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Purification of plant auxin by polyamide thin-layer chromatography 

\'a.rious mctllocls IIIL\W lxm~ cnlplo>*Cd for tllc puriliation a.1~1 scpa.ratic~~~ of 
idh-iikc gr0wil rqqiiatm from pht tissitws. - J~llcsc inciucic gci iiitrutioii 011 
cxdu11111s of Sepl1aclcs 1,1-I-20 (Ids. ~,a), ]x~pC!i- petition cliroiIinto~i.LLI~lI\‘:J..‘i XMZ 
tllin-layer cllr(_,nlat0~rul>ll3. (nc) 011 CC~~U~OS~:~ i~wi silica 6~1 r -es-i1 C; ’ w.ra,tion by cljrl~ln;L- . ._CI . 
tcqp-apliy 011 tliin la~.crs of silica gcbl lias l>ccw a\*cliclccl iii sonic studies lxx:nus;c oF tlic 

ral)icl o.sidiz;Ll.~ilit~~ of inclolc amins unclcr~ tlicsc: ccmliticms. l~tirtl~crniorc! siliix gel 
p\vclcr is uiisuit;hlc for cstimatioiis of lc\+c?ls of ausiii I>>- bi(w,sw~- tccliiiiclucs7. 

Estiniatcs of tllc IC\*clS Of ;Lusills Ilrc l.lSUiL]]~ iL~11liC?\:~?Cl I,- l~io;lssiL~* \\‘itll C’r Il~wptilc 
WglllC!lltS. .A su1xt;Liitia.l ~1lllC~Llllt uf d:LtiL ll;LS 111?1!!1 iLl~~11lllUliLtCCl to SllOU* tllat iiiclulc!- 
3-acctic ncicl ( ru) wn intcrar*t eitliw syiic!rgist icxll~* 01 iLlltiL~O1liStil.~Lll~ iii i*olCol~tilC 
assays wit11 ;L WLriCt>’ of plicr~i~~lic sul~stallccs oc’curr ing ivitlcly iii !>lilllt tis.suc.slO--*l”. 
FUrtllWIllUr~, tllC! ObS~!r\*iLtiOll tllilt ;LlllOlllltS Of SUCll ~~lionolic: SulJ$tiLllVt’S \‘iLl*J’ iii 
lc~el Lvitll ~~lii~tol~C~ric~cll~l-~l~ i~itrocluccs ;L ~cmil>lic.ntiii, m fiLC’tO1‘ into CliL\.l~!ll~tll Stuclics 
cm lcvcls of plant ausin. 

Tlic usuul ~lir~~iii~ito~r;~l)lii~. lm~wdurc!s fat Sl!~XLl’:Ltill~ Cl~lCl~~~~!ll0llS iLUSil1, 
i.c:. , IXLIXT ~llrl~llliLtl~~riLl~Il~~ (IT) using iSl~lNY~~~XLlll~1- aiii1iicmiuiii li~~cl~o.~iclr-~-~~~~Lt~f 
IT,\. T . r\ A.. .,I,+ *,<lrllr~r*lt.>l,. L’l,l~*Il*‘It,. ti11,-!, ~7ll\~+~,n,‘rrc F1.#,lll t11,a I~Illlr ,\f r,l!,ll+ t,lr,rtr,\l~ll~ \A”. A. * A, LLII I11’C cLLLC.L(U‘L.LLrlY JLtl‘CILbCb .--I,\ LL .‘IcLII.~bcLILL\-..- Illr,,L L,,\, I,ILL&I. I.,& ,IILCIIL ~“,b”“,” I 

alld tllc! possibility- iLl’iS;CS tll3t iiitcractiiw?; l)c!t\~‘c‘c~ll till? ~~llclllolS iLIlt iLU.Sill IlliL>* ruS;ult 
:.. . . . . . . . . .._.. 1:..1.1. 
III iLlI llIl1c:LlcLl~IIl 

