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NOTES ,369 

by using the more absor.ber-0.. S ,,,& .$, No. ,589 Green Ribbon C .paper, (we, successfully 
extracted 2 ml of, plasma y.from &&~-~‘I$‘in.. ,x 4 1/2 in.. strip. :, Ar+her ,adv,antage. is ., 
economy of technicia$s i,ti& -in’! &‘a&’ of multiple samples.,, As ,niauy.’ as “36,i’:narrow 
stripscan be easily pl&d inione. jar. The inconvenience of ::paper silicaticn:‘is ‘only ‘real 
\irhen the procedure, is, seldom used. 

,I;‘. ,_” ;: ,,; ‘.‘I: :‘. ; :, 
,,- :)..i’A’. .;, ,: ” ., :“,m 

” 
If collection beakers ,are .tarcd determination of total’lipid by .$eighing ‘may be 

conveniently done by: evaporation, of solvent without furth&$ransfers. This may be 
particularly useful clinically in: pediatric work. ; :‘yi::f,“~:~:~~ ..; I. 1 .’ 

we were not able to,detect any significant lipid degradation but !a :moredetailed 
analysis might h~v~'r~~~$i~~so~e.alterationssucl~ astran~~~~~~ific~~i~~~r,OI;"jhe;ot~ler 
Iland drying of sa~pi&&& exi&c&n,and ap essentiai~~:~~~nli~~r~~~,"a~~~~spl~ere ,, I,.(( :, ;,: ,',.:'. ',, 
of the jar would tend ,to.“reduce degradatory process. Thelipid extract ,dld,,not seem 
to contain nqn-lipid.‘plasma’: elome.nts, but minute amounts of. m,~~~~gl,‘.extractable 
from paper itselfa ppeared in the cluate..This was practically eliminated by tli$prerun. 
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CNROM. 3602 : 

Biochemistry df sphingoli$ds ’ 
,. 

XXI. Separatidn of ,dinitrophenyl derivatives of long-chain’ bases by reaction 
paper.chromato~raphy 
,,, ‘. ,.. -. 

‘. 
: : ‘, Thin-layer and .paper chromatographic separations of ,DNP’ ‘(dinitrophenyl)- 

derivatives of long-chain bases and their degradation products* ‘originatirig: from dif- 
ferent hydrolytic,, conditions, have been reported.in ‘our ‘previdus’p;ayersl-5.’ (‘.I 

: : : ,. /’ .‘.. :,.’ : .. : :, ., ,.’ ,.., 1, ,’ 

* The names of ,the,, long-chain b&es and their~‘de&dation, &&&s ‘are ‘&esented, in ,the 
f&k df tlit$ semi-tiystematid. n~mericlatiiirk tised u$ to the present time; ‘&id ‘kltio in the’teqns 
proposed by IUPAC-IUB Commission on Biochemical Nornenclature12. , 
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NOTES 

Fig. I. Separation of DSP-derivatives of long-chain bases by reaction chromatography on LVhat- 
man So. 3 silica gel paper in petroleum ether (b.p. 6o_qo’)--<II* Th>;l cthcr (50: 50)~ A = long-chain 
bases from normal human brain sphingolipids after hydrolyst wrth modified aqucwus mcthanolic 
ljC1ll; I3 = long-chain bases isolated from human aorta +I ‘~in~omyclins aftc.rm 1 rlzymatic ant1 
alkaline hvdrolvsis’*; C = long-chain bases isolated from no1 a ’ human brain L, 
hydrolysis witg mcthanolic H,EYO,~~. A and B are the result> 

I I<olipids after 
*!I(: direct 101 Ill;ktion of DNP- 

rlcrivatlvcs on the chromatogram ; C arc DNP-dcrivativcs fornl$ ‘I’ the method of KARLSSO~. 
I = x,5-IJihydroxy monoenoic derivatives (g~-h~clrox~-3-sphin~~~~~rlnc -t St-hydroxy-A-sphinfi- 
cnincj ; 2 = sphinqosincs and dihvdrosphinRoslncs(J-sphinKcnines + sphinganincs) ; 3 = 5-C>- 
methyl ether5 (5u-methuxy-.3-sphlngcninc I- 5r_-ll~‘thos~-,~-sl’hinjicnirlo) ; 4 = J-0-methy! 
vthcrs and dicntaic tl~ri~ativcs[_~I~-rr~cthox~-~-sphi~~~~~~~i~l~ * ,~r.-lllr,thc~.u~-~-sphil~~~nino I_ 3,5- 
hphin~arlicnc~ .- ci.~-,(..5-~l~hin~;~ci~tr~~cI. 

