
Joltr~ml o_fCllro~trnto~m~~/~~, 75 (1973) IZZ-123 

0 Elsovicr Scientific Publishing Company, Amsturclnm - Printed in The Nethrlands 

Nate 

CHIZOAI. 6309 

Chromatography of five cytokinins on an insoluble palyvinylpyrrolidone 
column 

Polyclnr AT, au insoluble fornl of p0lyvinylpyrollidonc (PVP) forms insoluble 
co~nplcscs with l~lux~ols, which may tlms bc ran0ved from plant estracts. Columns 
of PVP have been usccl*~ 2 to purify and to sepwate plant hormones including the 
cytoliillin xcntin (G-(~l~yclrosy-3-ri~etl~yl-lvnlrs-2-bute~~yl~~x~iino)purine), but uthcr 
c~tokinins hnvc not been invcstignted in this way. I-Iowcver, a nunilxr of purines 
have been separated on similar columns3 and tllis report describes the separation 
of five cytoliinins on il. PVP column. 

The colun~n was prepared by pouring n slurry of Polyclar AT in distilled 
water into ;I 2 x 30 cm glass colunm by packing it to CL height of 20 cm by gravity 
ilow. It was allowd to scttlc and then wasllccl thoroughly with distilled water 
followed by M/75 phosphtc buffer at pH 6.4. A misturc of five cytolsinins in 6 ml 
of buffer was applied to the column ancl then cluted wit11 further phosphate buffer 
at pH G.4. The cytokinins were G-(y,y-dimethyl-allyl~unino) purinc (DNAA), Ci-fur- 
furylaminopurine (kinctin) and G-bcna)tlaminopwrine @A) at 1.25 x IO -"Al, zcatin 
at I.15 x IO-J&? and zeatin riboside nt IS x IO-"&~. The column flow-rate was 
35 ml/h. The cytoltinin clution profilc wns obtained by monitoring the tmnsmittancc 
of ultraviolet light at 254 mn through the cluate using an LKB Uvicord II absorptio- 
meter. 170r quantitative determinations each cytokinin was cl~r0matogrrtpllccl 
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Fig, 1, SCpari~tioll of iJ misturc of cptolciliilis on iL P\‘P colilriln clutcrl with AI/75 phoepliatc buffer 
at pIi G,.+ it!? nlcasul~ixl by p2rCC~lt~lgtc tralislilissioli at 25.1 11111. Key: %I< = matin ribosiclc, % .= 
ncatin, lIMAA = G-(y,y-tlirnctliplall~l~~~~ii~~o) purinc, I< = kin&in, .I%\ = G-Lcnaylntninol,urinc, 
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separately and the optical density of the total eluate was recorded at Amax. for the 
cytokinin. 

Fig. I sl~~ws that separation of the cytokinins into five discrete peaks was 
obtained. %hc percentage recoveries of the c~tokinins when applied singly to the 
column were SO, 7S, gj and 85 ‘% for DMAA, ltinctin, zeatin and Bh, respectively. 
Tllc quantity of zeatin riboside available for investigation was too small for any 
reliable determination to be made. 

PVP may thus be used to separate synthetic upplicd cytokinins viz. l3h and 
kinetin, from those cytolcinins which may occur naturally in the plant viz. zeatin, 
zeatin riboside and DMAA, and from phcnolic contaminants esisting in plant extracts. 
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