. . ..&......&. . . . . . . . . . 4.:..:+.. 
l:.'rllIIIIl.L~~ (if IbLL.,,,L ;ii:LLI IL*\ , 

14. :.. :.........c....c +l..,....T...... 4.1.,4. ..1.......1:,. L c 13 I,IL,rlll L‘LllL LIII-IC-LIII~: L.ll‘LL ,IILl-lllr,l~ 
lllELtl!~iiLlS Slll’I~llCl 111: l~C?llll~~~~!d f~Oll1 l?Stl’iL~tS \\‘lll!1’1! iLIlSil1 iS tCl IN_! l>iOil_SSiL~‘l!Cl. 

I’Ol~*iLllliClC is il li~.clrc)gcii hiiclin, m rc5ili \i*liic-11 IliLS 13lY!ll ~LCl\‘il.lltil.~C?OllSl\’ Clll- 
ployA for tllc scparnticm of iiidolcP ant1 ~~lic!~~i~ls~~ illld for till! rC?lllO\*iLl Of l~lll’llOlS 
from l>lXllt l!StriLctS”“. 

‘I’lic possil,ility of cniplnyiiig lX~l~‘iLllliClC clll~c~lll;Lto~~~~~~l~~. for l)urif>*iilg :Lusin 
w;~s hm$ptd during stuciics 011 tiio ciil~*icwgtii 4.:0lm_d of il0rilioiit: il5,l:is iii rciatilm 
to tubcrizntioii iii ;t potato v;irii!t\-, .4’0/(11111111 (r~uli~c~nlrll(r. l’Wlilllillil.~\. itttclnl~ts \\*iw 
made to sqxnxtc pllcnc~licx from msin using sliort lX~l\.iLllliClc! ~:oluIl1lls. I-Ii ~\\‘c!vcr, 
this proccdurc \f’iLS foullcl tcl lx! inaclclilu;Lk since ;L SUl>St’:LlltiiLl :1111C~11!1t Of c!.Stl’~L~.tud 
plicnnlic riintcrial ~~~-~ll~l~lll~Ltl~~riLpll~d wit11 tllc ausixi illld ;L swics of s~*iitlii:tic. ~~lli~lli~ls 
llrd tllc sniiic clutioii prolilc aho. ‘I‘licrcfcn-c, ;L ‘I‘TX tccliiiicluu \ViLS dn\Y!lo]~~~Cl \Vliir*li 
SC!l)i~l.~Ltl~Cl ;I coiisiclcrnl~lc illllC~Llllt Of pliciiolii: llliLtCn~iiLl from ilUSil1, 

Tliin-ln>*er foils of RIX 1’01~‘~!‘i1111 l~Ol~.iLllliCl~ (l~o1~‘~LlllilloClC(l;lllnic: a-id) \\*cro 
pUl72Ilil.SCCl from nr;Lclicr~3--i\j;L9cl ilIlC1 COl1ll3iLll\‘, l~iil’Cl1, G.F.R. (CL~.iLiliLl)ll? iii GWnt 
1;2ritiLi!l ir’C~!1? Ca!nlnl.~ ((:;iaSs) T,tCi,; Caiiilwiclgc) iLllC1 ~\‘Cl’C 1”“-\\“LSllCCi ldorc r~S1’ \vitl! 
tlic cllronintograpliia solvciit sYstctl1 Lvitli \Vliicli it \VilS iiitmclccl to dcvclop tlic ffsils, 
It VQ,S found that tllis rcmo~xcl ;L ~011~ of pronounwcl ultr;Lx*iolc!t iLl~s~~~l>i~tl~c \\*llicll 
migrntcd ivitll tllc solvent front. 