Fig:. 2. Separation of DSP-derivatives of long-chain bases by reaction chromatography on What- 
man So. 3 paper imprcgnatcd with silica gel and 0.05 .\I Na,B,O, in chloroform-methanol 
(99: I I**. A and B are the same samples as in Fig. I. I = thrco-sphingosincs (3L-4-sphingcnincn) : 
L = crvthro-sphingosincs(q-sphingenines) ; 3 = clihydrosphingosines + I ,5-clihydroxy monoenoic 

In all our esperiments the derivatives by the reaction of free 
bases with an of z,4-dinitrofluorobenzene in 
(pH IO) at 6-70 to KAICLSOX~. 

Reaction chromatograplly was introduced by I-~IXKER~ and has 
lx-en used in tlw anal!-4s of DSP-amino acids” cx lipids D. We have used this technique 
as a simple procedure fur the identification of long-chain bases on paper chromato- 
grams. 
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NOTES ,391 

‘. ,IsoLation. of s#Uzgoli~ids. Sphingolipids were isolated frank human brain, aorta 
and other ,,tissues by ,n$ld, alkaline hydi%lys&~lTl~e highly “purifie’$ fractions of ‘glyco- 
kphingoli@ls arid ,sijhing<myelins w’c~e prepared by column ‘cl?romatography on 
florisil' &rid DEA&,cellulose., : 

.,.‘,’ 
’ ’ ‘, .’ 

L~&&hkiri ‘l&se .ekracts ‘free ef’ various degradation’ Products were, prepared 
from Sphingoinj;klii~s by ‘the acticn of phdspl~o~~&se C .(phospli~tia3;lchoiine phospho- 
hydklase I?& '$;'I.&) and, suhsequent hydrolysis with I N ‘methanolid ‘potassium 
hydroxidelo;. : 

.’ 
:. .’ 

: Rebction $a$er dwomkzto&@bhy: A+ aliqudt of the sohkion of free bases in ‘diethyl 
&her ,A+$ spotted’ as a narrow ba&‘(2,‘,cti) on ,‘the startin’g, line of Whatman No. 3 
silic’k ‘g&i paper or ‘.en ,the same paper impregnated with ‘o;o~ M sodkim tetraborates. 
., .’ 

The are5 of ‘eacli san-$e was wetted wjth some drops’of nietliano~,,and~then ‘with 
an’ i o/o aqueous solution of sod&m ‘ctirb,onate’ and’,a I+ o/o r~ethanolic’,solution of 
i ,4_dinitrofllidrobenzepe: The chromito&r&s were in,cubated for, is rnii-i in a chaniber 
$atur’$tod~‘w~th water.vapour:at 38 O ‘and finally dried ,for IO .min at room tem@kature. 

‘: “Ckronjatography’ was perfornie,$ ,,&I petroleum ether (b.p’. ’ 6o+o’?)-diethy 
ether (65 :‘3$’ or’ 30 : SO) or 'in chlqrbforlll-iiiethanol (4s‘ i I) i The ho&ho&us bases ‘w&-e 
separated on Wl&man, No. 3 siJic,a gel paper impregnated with _tetra.in in ikethandl- 
tetraiin~wtiter (go : I0 : 70; upper phase) s... The spots were located tinder U.V. light 
(Figs. I and'z) . 

The direct formation and chromatography of DNP-derivatives of, long-chain 
bases on paper, represents a reliable method for the identification of their, pattern in 
sphingolipids;.The results are identical when compared to the “classical” technique 
described in our previous papers. 
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