
 

 

 
 
 

Product bulletin 
 

Formamide, 99+%, Ultrapure, Affymetrix/USB 

Catalog Number: J75828 

Type: 

 Low Conductivity 

 

Application: 

 For use in nucleic acid hybridization buffers, specialized sequencing gels and a variety of other molecular biology 

applications to reduce the Tm of nucleic acid hybrids. 

 Used to achieve stronger denaturing conditions in a sequencing gel along with 7-deaza-dGTP to resolve 

sequencing gel compressions. 

 

To prepare a formamide sequencing gel: 

Place 40 ml formamide in a beaker with magnetic stir bar. 

Acrylamide 7.6 gm 

N-N'-Methylene-bis-Acrylamide 0.4 gm 

Urea  42.0 gm 

10X TBE Buffer 10 ml 

 

1. Cover with parafilm and warm in a 65°C water bath with stirring until dissolved. This takes 30-60 minutes and the 

mixture reaches a temperature of about 50°C. 

2. When completely dissolved, add water to a total volume of 100 ml. 

3. Cover and continue stirring at room temperature until it reaches < 30°C. 

4. Vacuum filter with a nitrocellulose filter. 

5. Add 1 ml of 10% ammonium persulfate and 0.15 ml of TEMED. Pour immediately. (Pouring this viscous mixture 

requires nearly a vertical angle for the glass plates.) The gel should be polymerized within 30 minutes. 

 

Formamide gels should be run at the same power (wattage) as regular gels. This requires a higher voltage (60% higher) 

than normal gels, and DNA migrates about half as fast. 

 

Soaking the gel in 5% acetic acid, 20% methanol helps prevent swelling. Soak 15 min for a 0.4 mm thick gel and dry 

normally. 

 

Compression artifacts are caused whenever stable secondary structures exist in the DNA under the conditions prevailing 

in the gel matrix during electrophoresis. 

 

The folded structure runs faster through the gel matrix than equivalent unfolded DNA, catching up with the smaller DNA in 

the sequence. Currently, gel compression artifacts are eliminated in one of two ways. One is to change to a stronger 

denaturing condition, adding formamide as shown here, and the other is to use an analog of dGTP (dITP or 7-deaza-

dGTP) during synthesis. 

 

 



 

 

 
 
 

Formamide Hybridization Buffer: 50% Formamide, 5X SSC, 0.5% SDS, 5X Denhardt’s Solution, 100 μg/ml sonicated 

fish sperm DNA 

 

Reagent  Amount for every 100 ml 

Formamide* 50 ml 

20X SSC* 25 ml 

20% SDS* 2.5 ml 

50X Denhardt’s Solution* 10 ml 

10 mg/ml fish DNA 1.0 ml 

Water* up to 100 ml 

*Denotes reagent available from Thermo Fisher Scientific. 

 

Storage: 

4°C 
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