‘.l‘lIc clic?tli~*l ctllc>l’ solul~lc 11IiLllt acids c*otltainilifi awill ~\*c!r(~ cli~~itlccl into t\\*o 
and l\wc cbitlicr strip Ioaclccl in a sm;~ll \*oluiiii~ Of 11lCtllilllOl 011 tllc S1ll'I'iLI'c! Of tllc 

poiy;LIl~l i&! i’oii (11’ dh~~ti~- oilto i\‘iiittniaii 90. 1 (,ill.0tll;lt0~l.~L1,il!. IJiLI’l‘~ ?;il~~~t5. :i 
l~l11'Ol1liLtlJ~~il.~>llic' tcv~lllli(lw \\';ls l~ll1~~llJ\'lY1 iii u*llil.ll ~~stl-m*ts 011 foils \\xv’v lirst 
l.*11~0111~Lt0~1'i1~~111~C1 in 0llC cliixv~tioii iii il sol~*i*llt sJ*stc~nl ~*oiidistiii,q of ctli>*l riic$li>*l 
1i~‘t~~ll~‘~-IllCf.~l~lll~~~ (CJ<]: I) \\‘1liC’ll lll~\‘~‘d I;\;\ ILIlllOSt t’cj tIllt .C;cjl\‘c!llt 1’1’()111., ‘I’Ill! l”)l>‘- 
;tiiiidc SillCX_)t \VilS tllclll l’l.~llll~\‘CCl fIXIll tlll ! SOl\‘~‘llt Olll~C? till’ SllI\‘l.‘llt fl’Ollt l1ilCl Illi~:I'iLt~!Cl 

r5 ('Ill IJc!~'lJllCl tlll* i u-igiii ;LlICl II’ilS clric~cl 1’01’ IliLlf ;Lll IloUI” iii ;I. ('old StI'l'iLlll of air. Tllc 
Sllcclt Il;i\*iii,L: lXY!ll tLllVl1Yl tlll~0Ll,~ll iSO” t!‘iLS tlll!ll p1ac7cd ill il ~cJl\'i!llt s;!'stc!lll c*ollsistili,g 

1Jf I>l~llZC~lll~ -~lll!S~Llll? (,'iO:sO) illlC1 Cl~!\'l.!lOll~!Cl t\\*icc, tllc! Ill!\\’ SOl\‘l~llt 1’1’lrllt Iwing lll~il.tl!Cl 
iLt tlic- t n$$il;d St:Lri liili*, 0111’1~ ~ll~~)l~llLtO~l’il,~ll~’ \\‘iLS f.*l~lll1~ll~t~~~l, tllc! CSCCS~ 11~!ll%l’lll! 
illltl IIl’SiLllC \\‘l’l’l! ~t~‘~l~ll~l’iLtC’(l fl’O111 tllc’ foil iLllC1 ;l. %C)lLC! olqx)Sitc ill1 I:i;\ lllilI~li~?l~ 613lJt 

IV;LS Sl’l’~ll~l?Cl Cl’0111 till* lllil.StiV I~iLl*liill, IV ilitij il jO- 1111 1’0llil’iLl iliL5li ;LllCl l!lLltC?Cl tlllXY> tilncs . 
u*itli ;I lllistuw OI ~!tllillll~1 -il.~l!til‘ ilC’it1 (IO: 2) 011 iL Sllilliill~ 1 ~liltl’l~1’1ll iii till! CliLrli iLt 
.‘, _‘, ;Iftl.T ;I lxicf cc~l~triftl~atio11 t0 lX?llCt tllP. ~Il~~.~lll~~tl~~l~iL1~lli~~ SLll)Stl’iLtC?, till! ~Ll~>C’l’lli~- 

tallt \\‘;lH lX!lllOVCX~ wit11 ;1 l’;.lstC?Llr pipette il.llCl II!ClLlOXI tn Cl~\‘llWS i/l i’rlC110 iLt ;3_C” iii 

