Biotechnology and Bioinformatics Summer Camp Lab – Spectrophotometry



Lab Goals: quantify the dilutions you made from Cy3-labelled and unlabelled DNA. We will use the Nanodrop UV and Nanodrop Fluor instruments for this. 
The UV spectrophotometer is the NanoDrop 1000 in room 273. It allows you to place 1.5 ul of solution directly on the reader position. 

This room includes the Microarray Core Lab, so please be very careful about where you put samples and cleaning up behind you.

Preparation:  There is a very entertaining video here: http://www.nanodrop.com/nd-1000-nanodrop-it-like-its-hot.html . You will read the absorbance at 260nm, 280 nm and 340nm for each of the samples (you should have 12 samples to measure Each time you have measured the absorbance of a sample, wipe off the surface where the sample is placed with water and then 70% ethanol. Don’t try to save the 1.5 ul of sample, this contaminates the rest. 

I. Spectrophotometry: Nanodrop 1000

Step by Step: Collect a 10 ul Pipetteman and a box of the correct tips and a box of Kimwipes. Take along an tube of 3X SSC buffer (your blank).


Turn on the instrument, bring up the software interface

Apply 3X SSC to the reference spot.
Apply 1.5ul of the sample to the reading spot, record the value. 


Recap the remaining sample, we will run gels with this material


Wipe off the sample spot with water and a Kimwipe, apply next sample.

Note: if you have samples in different buffers make sure you take a reading.

Collect the data (the software allows you to produce a report) and determine the concentration of each of the samples.

Note: graph the Intensity of the sample (RFU for fluorescent samples, A260 for unlabeled samples) against the dilution factor – given a 10-fold dilution series you will probably want to use the log scale on this axis.  What type of line do you get? Can you define a function that describes the line? 

