Day 1
Sow the seeds

Day 5
Transfer seeds in pots with soil number 3 or 1 from greenhouse

Day 5-8 
Put the positive colony in 5 mL LB AGRO medium + kana50 + rifa50 to grow overnight at 28 200 rpm shaking. If glycerolstock is used then take 20 µL in 3 mL of LB medium + kana50 + rif50 and grow overnight/2days at 28 200 rpm shaking. Add 2 tubes for TRV1

Day 9
Put 250 μL of overnight culture in 20 mL of: LB AGRO medium + kana 50 +  (200 μL) MES 10mM + (4 μL) acetosyringone 20 μM grow overnight at 28C 200rpm shaking
For TRV1: if you have more than 10 genes to test better use a big culture: 250 mL of LB + kana 50 +  (2,5 mL) MES 10mM + (50 μL) acetosyringone 20 μM grow overnight at 28 200 shaking

Day 10
- From the overnight culture, check OD it should be about 1
- Prepare fresh MMA Infiltration buffer: 10 ml per construct.
20 g/L sucrose, 
4.44 g/L MS salts (Basal Salt Mixture no vitamins), 
10mM (1.73 g/L) MES. 
Set pH to 5.6 (with 2ml 1M NaOH). 
Add 200μM acetosyringone (1000x stock of 200mM, 1ml in 1L – taw in hand). 
Add MQ directly from the MQ machine to 1L
- Centrifuge the tubes at room T, 5000 rpm 10 min, discard supernatant
- Add 2 ml of MMA resuspend the pellet, check OD again (use 100µl culture + 900µl medium and multiply the measured OD value by 10 to get the actual OD). The OD in all TRV2 preparations should now be OD≥2)
-Check the OD: 
OD(i) x Vol(i) = OD(f) x Vol(f) 
OD(i) x Vol(i) = 2 x  6 mL 
- Add MMA in order to have OD = max 0.5
- Mix TRV1 and TRV2 to have a total of 12 ml solution
- Incubate for 3 hours at room temperature, in dark.
- VIGS in PKM-3 greenhouse
- Harvest after 4 weeks (check plants at 3 weeks to see bleaching of PDS)

Keep in mind!
- Best is to infiltrate cotyledons of 1 week-old seedlings with a needleless syringe. Wounding is not needed normally. In case, scratch the leaves with the needle of the syringe: a little wound in both part of the leaves next to the main vein and then infiltrate the leaves avoiding the main vein. The infectious liquid will spread easily and the leaves will get less damage, the plant will recover better. Make sure seedlings had 1-2 days to recover the transplanting and have been given enough water the day before infiltration.

- We need to prepare TRV2 and TRV1 make sure we have enough TRV1
-To infiltrate one plant (2 cotyledons) we need 1 mL
-Grow plants and check them regularly
10mM (1.73 g/L) MES,  pH to 5.6 (5M KOH or 1M NaOH)
