Buffers & solutions
Antibiotics (1000x, all filter sterilized): 


Ampicillin



100 mg / ml H2O


Carbenicillin



250 mg / ml H2O


Kanamycin for bacteria

15 (- 25) mg / ml H2O


Kanamycin for plants

100 mg / ml H2O


Rifampicin



20 mg / ml 0.1 M HCl

Plant growth hormones (filter sterilized): 


6-BAP (cytokinine, 1000x)
100 mg / 2 ml 0.5 M HCl, H2O (80(C) to 100


NAA (auxine, 1000x)

10 mg / 2 ml 96% ethanol, H2O (80(C) to 100 

Antibiotic working dosage
Ampicilline


100 (g / ml for bacteria

Kanamycine

15 (g / ml for bacteria

Kanamycine

100 mg / l for plants

Rifampicine

20 (g / ml for A. tum


Carbenicilline

250 mg / l for plants

Hormone working dosage
for shoot induction

}

NAA (auxine)

0.1 mg / l 


6-BAP (cytokinine)
1.0 mg / l 

Rifampicine
1.     For 10 ml total, 10 mg / ml in 0.1 M HCl
2.     First try to dissolve Rif in a too small volume

100 mg in 6.3 ml H2O with 0.7 ml 1 M HCl
3.     Then add 1 M HCl until completely dissolved
4.     Add 0.1 M HCl to 10 ml total

5.    Filter sterilize

Surface sterilising seeds

1.     Use a miracloth bag for the seeds

2.    Immerse in 4% Chlorox / Bleek for a moment

3.     Wash in H2O and immerse 10 min. in 1% SDS

4.     Wash again and immerse 30 sec. - 1 min. in Ethanol 96%

5.     Wash 5 min. in H2O

LB3-medium

for growing A. tumefaciens

1.   For 1 liter:


 1 g Tryptone


 5 g Yeast extract


 4 g NaCl


 1 g KCl

          3 g MgSO4 (7H2O

2.    Dispense in smaller flasks

3.    Add 1.5% agar for plates

4.    Autoclave

5.    Add appropriate antibiotics for selection of transformants

  Rif at 20 (g / ml

  Kana & Amp at 100 (g / ml 

Tri-parental mating

Conjugation of E.coli with A.tumefaciens

1. Grow overnight cultures of:

- A.tum LBA4404 with Rif20 at 28(C.

- E.coli helperstrain PRK2013 with Kana50
- E.coli with construct of interest with Kana50
2. Dilute the A.tum 10x and the E.coli 50x in fresh LB

2.  Mix 200 (l A.tum and 100 (l E.coli (x2)

3.  Spot 50 (l on nitrocellulosefilter on a dry LB plate

4.  Grow overnight (or more) at 28(C.

5.  Strike with an entloop the bacteria on a LB3-plate containing Rif20 and Kana100
6.  Grow overnight (or more) at 28(C.

7.  Pick a single colony and grow overnight in LB3 incl. Rif20 and Kana100 at 28(C.

PCR-check the culture and prepare a glycerol stock

MS Basal medium

for plant growing

1.    For 1 liter medium dissolve 4.4 g MS-salts (incl. vitamin mix)

2.    Add 3% (30 g) sucrose

3.    Add if necessary 0.8% agar (8 g)

4.    Add 1 M KOH until pH ( 5.7 - 5.8

5.    Autoclave for 20 min (some salts are not heat-stable)

Plant transformation

1. 
Inoculate 25 ml LB3-medium incl. Rif & Kana with 100-500 (l A.tum

2. 
Grow for at least 18 hours at 28(C 150 rpm until an OD600 ( 0.5-1.0


OD600 0.5 ( 0.5 x 109 cells / ml

3.  
Dilute to 107 cells / ml in 50 ml MS-medium

4.  
Use sterile grown leafmaterial (or surface sterilised leafs)

5.  
Work in a sterile laminar flowcabinet

6.  
Sterilise utensils and hands (incl. arms) with alcohol

7.  
Cut a few leafs at a time. Start cutting around the edge of the leaf,


then cut out the main nerves of the leaf. Make small squares ​0.5 cm, 
freshly cut on all sides. Usually 50 explants per construct

8.
Pour the A.tum solution on the cuttings as they will start to flow.

9.
After 10-15 min. dry the cuttings on sterilised filterpaper and put them on 
medium for a 2-day co-cultivation. Use a 0.8% Agar MS-
medium with 
NAA and BAP growthhormones 

10. 
After the co-cultivation a 2-day cleanup (of A.tum) is required. Use the 
same medium with Carbenicilline added.

11.  
After the cleanup selection of transformants is required. This is done by 
transporting the leaf pieces to MS-medium with NAA, BAP, 
Carbenicilline and Kanamycine

12.  
Seal the petridishes and incubate at 24(C and 16 hours light 

13.  
Check every day for infection / contamination. Refresh medium if 


nessecary.

14.  
After 3 weeks the first shoots should be visible

