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E d m a n ' s  method in combinat ion with dansylat ion is  f requent ly  employed fo r  de te rmin ing  the amino-  
acid sequence of pept ides ,  using two-dimensional  ch roma tog raphy  to identify the dansyl[DNS]-amtno acids 
[1]. 

However ,  not inf requent ly  the one-d imens iona l  method of separa t ion  in s eve ra l  solvent  s y s t e m s  p roves  
to be m o r e  re l iab le .  

Here  we p ropose  a scheme  fo r  the succes s ive  use  of five s y s t e m s  of organic  solvents  fo r  the s e p a r a -  
tion of 17 DNS-amino acids:  1) c h l o r o f o r m - t e r t - a m y l  a l c o h o l - a c e t i c  acid (70 :30:0 .5)  [2]; 2) ch lo ro fo rm 
- e t h a n o l - a c e t i c  acid (45 : 4 : 0.75) ; 3) a c e t o n e - i s o p r o p a n o l - c o n c e n t r a t e d  ammonia  (44 : 36 : 5.6) [3]; 4) 

c h l o r o f o r m - e t h a n o l - a c e t i c  acid (38 :4 :3 )  [4]; and 5) c h l o r o f o r m - i s o a m y l  a l c o h o l - a c e t i c  acid ( 4 5 : 5 : 2 . 5 ) .  
Sys tems 2 and 5 have not been desc r ibed  before .  Chromatography  was p e r f o r m e d  on pla tes  with d imensions  
of 10 × 10 cm with KSK-3 s i l ica  gel in a fixed l a y e r  (10 g of s i l ica  gel ,  1 g of gypsum,  70 ml  of wa te r ,  22 
p la tes ,  Stahl appara tus  fo r  deposit ing the sorbent) .  Of the organic  solvents ,  only the ch lo ro fo rm was addi-  
t ionally purif ied,  and then 1.5% of ethanol was added to it .  Chromatography  was p e r f o r m e d  with the f resh ly  
p r e p a r e d  solvent  s y s t e m s  (this appl ies  pa r t i cu l a r ly  to s y s t e m s  1 and 4). The pla tes  were  dr ied in a cu r r en t  
of hot a i r  for  10-15 rain. Af te r  ch roma tog raphy  in s y s t e m s  1 and 2, the hydrophll ic  amino acids ,  the di -  
carboxyl ic  acids ,  and the dansyl -su l fonic  acids remained  at  the s t a r t .  All the hydrophobic amino acids were  
separa ted  with the exception of alanitm and tyros ine .  I f  there  was a spot cor responding  to alanine o r  t y r o -  
sine,  i t  was chromatographed  s e p a r a t e l y  in s y s t e m  5. Af te r  s y s t e m s  1 and 2, ch roma tog raphy  was p e r -  
fo rmed  in s y s t e m  3, in which all the hydrophobic amino acids mig ra t ed  upwards leaving a posit ion f r ee  fo r  
the separa t ion  of the hydrophil ic  amino acids - se r ine  and threonine - and the d icarboxyl ic  acids remained  
at the s t a r t .  Subsequent ch roma tog raphy  in s y s t e m  4 led to the separa t ion  of a spa r t t c  and glu tamic  acids .  

TABLE 1 

DNS-amino acids 

Damylamide 
Isoleucine 
Valinc 
Leucine 
Proline 
Phenylalanine 
Alanine 
TGTYTy msine ptophan 

eine 

Dansylsuffonic acid 
Threortine 
Serine 
Lysine 
Histidine 

. _ ~ n  solvent systems 
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o . 7 2 1  - I - 
0,661 -- I -- 
0,591 - -  I -- 
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So far  as concerns the basic amino acids and methionine, on chromatography in systems 1 and 2 the 
arginine remained at the start,  the Rf value of histldine coincided with that of glycine, that of lysine with 
phenylalanine, and that of methionine with alanine. These pairs were separated on additional chromato- 
graphy in system 5. The results of the chromatographic separation of the DNS-amino acids in the five 
solvent systems are given in Table 1. 
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