Restriction Enzyme Cutting Efficiency
These enzymes were looked up because of their location within the first 400 bp of our chosen reporter proteins (Tet resistance and RFP), and by their potential cutting efficiency. 

RE: BfmI, SfcI
Gene: Tet Resistance (53 bp into protein)

Information: 

 
Recognition site: CTRYAG    [R = puRine A or G, Y = pYrimidine T or C]


After cut: C ^ TRYAG         Reaction conditions: 37C

% Cleavage*: 75 – 100    % in PCR Cleavage (1 bp): 50 – 100 
RE: NheI
Gene: Tet Resistance (144 bp)

Information: 


Recognition site: GTAGC


After cut: G ^ TAGC           Reaction conditions: 37C

% Cleavage: 100                % in PCR Cleavage (4 bp): 50 – 100 
RE: BsiWI
Gene: Red fluorescent protein (110 bp)

Information: 


Recognition site: CGTACG


After cut: C ^ GTACG         Reaction conditions: 55C

% Cleavage: 100                At 37C: 50
RE: AflIII
Gene: Red fluorescent protein (282 bp)

Information: 


Recognition site: ACRYGT


After cut: A ^ CRYGT         Reaction conditions: 37C

% Cleavage: 25 – 75 (depends on buffer used)

RE: BseRI
Gene: Red fluorescent protein (330 bp)

Information: 


Recognition site: GAGGAGNNNNNNNNNN


After cut: GAGGAGNNNNNNNNNN ^ N           Reaction conditions: 37C

% Cleavage: 100 
I think based on this information, we propose using BsiWI for RFP. 

* at reaction condition temperature in NE buffer http://www.neb.com/nebecomm/tech_reference/restriction_enzymes/activity_in_taqPCRmix.asp 

also:  http://www.fermentas.com/techinfo/re/restrdigpcrii.htm 

