Fragment Analysis (Beckman CEQ)
Materials Needed: (for full 96 well plate)

Size 400 Standard

SLS Solution

Minteral Oil (comes with 400 Standard)

Separation Buffer

MilliQ Water

Procedure
1) Run desired PCR for fragment analysis (microsatellite PCR)

2) Run a 2.5% Gel according to Gel Protocol for Microsatellites to determine dilution scheme.

3) If samples are of strong intensity, dilute those PCR products with MilliQ Water as follows:

D4 Dye – 80uL per sample

D3 Dye – 60uL per sample

D2 Dye – 50uL per sample

4) If sample are not of strong intensity, lesser dilution may be required.  Note – for some samples, no dilution may be needed.
5) Once diluted, add 1.2uL of each sample to corresponding well in Beckman 96 well plate using multi-channel pipettor.

6) Prepare a master mix for the number of samples to be run, according to the following:

1 well = 0.5uL 400 Standard + 30uL SLS Solution

102 wells = 51uL 400 Standard + 3060uL SLS Solution

or
100 wells = 27.5uL 400 Standard + 3084uL SLS Solution (if need to save 400 Standard)

7) Vortex Master Mix thoroughly.

8) Quantitatively place master mix in deep well tray.

9) Add 30uL Master mix to each well using 8 channel pipettor.

a. Usually will not have enough MMix for all 8 pipets for last column.  Instead, load 4 tips with 30uL of remaining MMix.  Once added to plate, add 30uL one by one to remaining wells in plate.

10) Once added to all wells, cover with foil seal, making sure all wells are sealed properly.

11) Vortex to remove any air bubbles.

12) Add 1 drop mineral oil to each well.  
13) Sample Plate is ready.
14) To prepare separation buffer plate, add total of 300uL separation buffer to each well (150uL x 2) using 8 channel pipettor.
