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Fig. 1. Palindromic copies of the TGTCTC func- inaktive

tion as AuxREs. Constructs were tested in trans-
fected carrot protoplasts with or without auxin (3).
min-35S, —46 CaMV 35S promoter; DO, one
copy of the 74—-base pair (bp) DO AuxRE from the
GH3 promoter; GH3, 592-bp GH3 promoter;
P3(4x<), four tandem copies of the P3 element;
mP3(4 <), four tandem copies of a mutated P3
element.



Yeast-one-hybrid System
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Schematic diagrams of ARF1 and
related proteins
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Gel mobility shift assay
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 EMSA (electrophoresis mobility shift assay)
* To detect in vitro interaction of ARF1
e Effects of boxes lll and IV by truncating



Importance of the TGTCTC-sequence

 They detected the
specificity of ARF1 to
the consensus
sequence of the AuxRE
by mutating it
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In vivo assay of auxin responsiveness
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DNase footprinting assay

region of DNA protected
by DNA-binding protein
[

(A)
o * A method to discover
o |EEE specific DNA-protein
s SEPARATION OF THE DNA STRANDS . .
Interactions
* You can detect the DNA
binding sequence
family of single-stranded DNA molecules labeled at the 5 d
SEPARATION BY GEL ELECTROPHORESIS
| "footprin‘t," t
where no cleavage is top of gel .
® observed Molecular Biology of the Cell,

B .ioo0en  Alberts et al, Garland Sience, 5th
edition 2008, p. 430
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Biochemistry, Voet and Voet, Wiley VCH, 4th edition 2011, Fig. 31-34
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