VIGS protocol using drop method
Plant Growth

1. Prepare the pots as shown in the figure. Put soil mixture into the pots as to pile like a mountain. Cover your mountain with mesh so that there is no gap between soil and mesh. Drop seeds onto your construct.


2. Keep pots in cold room for 2 days. Keep dome closed.

3. Keep pots in growth room (@23˚C, 50% humidity) under the bench (covered with white paper) for 2 days. Keep dome closed.

4. Take pots onto the bench and remove all papers. Grow plants for required time as dome is half-closed.


Preparation of Agrobacterium
1. 3 day before infiltration, set up a 2.5 ml culture in LB containing Rif10/Kan50/Gen40 (Add 2.5µL of each antibiotic) for both TRV1 and TRV2 constructs. Add a pinch of ice from the glycerol stock. Vortex tubes. Grow cultures 24hr at 28˚C.
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2. 2 day before infiltration, take 30 µL culture and re-inoculate another 3 ml culture in LB containing Rif10/Kan50/Gen40 (Add 3 µL of each antibiotic) for both constructs. Vortex tubes. Grow cultures 24hr at 28˚C.
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3. 1 day before infiltration, in the evening, take 500 µl culture and re-inoculate 50 ml (large) culture in LB containing Rif10/Kan50/Gen40 (Add 50 µL of each antibiotic) for both constructs. Add 5 µl of 200 mM acetosyringone, 500 µl 1M MES (pH 5.5). Grow cultures O/N at 28˚C at 150rpm.
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4. On day of infiltration, at noon time: measure O.D.600. Calculate final volume required for OD600=1.5. Spin down cells separately at 6000rpm for 15min at 4 ˚C 
5. Prepare 150ml infiltration solution containing 10 mM MgCl2 (Add 1.5mL of 1M MgCl2), 10 mM MES pH 5.5, (Add 1.5 mL of 1M MES), Add 150 µl of 200 mM acetosyringone. 
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6. Keep pellet and add estimated 1/10 final volume of  infiltration solution and vortex in room temp (Totally resuspend bacteria).
7. Shake at 150rpm at 28˚C for 30min. Measure O.D.600. Calculate the volume of the solution needed to bring the O.D.600 =1.5. 
8. Add more solution to make the O.D.600 1.5, separately. Prepare 1:1 mix (10mL from each) of TRV1 and TRV2-(gene of interest) culture. MAKE SURE the final O.D.600 is 1.5. 
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9. Leave it on bench top for 3hr. 
10. Add 6 µL of silwet (finally %0.03) into 20mL of mixture.

11. Put a drop of ~ 10 µL of  mixture onto the apical meristem so that the drop will be kept for O/N. Grow plants under dome.
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Media

LB+Rif/Kan /Gen liquid (2.5 ml) (for each construct)

LB+Rif/Kan /Gen liquid (3 ml) (for each construct)

LB+Rif/Kan/Gen liquid (50 ml) + 5 µl acetosyringone stock + 500 µl 1M MES (pH 5.5) (for each construct)


Infiltration solution (ca. 300+ 100ml/construct)

10 mM MgCl2
10 mM MES pH 5.5, (1:100 ratio)
200 µM acetosyringone (1:1000)

200 mM Acetosyringone (10000x, make fresh each time)

Dissolve 39 mg of acetosyrungone in 1 ml of DMSO.

References:
1, Plant phys (2006) 142: (21-27)
2, Agro-infiltration protocol- Dr. Herman's lab at TAMU
3, tomato VIGS protocol acquired by Dr. Koiwa
Soil Mountain





     Add 


6mL LB,


6 µL Rif10,


6 µL Kan50,


6 µL Gen40





Mix, separate into two





TRV1





TRV2





Add a pinch of ice from TRV1 glycerol stock





Add a pinch of ice from TRV2 glycerol stock





Vortex





Grow 24h @28˚C (rotating the tubes)





     Add 


6mL LB,


6 µL Rif10,


6 µL Kan50,


6 µL Gen40





Mix, separate into two





TRV1





TRV2





Add 30 µL culture of TRV1





Add 30 µL culture of TRV2





Vortex





Grow 24h @28˚C (rotating the tubes)





TRV1





TRV2





     Add into each Erlenmeyer flask: 


50mL LB,


50 µL Rif10,


50 µL Kan50,


50 µL Gen40,


500 µL 1M MES (pH 5.5),


5 µL 200mM acetosyringone





Add 500 µL culture of TRV1





Add 500 µL culture of TRV1





Grow O/N @28˚C (@150rpm)





Mix well





150mL infiltration sln:


1.5mL of 1M MgCl2,


1.5mL of 1M MES (pH 5.5),


150 µL of 200mM acetosyringone





Add drop by using yellow tips (1-2 drops) directly in between cotyledons on apical meristem





TRV1





TRV2





Take 10ml from each & mix





Leave on bench for 3h





TRV1 +TRV2 Mixture


(20ml)








