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Note 

Separation of four components of the antibiotic EM49 by partition chroma- 
tography_on paper 

The new antibiotic_ EM49 (ref. I)_ is :t compfcs of c~~fic. honwcfectic a-ta- 
peptides. tnmortc~iarcd lvith phydrosy fntty acids;. It consists of four componcntS_ 
f.t_ ii’_ ;‘_ and i), difTerin2 from each other in their wntents of phcnylafaninc and in the 
chxin length of their t3t_v-rtcid rubstitucnts. The ftlttr components haw hcen sepa- 
rated by ion-cschange column chromatography 1x1 CM-ccff~~fose~. For routine :tnrtf~-- 
sis of fcrmtttmttion sampfcs. ;t simpler chramuto~_rttpliic procedure \v;is soitgflt f3r 
the separation of these four entities. Wfwrcas thin-layer chromatagraph cmpfoyin~ 

plates prc-coarecf with CM-cellulose did not reproduce the reSuft 4 the cofunin chro- 
nititograpf~y_ 2 --real-partition cfirotiiato~r:tpfii~-- technique on papc? 5 pn~vtxt 
SuccrSSl‘ul I-or thk purpose. 

The sofvent system txxisists of ;I r?iixturr of- n-anl~l xfc~~fiof--:iniyf ;ic~‘t;ttc- 
propionic acid-mater (6:9:5: 15). this mi.srurc Separates into two phases. The IOWX- 

phax is niiscxf Gth an equal vofunle afxt’t0llC :iIlcl tllt2 paptX strip (\~f~atman NC,. I ). 
WI u hich samp!c spots ha\-s been rtpplied. is drrtwn through a bath of this mirturc. 
It iS mt newsS:try to \i’ct the c‘nd of the paper that will be placket in the sofvc‘nt 
trough_ but tflc origin tit \vhich the San~pfc Spots have bcrn applied must 1x2 wxtcd 
Xticr evaporation oftfic xctonc, achicvtxi by hanging the paper strip in air for 3 min. 
the paper strip_ ~vhifr still wet_ is transferred to ;L jar of ;i heigfit gcattr than 2-I ctii 
and ;t descending chromato~rtim is devefoptxl with the upper phase crf tfic 511lVCIit 

mixture. The jar is lined Gth paper that has been \vettcd with the lo\vcr phase_ The 
chromrtto~ram is affo~ed to develop t-or 16 h at rooni tcmperttturr of 21.5-2-I _ Atier 
ti;cc-hromltogrttm has been dried in air_ the spots am detected eithrr by bioauto~r:tphy 
on an Ew-Ix~~i-kI~itr mli plate or by the chforamide rt’;tction”-:. 

A photograph of a pttpsr~ram developed in this nxtnner is sho\vn in trig_ I_ 
thr four components (rf_ :_v_ fi’_ i)) having migrated 5.0. 6.2 8.3. ad 11.5 CIII. respt’c- 
tiv-cly_ The RF v:~furr of the components measured \vhen the solvent f-mm had mavcd 
ZQ cm in about 3 h wet-e: CL_ 0.13:;‘_ 0.16: p9 0.22: and A_ 0.30. Fig. 1 ttlso sho\\S that 
a mi.sture of- the32 four coniponcnts w;ts resofvtxf to give Ijitr discrete spots \\-it!i 
nx:hifit!es cfxu-acttxistic OT the four individual components. The chrc~matogr~im af ;L 
L;-rmsntation-broth sampls is also shown in Fig. f_ This sample \vaS prepared fy 
exrrat-tkp 10 ml ofthe fernwntation broth, adjusted to pH 12. \vitfi 4 nil ofmbutanof- 
cthyf acctatr= ( I zj_ v/u)_ -411 nfiquat of- tfw SiIfVcIlt phxx, rcprcscnting itpprosinx~tcly 
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