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1 case GUS avidin E. coli
Generation Yied of target protein AgbrI:tI)asL:tCerium e oo
@200x @1000x
0 19 1g )
1 2000 g 1kg T1 GUS trypsin
5 40 kg 1000 kg 2 300 ng/-mg
3 8000 kg 10 kg targeting se- quence
ELISAs T1 Y
Western blot ,
(gene insert) ¢ D
ProdiGene Hill maize line
, (back- crosses)
(hybrids) (2 3 2B).
Avidin, laccase, trypsin
USDA , avidin  laccase
) tryp-
(whole grain) sin
(fractionated flour) Laccase
ProdiGene
laccase | isozyme
, 63, 59 kDa band
band ( 27),
4. laccase
¢ 3.
laccase
ProdiGene
GUS, avidin, trypsin, lac- (zymogens)
2. GUS avidin
Gene Transformation  Copy Promoter Target T1 high To ear
method # seed bulk
Avidin® (17 kDa) Bidlistics 2 Constitutive CwW 100 ng/ mg 2 /mg(T8)
GUS (68 kDa) Bidlistics 1  Constitutive Cyto 2ngmg 200 /mg(T5)
Trypsin(24 kDa) Agrobacterium ?  Seed preferred cw 300 ng/mg 50 ng/mg(T2)
Laccase(63 kDa) Agrobacterium ?  Sedd preferred cw B ngmg 65 ngmyg(T4)

‘Reference 17, °Reference 18.
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3. laccase
Biochemical Native E. coli Maize- derived Egg white Maize- derived
properties GUS GUS avidin avidin
Mdecular weight 68,000 Da 68,000 Da 17,700 16,800
Km 0.21+ 0.04 nM 0.19+ 0.05 nM NA. N.A.
Binding NA NA Binds one biotin ~ Binds one biotin
stoichiometry ) ) per subunit per subunit
3.2x 10+ 3.3x 10 15X 10°+ 38x 10°
Vmax nmoles hr nmoles/ hr NA. NA.
Isoelectric point 48-50 48-50 10 10
Ki NT. NT. 3.16 pM 334 uM
Heat stable Yes Yes ? ?
Antigenic : . . .
similarity Identical Identical Identical Identical
Glycosylated No No Yes Yes
N-termind . Identical except for . :
sequence Native initial methionine Netive |dentica
N.A. = not applicable.
N.T. = not tested.
g ki
w - E
8 £ g c 5 & B
% 8 B £ 20 B
= 2 = E & £ 3 &
& 8 u § B8 & £ u
S § © B 2 og g
A. £ & 8 B ELETRE %
= o [=1] L= = [=1] = a2 - 8
e a =L [+ W [~ o] =) =)
— -— - [i=] od (F5 B s -
v | h.-l-ll
80 kD TF .
61 kD ' il
- T 28 I:D-_-“ -
‘ 19 kD=
P
- . -
2. Laccase (A) bovine trypsin (B) Western blot.
marker laccase
Trametes versicolor laccase | gene Agergillus strain
PVDF electroblotting PBST blocking
HRP 2 . LCG:
laccase line; TRF: bovine
trypsinogen line.
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