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New Tissue Harvest Protocol for GBS assays

Supplies Needed

1. Tissue collection kit (see Picture 1): Small scissors, forceps, microspoons, Sharpies, pens, ruler, labelling tape, rubberbands
2. Tissue collection plate maps
3. Empty plate pack (see Picture 2)
4. Ice bucket & 1 gallon ziploc bag for each working pair (see Picture 4)
5. Cheesecloth packs (see Picture 8)
6. Sterilite storage boxes (see Picture 10)
7. Silica mix and spoon (see Picture 11)

Picture 1: Tissue collection Kit
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Plate orientation and labelling

1. Determine the next plate of tissue to be harvested and get the correct tissue harvest map
2. Take one clean plate from a sealed plate pack (Picture 2) and label it on the front of the plate (Picture 3) with the NCSU plate name used on the tissue harvest map

Picture 2: Plate Pack	Picture 3: Labelled Plate; A01 in upper left corner, notch in lower left; label in front
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Tissue collection
	
1. Use the ruler to mark 2 inches on your non-cutting finger to keep the tissue collection consistent.
2. Working in pairs, bring a small scissors, forceps, and plate map to the plants you’ll be collecting in the greenhouse.
3. Make a pocket in your ice bucket with a 1 gallon ziploc bag to set the plate in (see Picture 4).  Lower the plate in the pocket so the plate is cold on all sides but is kept dry from the ice.  
4. Be sure that you are on the correct plant.  Look at every stake as you cut the leaf.  Look at the plate map every time you put the leaf in the plate.  Make sure there is only 1 plant per pot/cone. Are the stakes in order?  Is every stake present?  Mark every inconsistency on your plate map.  
5. Starting with the plant assigned to well A01 in the upper left corner, cut 2 inches of tissue from the youngest leaf that is at least 3 inches long (see Picture 5).  If the very youngest leaf is still very small, use the 2nd youngest leaf to sample.  
6. Fold the leaf 3 times and place in the correct well (see Picture 6).  Then, gently push the folded leaf down with a blunt forceps (see Picture 7).  
7. Continue collecting the rest of the plate


Picture 4: Put the plate inside a ziploc bag pocket in the ice bucket		                 Picture 5: Cut 2 inches of young leaf tissue; stay consistent by making a mark on your finger  
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Picture 6: Fold the leaf 3 times 			Picture 7: Gently push the folded leaf down
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Covering the plate

1. Remove a taped cheesecloth piece from the cheesecloth pack (see Picture 8)
2. Place on top of your finished plate and secure tightly with multiple rubberbands (see Picture 9).  Be sure some rubberbands are securing the cheesecloth towards the corners of the plate. 

Picture 8: Cheesecloth Pack		    Picture 9: Covered Plate; secure cheesecloth to the corners
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Silica boxes
1. Get a rectangular Sterilite storage box (see Picture 10).  Each box will hold 4 collected plates of tissue.  
2. Get the Silica Mix and spoon (see Picture 11).  Do not get the Silica Mix Wet.  Use the spoon to stir the mix.  
3. Fill the bottom of a storage box to the black lines marked with Sharpie; about 1 Liter (see Picture 12).  Use the spoon to mix and level the silica (see Picture 13). 
4. Place the finished plates upside down on the silica so the cheesecloth is in full contact with the silica mix (see Picture 14).
5. Seal the top of the storage box and label the top and sides with the plates included and date collected (see Picture 15).
Picture 10: Sterilite Storage box 	             Picture 11: Silica mix and Spoon; DO NOT GET WET[image: ]    [image: ]


Picture 12: Filling the storage box; fill to the sharpie mark on the side of the storage box Picture 13: Levelling and mix the silica with the dry spoon
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Picture 14: Finished plates go upside down in direct contact with silica
 Picture 15: Seal and label the storage  box
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Drying the Tissue
1. Silica mix contains blue silica which will turn pink as it absorbs moisture
2. Stir the silica after 2 days and reseal the box
3. If the blue silica has completely turned pink before 2 days, replace silica
4. Check the plates after 4 days; tissue should be shriveled and dry
5. When tissue is dry, cover with silicone sealing mat and send to genotyping lab
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