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Demonstration of "in vitro" Morphogenesis and Totipotency of Seedling Explants

Gl o sal) daa) 53 sale daliaall 4lall olae I AR claliia) 5 bl JSE pra 58 4 jad
o B o gas (53 6 Jall (gas s i) ¢ 3al) e (explant) Jealivea) il ¢ 3al) o) Eus
48051 Lol e el i) it LSy Lld ¢ 3L 8 52l g o) Adlide il GO
dasl 53 52! el (SN a2l Caany SIS LY (0 455 ) sall Lgad a2 je all Cliiall

Lia) Aairall il Led 53 g sall saill (3lLadal (8 o JLad) & gl Liviny (o gus s saall 0l ) 51S 50n
e sl (50 e isha DA (e clld Sy

Lol g Ay gl i S o s (gl (B sl) Al o 1 A 9Y) B ghadld)

a8 Al Ay (5 gt ) ) aad o) A g ) a3 RS 100N § ghadl

Methods :Jwdl 43
Week 1: ¥ 5 shill

Guba (8 Lgie) ) ol all sl a5 (Outside the laminar flow hood) 2s&)) z )& .1
o2l 4383 15-10 B2l & 5555 0 500 peall Gl ) IS 08 Jslaa (30 %7 o 550 s
rJall dlead lacl) 2
Y J a1 770 @ lagaae Ly &5 ¢ silballs pae Ll 5 cpall e o4 @
Msae dane 3 s Adadl 53 Jlind (Saa s (ETOH)

21



2015 «1 472

pladiuly 2 sel) o) 5 il s mse (G sk (e Aol ) anladii) o jall dgell ainy @
S J =S %70
die g Lagiad JiS) Ay b g3 2883 1510 el Ao 3l Aleny call Jid 2 gl Jaly
Leadassl e cang 25l () Al 52l e (5 siad A g ) Gldal Jla)
REPNE
Elaga Ay glas aadion (San ala ) Jla Ge S Tl Ji agell JAhaa gy Gl any @
¢ pina sla cdane LBl 4 33 a5 S5l e s sing (USw) ala) elS
Gl 5 il Laxtivaall (5 yill (L) anal Culie ana <13 ddine zepdi yi (31 )
O e adaall elally 3 gl o) s o4 :(Inside the laminar flow hood) 25l Jala 3
s saill Gldal ) s i) G315l Ji Aty J gaSIL daiaall LSl aladinly g aibail) lacal
die Glaaall A& g Je 10-5 )18 abeall elaly aad g 3L elli 5 gdd) Js &3

& saal 83a) jaisall ¢ gaall cand BV i s 4y 5ia 25 5 ) ya a0

22



2015 «x 472

OUTSIDE OF TRANSFER CHAMBER:
seed Add Chlorox* ==l 15 min.

. swirl o
O Be certain swirling insures

T % chlorox solution a that all surfaces
| Lesee] completely fills " <) of dish and seeds

peri dish the petri dish are rendered aseptic

CHAMBER PREPARATION:
Be certain that chamber has been aseptically cleaned prior to use. First, swab the floor and walis of chamber with 70%
ethanol. Turn on + run Laminar hood for 10-15 minutes. Prior to the next aseptic transfers:

1. roll up sleeves

2. wash hands with soap

3. wipe external aspects of petri dish with 70% ethanol

4. wipe hands with 70% ethanol

INSIDE TRANSFER CHAMBER:

Decant chlorox Decant H,0O
from seeds off seeds
'\ cap of sterile Replace /\
\, water flask cap-H,0. \/
Swirl seeds Add 2nd wash
" 10 min. " of sterile
JAR Add. JAR Hzo. Same
(sink) ;tege AR H,0 (sink) as (2).
2
Replace lid ez

M (2 (©) (4) (©)

Place paper in
sterile plastic

. petri dish
e (Meanwhile, Remove forceps from
3=/ prepare a EtOH beaker; using
sterile seed forceps, remove 3-5
H,O germination sheets of sterile paper
Swirl 10 min. chamber.) from glass petri dish.
Replace lid Replace lid
(6) @ ®) ©)
Jecant H,0 Add 5-10ml Decant H,0 & seeds Label germination dish
>ff seeds as sterile water into germination chamber. with name, date & seed type.
n (4) to seeds as Tape edges of dish to

in (2). ’Q insure lid stays on.

(10) (1) (12) (13)

9% a3 gala LAY %U\gé:\:ﬂl-)ﬂ\m'm:\ﬁbjdpd\gm 5 ghadl) @b\gghh&a
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Demonstration of "in vitro" Morphogenesis and Totipotency of Seedling Explants
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. ; cotyledon (nutrient storage area)
Seedlings will appear: ,__-::_:""—':-@:Apgx ofchoot

root tip
forceps (‘\ BN\
A
glass rod
scalpel

After swabbing all work Place germinating
surfaces, outer dish surface dish in transfer
& hands with towel soaked chamber open aluminum foil
in 70% ethanol packet of toweling

& insert scalpel to

remove EtOH

U] 3

2
=/ Y
| -
—=Z |>|| == QF’JI w ' %

organic  mineral
media media forceps

®) (6)

Repeat transfer

close cap of root tip to Incubate under lights

wg = =8 M media also
close lid
@ (8)
& a =| > II Qg avill—b S0 = forceps
cut off shoot
apex—20mm 9)

—_— —_—

Repeat with
Push Stgf" ef“; second shoot
mto_:’ne IIa wit y tip to Mineral
sterile glass ro media

Slant Rack

Under lights
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Effects of Hormone Balance on Explant Growth and Morphogenesis
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Effects of Hormone Balance on Explant Growth and Morphogenesis
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germination dish EtOH sterile toweling media
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1. Remove lid of germination dish and cut explants from 5 seedlings as shown below. Cover the dish and replace the instru-

= OO
OO

2. Remove the forceps from EtOH. Slip between sterile toweling to remove EtOH. Remove each excised hypocotyl from the
germination dish to one of the 5 media plates. Slightly depress the hypocoty! into the media for adequate transfer of
nutrients into the explant (piece of hypocotyl).

hypocotyl (cut a 1 cm hypocotyl section from each seedling)
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Tobacco

Transfer
explants to
callus initiation
medium

=

Remove
tip
Remove -
Sterilize
leaves ] g,
expose
pith
Slice
pith into
) sterile
pith dish

Prepare pith
explants
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