IMMUNO PCR PROTOCOL
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Obtaining cell
1. After sucking up cell and placing into eppendorph (side wall), add 3

µL solution of APTES treated glass beads  (25

µm diameter; 50% solution in acetone, washed through to dH2O and PBS, suspended in 1X RT-buffer, autoclaved) to bottom of tube, spin down, and remove supernatent for RT-PCR; let beads/cell stand for 15 minutes.

2. Add about 50µL 4% paraformaldehyde in PBS. Let stand for 15 minutes, spin down briefly, remove supernatent and rinse through with PBS many times.  Spin between each washe to ensure beads remain on bottom, with cell stuck to them.



Perform immunohistochemistry
3. Treat cell with blocking solution [Tx-100???].

4. Add 1° antibody.  Let stand for  overnight @4°.

5. Remove antibody, rinse well, add biotinylated 2° antibody for  overnight @4°.

6. Prepare a solution of biotinylated oligonucleotide [see below for sequence] and avidin DH [Vector].  Let stand for 30-60 minutes.  Remove  2° antibody, and add oligonucleotide/avidin complex, for 1-2 hours @4°.???



PCR Amplification
7. Remove oligonucleotide/avidin complex, rinse well, and add PCR reagents (Taq polymerase, dNTP solution, MgCl2, primers [see below], water).  Heating block protocol, 40 cycles for single cell:



Step

Temp°

Time


Idenature
94

120



Denature:
94

60



Anneal

55

45



Extend

72

120



Finenext
72

300

Immuno pcr oligonucleotide is file  "immuno1" in GCG [Panda].  200 nucleotides, artificial oligo made up with 1 EcoRI site at pos#85; EcoRI digest makes 2 PCs, 85 and 115 bp(in italics)  in length.  5'End (22 bases) & 3' end (19 bases) are primers, for the maize transposable element Activator

  1  agatccgagt caagatgata tggtgcacgg gcattgctca cagcaagacg

                                                                                                                   .  
 51  ctagcgacga gtaggcgacg taatctcacg tcatgaattc gcatgcggtg

101  atctcgctga cgatacaggc cactaaagga ctgcagacta gcatggacat

151  cactgatgct tggactggtt acacagatca tgctgcaaca aatcatgaga

PCR Primers
1°

Primes to

Oligo Sequence

5’end
1-22
 (22)

aga tcc gag tca aga tga tat g

3’end
182-200 (19)

tct cat gat ttg ttg cag c

agatccgagtcaagatgatatggtgcacgggcattgctcacagcaagacgctagcgacgagtaggcgacgtaatctcacgtcatgaattcgcatgcggtgatctcgctgacgatacaggccactaaaggactgcagactagcatggacatcactgatgcttggactggttacacagatcatgctgcaacaaatcatgaga

