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F e - C Lt e : SRR How do | Perform a Double Digest?
Incubation temperature is 37°C unless indicated in brackets, e.g. (30°C).
ACtIVIty Of DNA/RNA MOdIfylng Enzymes N BUfferS for ReStrICtlon Enzymes’ PCR &' RT (Apal) Indicates an enzyme with cleavage specificity different from prototype, neoschizomer. Three simple methods to achieve a successful double digest:
Enzyme activity in 1X Fermentas buffers, % ©  Staractivity appears ata greater than 5-fold overdigestion (5 units x 1 hour). 1. The Fermentas DoubleDigest™ Engine
. Taq buf. Taq buf. NR  Buffer is ot recommended, be‘caus.e of h|gh star actity. ) N » Use www.fermentas.com/doubledigest for automated on-line set up of your
DNA/RNA modifying enzyme Tango BamHi Ecl136ll, EcoRl  Kpnl FastDigest™ with with Pfu RT Greater than 50-fold overdigestion with enzyme may result in star activity. double digests. Simply select two restriction enzymes, submit the query and
Sacl KCl |(NH).SO buffer | buffer Indicates thermal inactivation of the enzyme at 65°C or 80°C in 20min. follow the recommendations.
i P Indicates that only small amounts of the enzyme (up to 10 units) can be inactivated at 80°C in 20min. 2. Double Digestion using Universal Tango™ Buffer
DNA Polymerase |, E.coli 25-50 75-100 100 100 100 100 100 50-75 100 ' 50-75 100 100 = 100 100 100 ] F[C5)Cleage ke ol y D, Semor Gt ety e Grget DA > Refer o the ol “Tanga™ bufer for double digeson”.
Klenow Fragment 25-50 25-50 100 100 100 100 100 50-75 100 50-75 100 100 100 100 100 (a5 ovraping D, 0o or CoG metyiaion ey Hock o imptr DA clevage A N
Klenow Fragment, exo- 25-50  25-50 100 100 100 100 100 | 50-75 100 | 50-75 100 100 100 100 | 100 o . » . o use it. If both the 1X and the 2X concentrations of Tango™ buffer are suitable
For detailed information, see Certificate of Analysis supplied with each product. o ) -
T4 DNA Polymerase 75-100 75-100 100 100 100 100 100 = 100 = 100 = 100 100 50 100 50 100 ff°f LB b Ol s congirntfated R t(; afoO'd star actiiy.
10mM Tris-HCI (pH 7.5 at 37°C), 10mM MgCl., 0.1mg/ml BSA » If two restriction enzymes require different Tango™ buffer concentrations,
T7 DNA Polymerase 75-100 100 = 100 100 100 100 75-100 75-100 100 = 100 = 100 nd | nd | nd | nd __10mMTr:s - Epmsmmi = Mgdz - ni E— oerform th st dgeation withthe enzyme recommended forthe 1Y Tango™
Exonuclease I, E.coli nd nd nd nd nd nd nd nd nd nd nd 100 100 100 | nd _50mM Tl (EH 7'5 at 370(:)’ Lo MgCIZ’ L00mM NaC’I 61r?1g/ml Bsh buffer. After digestion, add an additional aliquot of the 10X Tango™ buffer
_ _ i . i _ . _ (1/8 of initial reaction volume) to get 2X Tango™ buffer. Then, digest DNA
Exonuclease ”l 100 | 25-50 | 0-25 | 0-25 | 25-50 | 0-25 | 0-25 | 100 | 0-25 | 100 0-25 nd nd nd | nd [XOEURERRII 101 Tris-HCI (pH 8.5 at 37°C), 10mM MgCl, 100mM KCI, 0.1mg/ml BSA with the second enzyme.
T4 DNA Ligase : 100 100  75-100 75-100 75-100 75-100 75-100 50  75-100 100 75-100 7 & & &) 1X Buffer Tango™ 33mM Tris-acetate (pH 7.9 at 37°C), 10mM Mg-acetate, 66mM K-acetate, 0.1mg/ml BSA 3. Double Digestion using Fermentas Color-coded Buffers
Bacterial Alkaline Phosphatase 75-100 100 100 100 100 100 100 50-75 100 | 75-100 100 nd nd nd nd 2X Buffer Tango™ 66mM Tris-acetate (pH 7.9 at 37°C), 20mM Mg-acetate, 132mM K-acetate, 0.2mg/ml BSA » If the recommended buffer for both enzymes is the same, use that buffer.
