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Downi ng Street,

* During the | ast eighteen nonths we have tried transformng

Ar abi dopsi s thaliana Landsberg erecta using nunerous hone-spun and
publ i shed net hods and have finally adopted the protocol of Val vekens
et al (Drk Valvekens, Marc Van Montagu, & M eke Van Lijsebettens
1988. Proc. Natl. Acad Sci. 85, 5536-5540.). W have experienced a
few problenms with this nethod; they are:

(i) Depletion/degradation of auxin wi thin shoot-induction medium (SIM
that results in the death of mcro-calli. This phenonenon cannot be be
prevented by regular transfer of explant naterial to fresh nedium

(ii) Inefficient regeneration of mcro-calli in the presence of kananycin.

(ii1) Poor seed set fromin vitro grown plants. Seed batches obtai ned
fromsuch plants usually germ nate poorly.

* In attenpting to overcone these problens we have found the
follow ng nodifications to Val vekens's protocol useful.

1. Omt N6-(2-isopentenyl) adenine and indole-3-acetic acid from SIM
and replace with 6- benzyl am nopurine (0.4 ppnm) and napt hal eneacetic
acid (0.2 ppm. Using this nodified growh regul ator regi ne we observe
mcro-calli by circa day 11, post co-cultivation.

2. Pick off mcro-calli (2 to 3 days after they first becone visible) fromthe
background of yellow ng root explants and transfer to fresh SI M (BAP

0.4 ppm NAA 0.2 ppm and continue incubation w thout selection.

Shoot regeneration is very poor with selection, but in its absence circa

60% of mcro-calli regenerate. W have not experienced any escapes
by limting selection (kananycin 50ugm -1 or hygronycin 20ugm -1),
11 days.

to

3. Transfer shoots and associated callus to GM nedium (in ' Magent a
vessels, Sigma) and allowto bolt (circa 2-3 weeks). Cut bolted stens
fromtheir callus base and then root (circa 2-4 weeks) in GM nedi um
contai ning indole-3-butyric acid (1 ppm}. This usually ensures that
connect with the shoot vascular system W have found that | BA-

roots

I nduced rooting is approximtely 25%efficient so it
at least four 'like' explants to
establi shnent of bolted stens in

4. Transfer
conpost)
hum dity over a couple of days.
hi gh (circa 90%.
plants to soil.

rooted shoots to soi
in a high humdity environnent and wean to atnospheric

is prudent to set-up
ensure success. Wthout roots,
soil is poor.

(80% sand + 20% Fi sons' mul ti purpose

Survival of successfully weaned plants is

Silique ripening occurs circa 3-4 weeks fromtransfer of
Seed set and subsequent germ nation are usually
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