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	Equipment and Reagents

	Genomic DNA samples
Pipetman

Lambda HindIII DNA ladder
Pipet Tips

Loading dye
Parafilm

Ice Bucket
Permanent marker

Calculator

	Procedure

	1.
Obtain ice bucket and keep DNA samples on ice

2.
Heat HindIII Ladder at 60-65oC for 3 minutes

3.
Place on ice

4.
Cut small parafilm piece

5.
Pipet 3 µL dots loading dye onto parafilm

6.
Pipet 1 µL each DNA sample onto loading dye

7.
Pipet 1 µL HindIII DNA onto loading dye dot

8.
Record DNA positions in lab notebook

9.
Load 1% agarose gel

10.
Store remaining DNA at –20oC

11.
Plug gel box into power supply

10.
Set Voltage to approx. 80V

11.
Run gel until loading dye is approximately 1 1/2 – 2 inches below wells

12.
Visualize and photograph in gel doc room

13.
Dispose of gel

14.
Using the ladder and formula in the box below, calculate DNA concentration

15.
Bring final concentration of DNA to 1 ng/ (L for PCR by adding ddH20

**See calculating concentrations to help determine concentrations


	Calculating DNA Concentration with HindIII Ladder
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DNA Quantification














By comparing the brightness of the bands, you can estimate your DNA concentration.  For instance, if your band is in halfway between the 4,361 bp and 2,322 bp fragments, you could estimate that your concentration is approximately 70 ng/ 1 (g.








Alternately, you can determine the concentration by calculations.  For example, if your band’s brightness seems similar to the brightness of the 4,361 band, you perform the following calculation





  1 (g/(L	1 ng


------------- x 4,361 bp x ---------- = X ng/(L


 48,502 bp	1000 (g
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