
To oven:ome cIseases plants have evoIved reslstance genes that recogrize pathogens ancl activate 
defense responses. In CAssava, prevIous studle5 have ldentifll!d two candldate genn that mlght corI~ 
resistance 10 cassava bacterial bllght caused by !he gram-negatfve bacteria X8n!iromomt, exOflOPOdit 
pv. manihofjs (xam) and have been named RX8m1 and RXam2. MappIng studles have demonstrated 
tNt RX&ffl1 and RXam2 co·IocaUzed wlth QTLs that expli!lln 13% 01 lile reslstance to l<am strain 
00136 arld 62 % of the res/$ta~ to xam stnIln Cl01 51, resped:IveIy. RXam1 enrodes a ¡;woteln wlth 
Set1nefthreonlne kJf"IMe (STK) and leudne RIdl Repeats (lRR) domalns, and RXam2 codes fof a 
Fü~eln contalning a nucleotlde blndlng domaln (NBS), whlch Is typIcaIy presenl In proleins confefl"lng 
reslstance. rn order lO vaftdate lhe functJon of these genes we 'Nill use intron halrpin RNA Interferenct 
(IhpRNA) to slleoce lhe expresslon of these oenes lo cassava reslstant plants and we will evalUate the 
1055 d reslstance In these lIansoenic silenced pLants. 

PCR WIIS performed fOf both RXam' and RX8m2us1ng torward primers contaInlng cw:x.;,1 5' end, ¡hat 
allows dlrectionll donIng d bUIt PCR produclln pfNTRJD-TOPO® voectOf, sultable fOt ae.ating a 
gatewav entry doM. Prlmets oenerate a 301bp prnduct for RXamf and a 61Bbp product fot 
RXam2.(FIg. l ) 
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Gene fragmentJ doned In pENTRJO-TOPO were sequenc.ed using M13 fofward primer lo confirm the 
¡nsenoe dthe Insert. SeQuenc:ed dones wete used to perlorm <In lR reoornbinase reactlon In erder te 
bedoned In pHelsgate12, .suitllb6e9iJl~.,., glefldf"19 vector for plants(Ag. 2). 

• To contIrm the presenc.c el setlse and antisense f"'9lTlenlS of RXaM I and RX1Jm2, me veao, was 
dlpested InOependeottv with the restrict.Ion enzymes XOOI if\d Xbal, eadI one excises !;he sense or 
antisense fragment wlth IheIr ~ rccomblf\Oltlon s/tes generaUng a tragmenl 01 t127pb rw 
RXam1 and 1744 Icf RXIJII12. These (n¡gments were exdsed and eluted from an agarosegel and used 
astemplate forPCR(FIg.3) . . ) ---
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fig). .J~lIIcbwd&.-al RX_I(lfII) ""'_'(~J iII~ ..... KIIoI_IIboI. III90"""II.""""'" 
_"'"""'alI427bRX_' _ I7-M r.:.r 1Vt-.1 

Resistant cultlvars lO Xam wi1I be transformed wIth the dcned fr1gments of RX&m' aod RXam2 uslog 
A~ tumIIfacHlM. We expect lo observe lnausee! susceptlbillty due lo sl!endog of the 
reUstant ~ candldllte (RGC; Ag, 4), Further studIes will aIIow !he eYaluatlon 01 A9robactertum­
rnediMed transformablNty In reslstant cultNars SGl07-35 and M1n685. 
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The cassava CLlltivar moóel for transfol"matlon It¡ TMS604A4. howeverwe tkl ne' know 1/11 h¡ resinanllO 
Xam CI0151 er Xam CI0136. HoweYef prellmInefy resolla ahow that Rxam21s expressed In TMS604-4<I 
suggest.lng that we can validatethe functlondlhis RGC In THS60444 (Ag. 5) 
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