Wu et al., AGROBEST transient transformation method

Methods S1

Bacterial strains and plasmids

A. tumefaciens and E. coli were grown in 523 medium [1] at 28°C and LB at 37°C,
respectively, with appropriate antibiotics. The plasmids were maintained with the
addition of appropriate antibiotics (see Additional file 2: Table S2) at the following
concentrations: 50 ug/ml gentamycin (Gm), 10 ug/ml tetracyclin (Tc), 50 ug/ml
carbenicillin (Cb), 150 ug/ml spectinomycin (Sp), and 20 ng/ml kanamycin (Km).
The MYB75 coding sequence was PCR-amplified and ligated into a p326-His vector
at Xbal-Xhol sites to generate the 35S::MYB75 expression cassette, which was then
inserted into pPCAMBIA1390 (Cambia) at Pstl-EcoR1 sites to generate
p1390-35S-MYBT7S5 for expressing 6xHis-tagged MYB75 driven by a CaMV 35S
promoter. To replace the single 35S (1X35S) promoter on p1390-35S-MYB75 with a
double 35S (2X35S) promoter, the 2X35S promoter sequence on pSAT4-cEYFP-N1
[2] was PCR-amplified and inserted into p1390-35S-MYB75 at Pst1-Xbal sites. For
expression of MYB75 by a super promoter, MYB75 CDS was cut out from
p1390-35S-MYB75 and inserted into pBISN1 at Xbal-Sacl sites, replacing the
original gusA-intron gene. To construct p1390-NLS-RFP, the NLS-RFP cassette was
PCR-amplified and ligated into pCAMBIA1390 at Xbal-Sacl sites. To generate
binary vectors for BiFC, each expression cassette was amplified from respective
pPSAT vectors and ligated into pPCAMBIAO0390 at the Spel site. To construct
pCAMBIA1390-1X35S-LUC?2 for expression of LUC2 by 35S promoter, the 35S
promoter digested from p1390-355-MYB75 was inserted at Sall-Pstl sites of
pCAMBIA1390-GI-LUC?2 to replace the GI promoter. The virB2 in-frame deletion
mutant was generated by use of a markerless gene replacement method with the
suicide plasmid pJQ200KS [3]. The upstream (550-bp) and downstream (720-bp)

segments of virB2 were PCR-amplified, digested with Sacl-Spel and Spel-Xhol,
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respectively, and inserted into pJQ200KS at Sacl-Xhol sites to generate the plasmid
pJQ-virB2. Subsequently, pJQ-virB2 was used to generate a virB2 in-frame deletion
mutant in the 4. tumefaciens strain C58 as described [4]. All primers used are in

Additional file 3: Table S3.

Infection procedures by Li et al. (FAST method)

The FAST method developed by Li et al. was performed [5] and described as follows.
Arabidopsis seeds were sterilized and sown on 1/4 MS agar (Phytoblend, Caisson
Laboratories) plate with 1% sucrose, pH 6.0 and incubated in a 16-hr (22°C)/8-hr
(18°C) light-dark cycle. A. tumefaciens was freshly streaked out from -80°C glycerol
stock onto an agar plate with proper antibiotics for 2 days at 28°C. A fresh single
colony from the plate was used to inoculate LB liquid medium containing appropriate
antibiotics with shaking (220 rpm) at 28°C for 18-24 hr. Bacterial suspensions were
diluted into fresh YEB liquid medium (5 g/L beef extract, 1 g/L yeast extract, 5 g/L
peptone, 5 g/L sucrose, 0.5 g/l. MgCl,) at ODgp=0.3 and further grown for 4-6 hr
until ODggo 1.5-2.0. Bacteria cells were harvested by centrifugation at 6,000 g for 5
min and washed once with washing solution (10 mM MgCl,, 100 pM acetosyringone)
and re-suspended in 1 ml washing solution. Four-day-old Arabidopsis seedlings were
soaked with 20 ml co-cultivation medium (1/4 MS, 1% sucrose, pH 6.0, 100 uM AS,
0.005% Silwet L-77) with Agrobacterium suspension at ODgg 0.5 in a clean 9-cm
Petri dish. Co-cultivation was performed for 36-40 hr in the dark before GUS or

luciferase activity assay.

Infection procedures by Marion et al.
The optimized infection method developed by Marion et al. was performed [6] and

described as follows. Arabidopsis seeds were sterilized and sown on Arabidopsis MS
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phyto agar (Duchefa) in six-well plates and incubated in a 16-hr/8-hr light-dark cycle
at 18°C. A. tumefaciens was freshly streaked out from -80°C glycerol stock onto a
2YT (16 g/L bacto-tryptone, 10 g/L yeast extract, 5 g/L NaCl, pH 7.0) agar plate with
proper antibiotics for 2 days at 28°C. A fresh single colony from the plate was used to
inoculate 5 ml 2YT liquid medium containing appropriate antibiotics with shaking
(220 rpm) at 28°C for 14-18 hr. Agrobacterium solution was diluted into 30 ml fresh
2YT medium for growth of 18-24 hr at 28°C until ODg 4.0-5.0. The bacterial
suspension was re-suspended in infiltration medium (5% sucrose, 0.01% Silwet, 200
uM AS) at ODggp 2. For co-infiltration, the 4-d-old seedlings were covered by
Agrobacterium-containing infection medium and vacuumed twice for 1 min. Excess
infiltration medium was removed and incubated for 3 days at in16-hr/8-hr light-dark

cycle at 18°C.
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