF (15) - 

i n d i c a t i n g  t h a t  t h e r e  exists l i t t l e ,  i f  any, conformational  

d i s r u p t i o n  of t h e  b i o l o g i c a l l y  a c t i v e  c e n t r a l  r eg ion  of SRIF i n  

t h e s e  analogs.  I o d i n a t i o n  of t h e s e  analogs could t h e o r e t i c a l l y  

a l te r  t h e i r  conformations and reduce t h e i r  a b i l i t y  t o  bind 

c e r t a i n  a n t i s e r a .  For i n s t a n c e ,  t h e  binding t i t e r s  of 

cen t r a l ly -d i r ec t ed  a n t i s e r a  RA and RB t o  ['2?t-Tyr11 I-SRIF vere 

l e s s  than t o  t h e  N terminal r a d i o l a b e l l e d  l i gands  (Table 1). 
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an t ibod ie s  with d e s i r e d  s p e c i f i c i t y  from a heterogenoua 

ant iserum by immunoaffinity adso rp t ion  (19) .  I n  t h e  p r e s e n t  

s tudy ,  t h e  M-terminal and c e n t r a l  s p e c i f i c  popu la t ions  of 

an t ibod ie s  i n  t h e  SB ant iserum were sepa rab le  by imunoaf  f i n i t y  

adso rp t ion  of t h e  c e n t r a l  s p e c i f i c  a n t i b o d i e s  t o  [ Tyr I-SRIF 

immobilized on Sepharose. i v .  S e l e c t i v e  use  of r a d i o l a b e l l e d  

l i gands .  I n  a d d i t i o n  t o  t h e  p r e s e n t  r e p o r t ,  u se  of d i f f e r e n t  

r a d i o l a b e l s  has modified t h e  s p e c i f i c i t y  of a n t i s e r a  r a i s e d  t o  

ang io tens in  (20), human g a s t r i n  2-17 (21) and physalaemin (22) .  

I n  t h e  in s t ance  where two o r  t h r e e  of t h e  a v a i l a b l e  SRIF 

r ad io l igands  r e s u l t  i n  i d e n t i c a l  d e s i r a b l e  antiserum 

s p e c i f i c i t i e s ,  one may consider  o t h e r  f a c t o r s  i n  deciding which 

r a d i o l a b e l  would be p r e f e r r e d  f o r  RIA: i. The t i t e r  of 

ant iserum t h a t  can be used;  ii. The s e n s i t i v i t y  cf t h e  R I A ;  iii. 

The s t a b i l i t y  of t h e  r ad io l igand ;  i v .  The nonspec i f i c  binding of 

t h e  r ad io l igand .  l2 I-N-Tyr-SRIF may be g e n e r a l l y  p r e f e r a b l e  

t o  [125I-Tyr 1]-SRIF because of r e p o r t e d  g r e a t e r  s t a b i l i t y  ( 5 , 6 )  

and s l i g h t l y  lower nonspec i f i c  binding. The s e n s i t i v i t i e s  t o  

t r a c e r  displacement using t h e  t h r e e  r ad io l igands  i n  t h i s  s tudy 

were gene ra l ly  comparable, with the  except ion of ant iserum SA, 

although t h i s  q c e s t i o n  w a s  no t  s tud ied  s p e c i f i c a l l y .  Others 

have r epor t ed  equal  (5) o r  g r e a t e r  (6) s e n s i t i v i t y  with use  

of l2 I-N-Tyr-SRIF compared t o  [ ’  I-Tyr’ 1 -SRIF i n  RIA.  In  t h e  

p r e s e n t  s tudy [1251-Tyr11 1-SRIF w a s  h igh ly  s t a b l e  i n  s t o r a g e  and 

was a s s o c i a t e d  w i t h  t h e  lowest  nonspec i f i c  binding.  
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Because t h e  r ecogn i t ion  s i tes  f o r  RA and RB p a r t i a l l y  inc lude  

Phe 11, s u b s t i t u t i o n  with t y r o s i n e  and i o d i n a t i o n  a t  t h i s  r e s idue  

may be expected t o  have more e f f e c t  on ant iserum binding than 

s u b s t i t u t i o n  and i o d i n a t i o n  a t  t h e  N-terminus. 

S ing le  amino a c i d  s u b s t i t u t i o n s  may e x e r t  t h e i r  e f f e c t  on 

ant ibody binding by r ep lac ing  e s s e n t i a l  amino a c i d  s i d e  chain 

groups o r  by a l t e r i n g  t h e  pep t ide  conformation. The aromatic  

amino a c i d s  Phe6, Phe7, Trp and P h e l l ,  which a r e  be l i eved  

r e spons ib l e  f o r  rcaintaining t h e  conformation of SRIF (16-18), 

were a l s o  t h e  most important  r e s idues  f o r  binding of c e n t r a l l y  

d i r e c t e d  a n t i s e r a .  Replacement of Trp with A h R  , which 

s u b s t a n t i a l l y  reduced immunoreactivity with e n t r a l l y  d i r e c t e d  

a n t i s e r a ,  i s  known t o  markedly a l te r  t h e  conformation from t h a t  

of SRIF (16).  

Although v e r y  o f t e n  a d e s i r e d  s p e c i f i c i t y  of an a n t i s e r a  

t o  a pep t ide  i s  achieved by chance, c e r t a i n  procedures may be 

employed i n  an at tempt  t o  r a t i o n a l l y  d i r e c t  t h e  s p e c i f i c i t y  of 

an antiserum. These include:  i. Immunization with t h e  fragment 

of t h e  l a r g e r  pep t ide  t o  which one desires ant iserum s p e c i f i c i t y  

(19).  ii. S e l e c t i v e  conjugat ion of t h e  pep t ide  t o  a l a r g e r  

molecule so t h a t  t h e  p o r t i o n  of t h e  imunogen pep t ide  t o  which 

one d e s i r e s  s p e c i f i c i t y  is  s p a t i a l l y  removed from t h e  s i t e  of 

conjugat ion and u n a l t e r e d  i n  conformation compared t o  t h e  s i te  

of conjugat ion.  This  approach has  generated N-terminus (8) and 

c e n t r a l  s p e c i f i c  (5) a n t i s e r a  t o -  SIUF. iii. Sepa ra t ion  of 
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The p resen t  observat ions have p r a c t i c a l  s i g n i f i c a n c e  f o r  

t h e  measurement of SRIF-like immunoreactive pep t ides  i n  body 

f l u i d s  and t i s s u e s .  SRIF-like immunoreactivity i s  comprised of 

SRIF-14, SRIF-28 and a t  least  one l a r g e r  form (23,24) .  

Central ly-specif  i c  SRIF R I A s  d e t e c t  both SRIF-14 and t h e  l a r g e r  

molecular weight f oms whereas M-terminal s p e c i f i c  R I A s  a r e  

s e l e c t i v e  f o r  SRIF-14 ( 2 3 ) .  N-terminal s p e c i f i c i t y  of an 

antiserum may be masked i f  one e x c l u s i v e l y  uses  

SRIF o r  * 51-N-Tyr-SRIF, whereas use of [ * I-Tyr” ] -SRIF may 

r e v e a l  N-terminal s p e c i f i c i t y  i n  some antisera. The  p o t e n t i a l  

t o  perform both N-terminal and c e n t r a l  s p e c i f i c  SRIF R I A s  

g r e a t l y  enhances t h e  u t i l i t y  of such an  antiserum. 

I-Tyrl]-  
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