tllo Ch~k. ‘I’llC rcsiclw \ViLS tillil?ll Lll> in CL SlTliLll VUlLllllC! Of lllC!tllZLll0l fO1’ c~l1l’~~lll;ltO~~aj~ll~’ 
,\*, \r*1,-,+*,,,,*, X.8 1 1 \-‘,, I , , ,,‘!.L,,I‘CLL . . II. :.!:~:,~~l~lf,\r~?.!,,~ll~. ,,‘1,1#BV L:$i!?g t!:c y{2!1;‘:!::~ s;‘*eypL ;C,,,w,,*,*1n,,l _ I,IICLLLl**Lcb,llL_. t’c”l’L’ * c s li)\~~ll~‘,l‘b&1\‘, - 

aiiini~~niuiii Il?clrclsiclc.-~vatcr (10: I : I). I.c!\*cls of ausiii wti\*ity ~vc?rc l?StillliltcCl \i*itll 
tllc! ;\~uia colcoptilc xssilyzL1. 

tliis oompcmiicl 011 pol~*aiiiiclc 1’I.X slicets and subjwtin,q tlicm to tlw prwx.~cl~irc 

cicscriiwd ;hw foiiowcci iyb* i~iOilSSIL>‘, inciicnteci tilnt ix~tu~wii i;S ;;,, aliti piial oi’ tile 

I:\:\ l*l.)ulcl IX? I’CCCnwccl (‘I’da? I). .As a rasult Of tlJC? lint cll?vellq,lllollt in ctllyl lllctll~~I 
kctotle-liictlinni,1 (99: 1) niiwt of tlii! iluoriwiiig pliciiolii: llliL.tl!rid spread Ixdwcen 
.Rp 0 to RF o.T, ulcl IAA ni.ipdxxl \vith tllc solvcmt i’ront. Traces of pi,cyicntccl materid 
ancl sonic! plmiolic: suhtances i:o-cl~~oll~ato~~~~l~l~i~~fi ivitli tlie ;m.siii ~wrc rciiio\*ecl 
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by reclironiatographinfi t1l.c foils iI1 tile reverse dircctim wit11 the lxxmmc-11esaiw 
solvellt systc111. 

Using sprays to detect l~licnolic coinlx.~ui2cls on lxy3er cllroiiiatoE=ralns, or 
relying on miics of fluorcsceiicc w11c1l ol>served under ultrnviolot ligllt, a innrkccl 
reduction of l~l~ciiolic sulxtanccs was ol.wcr~*cd xvlicii estrncts 11x1 been clmmato- 
gral~liecl m lx~lyntnicle TLC sllccts prior to PC. 
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After correcting for iwsin losses during tlw purilicntioi~ l~roceclures, using tllc 
data obtained alx.vc wit 11 synthetic 1.4.4, tllc results prcscntccl in Fig. I indicntecl 
that in unpurified, ausin-contaiiiiilC: wtrncts, high aiiiounts of l~l~ciiolic sulAances 
brougllt about an interaction in tlw ~cchxq~tilc bi&ry* which maggcrated tlm nctual 
aniounts of <awin present. ‘I’licsc results tliercforc stroilgly subb rTmcsted tht rcmo~*i~l 
of pllcnolic materials by llydrogcn lauding to 1x)1\-amiclc lxwugllt about a reduction 
of c?, synergistic interaction 11et1veen phenols and nusin in tlw Avcna colcol~tilc assay. 

Tlic tecl~nique aclol~tccl liere was used solely for the lmritication of nusin- 
containing c.stracts from the potnto species, Solnll.~rrlll~ clll(ligt*lln and it is highly 
likely that some modiiicntion of the teclukpe will be required for USC on other tissues. 

Nevertlleless, it was evident from the results prescntcxl lwrc that assessment 
of nusin activity in plant estrmts sliould be treated with r?, certain amount of caution 
where there is &I irkdequntc selxwntion of sucll growth regulators from pllenolics. 

This lvork WRS carried out under the tenure of it research stuclentsl~ip from 
the Science Research Council. The author is indebted to Professor P. 1;. 
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