17 May 2007

edited - 30 July 2007

Prep of dissected carpel RNA

Fix in 100% ice cold ethanol overnight. 

placed in -20 degree etoh on ice for 1 hr.  No vacuum, just ocassional swirling.  Most INF’s sunk in a few moments. 

then parafilm sealed the vials and placed them at 4 dec C overnight.  Actually I let these go over the weekend for the seu-3 plants.  I will dissect next week. 

-----------------------

Dissect the carpels under the leica dissecting scope. I think that the dark field worked best but need to try this again.  Try to seperate into inf-stage 6 flowers.  Stage 6, 7 and 8 and then stage 8, 9 and 10 flowers. 

note stage 10 must have no stigmatic tissues (i.e. throw out all with stigmatic tissues)

stage 8 the locules appear in the long stamens.  anything with obvious locules put into the older collection.  If just beginning to have locules then it can go into the younger collection ·i.e. the 6,7and 8 pool) 

To dissect the infloresences I took off all the older flowers. keep removing flowers until you have just the stage 6 and younger attached to the INF.  Stage 6 can be found by those where the sepals have just enclosed the bud.  Pick up the inf plus the stage 1-6 flowers with a p20 pipet tip.  you will have to break it up a bit to get it into and out of the tip. Place in 100% etoh in a blue tube for later grinding.  Labeled INF-st6 

Save the other flowers in order by size.  the first two or three after the last stage 6 will be stage 7 and early 8.  these can be dissected and place the carpels in the stage 6-8 pool. these are difficult to dissect and will not yield much tissue. will have to see if we can get enough from them to do qRTPCR. 

place the next 5 in order and dissect the carpels to separate from all the other floral organs.  These five will be late stage 8 and stage 9.  The tip of the gynoecium will still be open at the top.  If you clear with chloral hydrate to test a few you will see ovules have initiated but there should be no megaspore mother cell yet. these are labeled stage 8-10 but are mostly stages 8 and 9. 

-------------------------------------

collect all the carpels and other tissue in a blue eppendorf and store at -20deg C until all samples are ready to process. 

RNA was fine even after one week in 100% ETOH at a combination of 4 deg and -20C. Beyond this time point I am not sure how long the RNA is stable. 

When ready to process:

remove the excess ETOH. 

carefully remove the ETOH with a pipetman.  remove the last little bit of ETOH with a glass pasture pipet that has been pulled to a fine point.  Pull the glass pipet by heating over a flame till red hot and then quickly pull tip away from body to make a thin capillary section.  Cool the pipet then Break off the tip to the desired size to suck up ETOH. 

Freeze in Liquid nitrogen

use the blue pestels to grind:

grind with blue pestle (precool the pestle by holding tip in the Liquid N2 for a minute)

add 250 microliters of Tri reagent (Molecular Research Center cat # TR118) to ground tissue. TriReagent is stored at room temp above Sridevi’s bench in the RNAse-free reagent area. 

The Tri reagent will likely freeze because the tube is still cold.  Use the blue pesttle to grind the tissue and tri reagent together as it thaws so that it is quickly mixed and ground up and the tissue dissolves. 

allow to dissolve at room temp - 5-10 minutes

at this point I froze the samples at -70 for 2 weeks, but one can continue if desired

NOTE *: make sure that you have a eppendorf centrifuge that is cooled to 4 degrees C for tomorrows experiment

------------

resume by thawing

make sure that you have a eppendorf centrifuge that is cooled to 4 degrees C.

add 2 microliters of polyacryl carrier (Molecular Research Center - Cat # PC152) 

Stored in the 4 deg fridge on the door. in glass flask on door shelf.  same one as the Beta mercaptoethanol is stored. 

set up a blank with the polyacryl carrier for use in the spec quant. (i.e. 250 ul Tri REagent and 2 ul of Poly Acryl carrior)

add 25 micro liters of BCP ( 1Bromo, 3-chloropropane) (Molecular Research Center - Cat # BP151) Stored at room temp above Sridevi’s bench in the RNAse-free reagent area. 

vigorous shake (vortex) for 15 sec.

room temp incubation for 10-15 minutes

centrifuge 12,000g for 15 min at 4 degrees C. (temp is important)

should give a colorless upper phase with RNA in it. 

take off part of the top upper phase - i.e. 110 ul and  transfer it to fresh tube.

I took only 110 microliters off the top to be sure that I got good clean stuff away from the interface.  I then added another 110 microliters of DEPC -tre ted-ddH2o to re-extract the RNA.  i.e. add 110 of ddH2O to the Trireagent/BCP mixture. Vortex again, let sit again and then respin.  Then remove again another 110 ul and add this to the same fresh tube as before - thus pooling 2 x 110 ul of extracted RNA. 

this gives 220 ul of RNA extract.  

Add 220 ul of isopropanol

mix well 

incubate room temp for 10 minutes

centrifuge 12,000g for 8 min at 4 to 25  degrees C. 

Wash with 75% ETOH (500 ml.) and respin to pellet. 

remove wash supernat.

re-wash with 75% ETOH

remove supernatent and allow pellet to dry briefly (5 min) do not dry the pellet completely or it will be very difficult to re-dissolve. 

redissolve in ddH20 - 

I resuspended in 60 ul of dd H2O.  

Use DEPC treated ddH2O for all steps.  We have some extra from the RNA extraction kits or from Sridevi. 

notes from Biological rep 2 on May 24, 2007

I dissected 10 infloresences and got 20-60 nanograms/ul on Nanodrop readings from both the INF thru stage 6 samples and the stage 8-10 dissected carpels. Thus total yeilds for 60 ul volume were between 1.2 and 3.6 micrograms total yeild. 

I used about 150 nanograms for the Reverse transcription reaction .  With the stage 6-8 samlples yeild was less 5-10 nanograms/ ul in a total volume of 30 ul total yeild was thus 150/300 nanograms.  I used only 12 ngm in these RT reactions

--------------------

Did not treat with DNAse.  Samples were clean enough for qRT PCR. 