Shrimp Alkaline Phosphatase 100 100 100 100 100 @ 100 100 75-100 100 100 100 100 100 100 100 Unique Buffer  For composition of unique buffer see 2006/07 Catalog p.122 » If such a buffer is not indicated, choose the buffer in which both enzymes
Calf Intestine Alkaline Phosphatase 100 = 100 = 100 = 100 = 100 = 100 = 100  25-50 100 = 100 100 — . T €1 S A @ U2 6 ) e 2 Al L@ RGeS
- - Protocols for Restriction Endonucleases in 2006/07 Catalog your digest according to their activity in that buffer.
T4 Polynucleotide Kinase** 75-100 100 100 75-100 100 100 100 50-75 100 75-100 100 » Fast clone analysis, p.2. » For enzymes that are prone to relaxation of specificities, use a buffer in which
» Digestion of agarose-embedded DNA with -Scel, p.120. they do not exhibit star activity.
y * Buffers were supplemented with 0.5mM ATP, required for T4 DNA Ligase activity. » General protocol for DNA digestion, p.121.
** The activity of this enzyme was compared to activity in Reaction Buffer A (for forward reaction). For composition of Reaction Buffer A (for forward reaction) see 2006/07 Catalog p.208.  nd — not determined. » DNA purification after enzymatic reaction by phenol/chloroform extraction and alcohol precipitation, p.123. single letter code R =GorA; K =GorT, B=CGarT,
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' ) ' Protein Ladders DNA Ladders RNA Ladders
™ DIGEST DNA INy5 MINU E = = = L g L
% PageRuler™ PageRuler™ PageRuler™ MassRuler™ GeneRuler™ 100bp DNA Ladder ~ GeneRuler™ 100bp DNA Ladder ~ GeneRuler™ 1kb DNA Ladder ~ GeneRuler™ 1kb DNA Ladder RiboRuler™ RiboRuler™
E . Prestained Protein Prestained Unstained DNA Ladder Mix, ready-to-use #SM0241/2/3 Plus #SM0321/2/3 #SM0311/2/3 Plus #SM1331/2/3 RNA Ladder, Low Range RNA Ladder, High Range
X L . ] / A Ladder Plus Protein Ladder Protein Ladder #SM0403 O’GeneRuler™ 100bp DNA Ladder, O’GeneRuler™ 100bp DNA Ladder O’GeneRuler™ 1kb DNA Ladder, O’GeneRuler™ 1kb DNA Ladder #SM1831/3 #SM1821/3
e (@;aStDi est™ Enz mes" #SM1811 #SM0671 #SM0661 ready-to-use #SM1143 Plus, ready-to-use #SM1153 ready-to-use #SM1163 Plus, ready-to-use #SM1343
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8-16% Tris-glycine ° 8-16% Tris-glycine 8-16% Tris-glycine 10pl/lane, 8cm length gel, 0.5pg/lane, 8cm length gel, 0.5pg/lane, 8cm length gel, 0.5g/lane, 8cm length gel, 0.5pg/lane, 8cm length gel, 2pl/lane, 8cm length gel, 2yl/lane, 8cm length gel,
SDS-PAGE SDS-PAGE SDS-PAGE (staining with 1X TAE, 7v/cm, 45min 1X TBE, 5V/cm, 1h 1X TBE, 5V/cm, 1h 1X TAE, 7V/cm, 45min 1X TAE, 7V/cm, 45min 1X TAE, 5V/cm 1X TAE, 5V/cm
PageBlue™ Protein Staining
Solution (#R0571) Supplied with 6X MassRuler™ Loading Dye Solution GeneRuler™ DNA Ladders are supplied with 6X Loading Dye Solution 0’GeneRuler™ DNA Ladders are supplied with 6X Orange Loading Dye Solution ~ Supplied with 2X RNA Loading Dye Solution
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