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FRACTION NUMBER 

Fig. 1. Representative chromatogmms of radiolabeled peptides: [lzswI (angiotensin II), [**‘IJBK (bra- 
dykinin) and [12sIJLHRH (h&inking hormone releasing hormone). The “old” Cs Supelcosil column was 
employed, and 0.5ml fractions were collected for counting. The mobile phase conditions were those cited 
in Tables I and II for the “old” Co Supelcosil column. 
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Fig. 2. Representative chromatograms for two shipments of [12sIlvasoactive intestinal peptide, with the 
column and conditions the same as in Fig. 1. 

[‘151jAngiotensin II 
We began with [’ 2 sI]angiotensin II, anticipating that recovery would be a prob- 

lem for this substance below the nanogram level because this peptide is reported to 
readily undergo adsorption losses*. A low pH perchlorate-acetonitle (60:40) mobile 
phase was selected given the results and characteristics of this solvent for Rp-LC 
reported9Jo. This choice was nevertheless somewhat arbitrary since several mobile 
phases give high-performance separations of small peptides on reversed-phase silica 
HPLC columns’. 

Recovery from the injector 
It was first necessary to determine the amount of sample delivered to the LC 

column by the injection valve. According to the manufacturer, the injector retains 
1.12 fi of the sample in its port passage upon injection. We determined this volume 
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for our valve by repeatedly (eight times) injecting 6 ~1 of a solution of 
[lzSI]angiotensin II (10,000 cpm) into the injection loop (variable-volume type) that 
had previously been flushed clean (based on blank injections) with mobile phase prior 
to each injection. This was followed by activation of the valve to inject the sample 
directly into a counting vial (OS-ml collected volume). The recovery of 
[12’IJangiotensin II counts was 81.9 f 2.7% (mean f standard deviation; expressed 
as percent), corresponding to a retained volume in the valve of 1.08 ~1. Thus, in our 
subsequent LC analyses, we corrected the counts obtained from the corresponding 
initial injection by multiplying by 1.22 (100/S 1.9). 

Replenishing the retained volume of 1.08 ~1 with fresh sample immediately 
prior to injection of a given 6-~1 volume gave an effective recovery of the latter 
volume of 99.5 f 4.5%, because the 1.08~~1 retained volume was compensated for 
by the 1.09 ~1 added in from the previous injection. However, in the course of our 
experiments, 10-12 min elapsed between injections, allowing some diffusion loss of 
sample from the 1.08+1 retained volume. We determined, based on nine injections 
directly into collection vials under these conditions, that 93.3 f 2.6% of such samples 
were delivered to the column. Thus, we corrected the counts obtained from the second 
etc. injections by multiplying by 1.08 (100/93.3). 

Recovery from the column 
Our results on the recovery of [1251]angiotensin II at the picogram and fem- 

togram level by HPLC are shown in Table I. As defined in the Experimental section, 
these recovery values reflect all of the radioactivity eluting from the column, but 
appropriately corrected with an average blank, for each injection. As will be shown 
later, essentially single peaks were obtained in all cases except for [1251] vasoactive 
intestinal peptide. 

We began using an “old” &-silica column that had been in use for one year 
prior to this work, including the analysis of ng and pg amounts of angiotensin II. 

TABLE I 

REVERSED PHASE HPLC OF [‘2SI]ANGIOTENSIN II (MW 1170) AS A FUNCTION OF THE 
COLUMN, MOBILE PHASE, AND QUANTITY OF THE PEPTIDE INJECTED 

CB Column Aq. sodium Amount of [‘2sIj- Number Retention Recovery (%) 
perchlorate angiotensin II of time 

Type Age (M)* inJected (pg) injections (min) Average Range 

supelcosll “0,d”cc 0.01 50 9 4.5 96 91-101 
0.01 0.5 8 4.5 96 90-100 
0.01 0.05 8 4.5 92 6&105 

New- 0.01 0.5 5 43.0 68 62-79 
0.1 0.5 5 4.5 103 98-111 

Microsorb New- 0.01 0.5 5 23.0 101 97-107 
0.1 0.5 7 5.0 103 98-111 

l IsocratIc acetonitrileaq. sodium perchlorate (40%0) at the concentrahon cited adjusted (the aqueous part) 
to pH 2.1 with phosphonc acid 

* The column was previously used for one year mainly for the analysis of angiotensin II and related samples, 
mvolvmg mostly the mobile phase reported here. 

- The column was washed with the mobile phase for 2 h before this analysis. 








