Identification of genes altered in a mos1 mutagenesis

I-PCR Protocol from Bessereau; jlbess@wotan.ens.fr /2002; PCR cloning protocol from stratagene lab manual; modifications for class by V. Praitis.
Day 1: Worm lysis 
I-PCR can be performed on a worm lysate or on purified genomic DNA. Worm lysis works fine most of the time. However, for reasons that we did not try to identify, we had a few experiments fail with worm lysates while purified DNA gave a positive result. Because it is faster, we usually try worm lysates first.

Protocol:

10 Worms are placed in 40 μl of Worm Lysis Buffer

(50mM KCl, 10mM Tris-Cl (pH 8.3), 2.5mM MgCl2, 0.45% Tween-20, 0.45% NP-40, 0.01% Gelatin and 1 mg/ml Proteinase K (added fresh)) 

Freeze 25 minutes -80C

Incubate at 65°C for one hour, then at 95°C for 15 minutes

Day 2: DNA digestion

Digest each lysed strain with two restriction enzymes, which cut DNA at particular sequences.
Different enzymes can be used to digest DNA:

- MboI, HpaII and HaeIII, then PCR with oJL103/oJL114 then oJL115/oJL116

- MseI, AluI and HhaI, then PCR with IPCR1a/IPCR1b then oJL102/IPCR2b.

DNA digestion  (Set up two reactions, one with each enzyme, per strain) 

Typical mix is: 

DNA lysate

10 μl

Boehringer buffer A 
3 μl

Mbo I (10u/μl) 
1 μl

Water 


16 μl

Incubate 3 hours @ 37 C.

Inactivate the enzyme: 15 ' @ 75 C

If you run 10 μl on a gel, you expect to see the disappearance of the slow migrating band that is seen when running intact genomic.
Day 3:  DNA ligation
Set up the ligation reaction:

Restriction enzyme digest DNA
10 μl

5 X ligation buffer 


10 μl

T4 ligase (~10 U) 


1 μl

Water 




29 μl

Incubate overnight @15 C. The ligation mix can be kept frozen @-20 C after ligation.

Day 4/5.  PCR to detect the presence of mos1 insertion
I.  Set up PCR reaction to detect mos1 insertion,
Set up a PCR REACTION

DNA Lysate from strain:
   1 μl
Primers: Mos1       oJL102
    1 μl

Primers: Mos1       oJL103
    1 μl
MgCl2 (final 1.5 mM)                
0.75 μl

10X PCR buffer


2.5  μl

dH20

to final volume  25 µl
Taq enzyme 


0.5 μl
PCR Reaction Conditions:

94 C 45"/ 

56 C 1' / 

72 C 45" 

30 times 

2. Set up inverse PCR Reaction
PCR:

1st reaction

Ligation mix 

3 μl

oJL103 25 μM 

0.5 μl

oJL114 25 μM 

0.5 μl

dNTPs 10 mM

 0.5 μl

MgCl2 50mM 

0.75 μl

10 X Buffer 

2.5 μl

Taq 


0.5 μl

Water 


16.75 μl

oJL103/oJL114

30 cycles 45"@94C / 1'@60 C / 1'@72C

IPCR1a/IPCR1b

30 cycles 45"@94C / 1'@59 C / 1'@72C

2nd reaction

Dilute 1 μl of the PCR in 200 μl of water

Dilution 

1 μl

oJL115 25 μM

 0.5 μl

oJL116 25 μM 

0.5 μl

dNTPs 10 mM 

0.5 μl

MgCl2 50mM 

0.75 μl

10 X Buffer 

2.5 μl

Taq 


0.5 μl

Water 


18.75 μl

oJL115/oJL116

25 cycles 45"@94C / 1'@62 C / 1'@72C

oJL102/IPCR2b

25 cycles 45"@94C / 1'@59 C / 1'@72C

Day 6:  Run lysed PCR reaction on agarose gels
Samples to run:

Mos1 PCR product (product = 355 bp)
Mos1 inverse PCR product (unknown product size)

I. Run a 1.8 % agarose gel.

a. Load gel

b. Run gel

c. Stain gel

Photograph: predicted band: 

Using Mbo1 or MseI, the smallest specific bands are respectively 250 bp and160 bp long.  Be aware that this protocol often generates mutliple bands of different sizes from a single insertion (partial digest, religation of degraded DNA fragments, illegitimate PCR priming,...).
Day 6 (contd): PCR (TA) cloning
We tend to systematically TA-clone the bands. 

