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In the present  paper  we give the resul ts  of an analysis  of the cyanogen bromide f ragments  of the poly- 
hedral  protein of Borre l inav i rus  bombycis  by e lec t rophores is  in polyacrylamide gel in the presence  of so-  
dium dodeeyl sulfate (SDS). 
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Fig. 1. Fraet ionation of the product of BrCN c lea-  
vage on a column (1.8 x 90 cm) of Sephadex G-75 
(A); e lec t rophores i s  in polyaerylamide gel with 
sodium dodeeyl sulfate of the carboxymethylated 
protein (a), of insulin (b), of the BrCN mixture  (c), 
and of fract ions I - IV (d, e, f, g) (B). 

The protein isolated by dissolving the poly-  
hedra  in acetic acid [11 was reduced and carboxy-  
methylated [2]. The protein derivative (S-RCM) 
was cleaved with cyanogen bromide in the modif i -  
cation of Steers et al. [3]. The mixture  of f rag-  
ments was fraetionated on Sephadex G-25" in 50% 
formic acid (Fig. IA). 

Fractions I-IV (see Fig. 1A), after rechro- 
matography, were analyzed by electrophoresis in 
polyacrylamide gel in the presence of SDS under 
the conditions worked out by Swank and Munkres 
[4] for oligopeptides, using 15% of acrylamide 
(N,N'-methylenebisacrylamide: aerylamide 1 : 15). 
The acrylamide gel contained 0.1% of SDS (Ferak, 
Berlin), 0.07% of ammonium persulfate (Reanal, 
Hungary), 0.075% of N,N,N',N'-tetramethylethyl- 
enediamine (Reanal, Hungary) 0.1 M H3PO4, 8 M 
urea, and tris buffer, pH 6.8. Samples with a con- 
centration of 1 mg/ml were treated with a solution 
containing 1% of SDS, 8 M urea, and 1%of fl-mer- 
captoethanol brought to pH 6.8 by the addition of 
tris buffer. The mixture was heated at 60°C for 
15 rain and was left at room temperature for 15 h 
before electrophoresis was performed. A buffer 
solution consisting of 0.1% of SDS, and 0.1 M H3PO 4 
brought to pH 6.8 by the addition of tris buffer was 
used. From 10 to 20 #l of the sample was deposited 
on each column of gel (diameter 5 ram, length 70 
mm),the voltage gradient was 8 V/cm, and the cur- 
rent 2 mA/gel, 7 h). After 2 h, the gel was stained 
with a 0.25% solution of Coomassie Blue in a mix- 
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t u re  of 90 m l  of 50% methanol  and 9 ml  of g lac ia l  acet ic  acid. The gel was washed with s e v e r a l  por t ions  of 
a mix tu re  of 37.5 m l  of acet ic  acid, 125 ml  of methanol ,  and 337 ml  of water .  The excess  of the dyestuff  
was e l iminated ove r  48 h. Figure  1B shows the resu l t s  of the e l ec t rophores i s  in po lyac ry lamide  gel with 
SDS of f rac t ions  I - IV,  the ca rboxymethy la ted  protein,  the mix tu re  of cyanogen b romide  f ragments ,  and 
insulin.  Frac t ions  V and VI (see Fig. 1A) were  not revea led  by this method,  s ince they were  apparen t ly  
eluted f rom the gel in the staining p roce s s .  We have found that these  f rac t ions  contain peptides with m o -  
l ecu la r  weights l ess  than 800 daltons.  

Thus,  the method cons idered  is an e x t r e m e l y  valuable  analyt ical  p rocedure  which pe rmi t s  the ana ly-  
s is  of cyanogen b romide  f r agmen t s  of the polyhedral  prote in  consis t ing of compara t ive ly  la rge  ol igopep- 
t ides  with a cons iderab le  tendency to aggregat ion  and interpept ide in teract ion.  
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