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Wolbachia Lab using Wol - COI Primers & InstaGene Matrix  (Student Version - 12/07/11)

Name:__________________________________________________School:___________________
EACH GROUP






Reagents
____ (Total) 1- Sealed 1 ml Microtips Smasher/Insect

                1x PBS Buffer or dH2O for macerating insect
____ (Total) 1- Toothpick/Insect




InstaGene Matrix (Bio-Rad)
____ (Total)  2- Group colored 1.5 ml eppie tubes/insect

Primers (prepare before lab if possible)
1- small sheet of Paper Towel

3- Clear 1.5 ml eppendorf tube for Primers,




Equipment
     PBS & InstaGene Matrix (PBS &IG before lab)


p20s and p200s (tips)
Standard Bp ladder or Loading Dye




microcentrifuge & vortex (if possible)
1-Strip of 6 PCR Ready Beads (don’t break if linked)


thermal cycler, water bath, & E-gels
	Time/Comments
	1) MAKE sure water bath or dry bath is set to 99oC. 


	
	DNA EXTRACTION & PURIFICATION TIME:
2) Obtain clear tubes labeled PBS and IG (InstaGene Matrix)

    -PBS tube contains 100  µl / specimen for a total of  _________µl
    -IG tube contains 200 µl / specimen for a total of _________µl  

 (VORTEX or SHAKE before you ALIQUOT b/c IG settles out quickly!)
  *What’s the purpose of IG? 


	
	3) If insects have been stored in alcohol, label a paper towel for each insect so they may air dry in designated location. Use toothpicks to obtain insect from tube if necessary (use separate toothpick for each insect).


	
	4) Label colored  tubes alphabetically for each insect:   Ant (A), Flea (F), Mosquito (M),
      Nas- (N-), Nas+ (N+)

Place 100 µl 1x PBS in your 1.5 ml microtubes.  

	
	5) Transfer insects to correctly labeled microtubes.

Obtain Sealed microtip smashers and label for proper insect. 

	
	6) Macerate insect in PBS buffer by grinding insect abdomen against microtube wall.  If insect is large enough, white hemolymph may be visible. Go to the next step and add InstaGene immediately after smashing each insect.


	
	7) Vortex or Shake InstaGene for 10 seconds, and then add 200 µl of vortexed Instagene to insect tube. Repeat this with each insect sample.

	
	8) VORTEX samples for 30 seconds before placing in bath.

	
	9) Place samples in bath @ 99oC for 10 minutes.
-While waiting, OBTAIN new 1.5 ml tubes of appropriate color for group and label as in step four.

	
	10) After removing your tubes from the bath, spin @ 14,000 rpm for 10 minutes.
-Withdraw 50 µl of supernatant, avoiding pellet, and add to your newly labeled colored tubes. (Supernatant contains genomic DNA from insect & if present, Wolbachia.).  Pellet contains InstaGene Matrix which will inhibit PCR reaction.  *Why will IG inhibit PCR? 

 AVOID PELLET!

	
	11) Now that you have purified DNA in the new colored tubes, you may DISCARD the old colored ones containing the insect exoskeleton into your waste beaker.

	
	PCR TIME:

12) Obtain PCR Ready tubes strip & LABEL in alphabetical order with your group number and insect code on side of tube.  **You will also receive a control of Wolbachia DNA (W+)
*Someone will place 2 μl in your appropriately labeled PCR Ready tube.

	
	13) Load reagents in tube with HINGE pointed AWAY from you. 
*Which substance should be added first to save microtips? ____________

Each tube should have a total volume of 25 μl:
1) 22 μl of Primer Mix – all forward and reverse primers have been mixed w/ dH2O
2) 3 μl of specimen DNA template


	
	14) Cap and gently tap the bottom of each tube to mix the components. If microfuge is available… pulse spin.

	After all samples are placed in thermal cycler, we’ll perform PCR song and go to LUNCH!
	15) Load Thermal Cycler, view program and start.

    *1 cycle: 1 min @ 94oC

     38 Cycles: 1 min @ 94oC, 1.5 min @ 45oC, 1 min @ 72oC

      1 cycle: 5 min @ 72oC

    *Store @ 4oC

	
	16)  Use 2% SYBR Safe E-Gel        (ASK for Expiration Date: _______________)

*Don’t forget Pre-Run for 2minutes!
Load 15 μl per well; DOCUMENT sample loaded in chart below
Must load distilled water in empty wells if present.       *Run for 20 minutes.

Use a bp ladder if possible, if not, add loading dye to a Nas + samples.

	
	17) View using UV Illuminator.
Wol band: 16S rRNA = 438 bp
CO I band: cytochrome oxidase I gene for arthropod mitochondria = 658 bp

	
	


Results

Gel # ____________



Run Time:_____________ min.
	Lane
	Sample 

(Grp # & Insect) /  Student Loading
	Results

	1
	
	

	2
	
	

	3
	
	

	4
	
	

	5
	
	

	6
	
	

	7
	
	

	8
	
	

	9
	
	

	10
	
	

	11
	
	

	12
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