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INTRODUCTION

Caffeine (1.3,7-trimethylx uhmcl 15 a purine alkaloid present in
high concentrations in ((‘mm!!:a sinensis). The caffeine
biosynthetic pathway Lurnaus three § adenosyl-L-methionine
(SAM) dependent mL!h\l"lljotl steps. where N- methyltransferases
plays an important role i\
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‘ FINDINGS.. |
HPLC analysis with the transformants and the
control using UV absor t|§'|I:|(>rl at the range of 150nm-
550nm were performed and spectra were recorded

at 276nm in the control & 150nm in the
experimental for Caffeine.

RT-PCR data showed a marked decrease in the
transcript levels in the putative transformants in
comparision to control.
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Transcript levels in putative transformants and
in control plants and production of caffeine
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"~ ABSTRACT

Caffelne (1,3,7-trimethyl Kamhlne}. known to have sensory and
stimulatory efl‘&l:ts, causes adyerse effects on health which has
Ited in an | d demand for dn-r.aﬂ’alnatad ma. Qur
approach Is to reduce or knoch axp of
biosynthetic pathway genes, caffeine symhase (cs) and methyl
transferase (mt). The genes were amplifiad using gene spacific
primers and a construct of pHELLSGATES was prepared by
Gateway Technology. The inverted repeat sequence of ¢s and
mt having an Intronic region obtained as a Not1 fragment from
PHELLSGATES is Introduced|into the expression cartridge of
the prlmary cloning vector, thﬂT fnr use In Agrobacterium
diat tion with A
quality attributes. The transformantsfare hal#%sad for
partial and complete knockdowhn of one or both the genes
using RT-PCR and reduction in caffeine production estimated
by HPLC.
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METHYL TRA RASE OBTAINED FROM A GARDEN
SERIES CLONE, 5,4, BY GATEWAY TECHNOLOGY,

RE-CONSTRUCTION OF \THE VECTOR pHELLSGATES,
OBTAINED AS A Notl FRAGMENT & INCORPORATION
INTO THE EXPRESSION CARTRIDGE OF BINARY VECTOR
PART27 FOR USE  IN MGROBACTERIUM MEDIATED
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TCAAAGCLCTEUCATCTAA L ]
TIAGTTCATTCCTETTACA
GIGAGGAAGTITCTIGITA
GAAGCCTACTTATCTCAKY
ACGOATCATICACAATTEA
GCCTTCACAGAGCCTATAA

CACTCACATTETAGTITCA

ATACCRAAGATCACAAGTA