Then, directly PCR the bacteria colonies using oJL115/oJL116 or oJL102/IPCR2b and sequence these PCR products (it takes one more day but gives much better sequence results).

Ligation Reaction: (from Strataclone manual; Stratagene).
3 μl StrataClone Cloning Buffer

2 μl of PCR product (5–50 ng, typically a 1:10 dilution of a robust

PCR reaction) or 2 μl of StrataClone Control Insert
1 μl StrataClone Vector Mix amp/kan

Mix gently by repeated pipetting, and then incubate the ligation reaction at room temperature for 5 minutes. When the incubation is complete, place the reaction on ice.

Store at -20C.

Day 7: Transformation of cloned material
Transforming the Competent Cells  (from the strataclone manual)

1.   Thaw one tube of StrataClone SoloPack competent cells on ice for each ligation reaction.

Note It is critical to use the provided StrataClone SoloPack competent cells, expressing Cre recombinase, for this protocol. Do not substitute with another strain.

2. Add 1 μl of the cloning reaction mixture to the tube of thawed competent cells. Mix gently (do not mix by repeated pipetting).

Notes For large PCR products, up to 2 μl of the cloning reaction mixture may be added to the transformation reaction. 

3. Incubate the transformation mixture on ice for 20 minutes. During the incubation period, pre-warm LB medium§ to 42°C.

4. Heat-shock the transformation mixture at 42°C for 45 seconds.

5. Incubate the transformation mixture on ice for 2 minutes.

6. Add 250 μl of pre-warmed LB medium to the transformation reaction mixture. Allow the competent cells to recover for at least 1 hour at 37°C with agitation. (Lay the tube of cells on the shaker horizontally for better aeration.)

Note When selecting transformants on kanamycin plates, increasing the recovery period to 1.5–2 hours will increase the number of transformants obtained.

7. During the outgrowth period, prepare LB–ampicillin plates§ or LBkanamycin plates§ for blue-white color screening by spreading 40 μl of 2% X-gal§ on each plate.

8. Plate 5 μl and 100 μl of the transformation mixture on the color screening plates. Incubate the plates overnight at 37°C.

When spreading <50 μl of transformation mixture, pipette the

cells into a 50-μl pool of LB medium before spreading.
Day 8: Select colonies for Sequencing; Sequence samples  (off-campus U of C facilty)
Day 9.  Analyze the sequence
1. Blast the sequence to determine the gene

2. Identify the function of the gene

3. Determine the site of the insertion
4. Align gene with homologs in C. elegans in other organisms.

5. Write up a report of your findings.
Be aware that some PCR products are fake. To be sure that you are looking at a true insertion,you must read the sequence of the left end of the transposon directly followed by the C. elegans genomic sequence starting at a TA dinucleotide. 

OLIGOS

oJL102: CAACCTTGACTGTCGAACCACCATAG

oJL103: TCTGCGAGTTGTTTTTGCGTTTGAG

oJL104: ACAAAGAGCGAACGCAGACAGT

oJL114: AAAGATTCAGAAGGTCGGTAGATGGG

oJL115: GCTCAATTCGCGCCAAACTATG

oJL116: GAACGAGAGGCAGATGGAGAGG

IPCR1a: GACCTTGTGAAGTGTCAACCTTGACTG

IPCR1b: GACAATCGATAAATATTTACGTTTGCGAGAC

IPCR2b: CATCTATATGTTCGAACCGACATTCCC
