Table 4. SFR1-SFR3 kinetic data

5’-TAATACGACTCACTATAGGGAGA INTP or dNTP 5’- TAATACGACTCACTATAGGGAGAN
3’ -ATTATGCTGAGTGATATCCCTCTXGCTAGGTTACGGCAGGATCGC ——p» 3'- ATTATGCTGAGTGATATCCCTCTXGCTAGGTTACGGCAGGATCGC

Single incorporation of ANTP Single incorporation of INTP
Relative Relative
kcat, kcat/ KM: . kcat, kcat/ KM: .
Template|  ipt K kMo iyt towild o pls K aM et o Wild g e
type type

Wild dT [2.09+0.1 7.54+32 2.77x10° 1 0.004 £0.001 483 £175 8.3 1 33,500
type SF dG  [4.08+£09 0.92+0.5 4.42x10° 1 026+0.05 213+59 12x10° 1 3,700
dC [2.78+0.6 092+0.1 3.03x10° 1 0.39+0.07 257+129 1.5x 10° 1 2,010

dA [2.79+0.1 3.29+0.7 85x10° 1 0.004 £0.001 525+90 8.0 1 106,000
SFR1 dT [9.27+0.1 152422 6.1 x 10* 0.22 20.7+0.2 146+5 1.4x10° 17,100 0.43
dG |102+13 364+63 28x10° 0.06 214+03 305+83 7.0x10° 586 0.40
dC 11.0£0.6 459+33 24x10° 0.08 21.6+1.0 325+34 6.7x10° 441 0.36
dA |129+02 88.0+10 1.5x10° 0.17 151+0.1 144425 1.0x10° 13,100 1.39
SFR2 dT |7.63+02 247+80 3.1 x10* 0.11 15.6+2.1 197+5 7.9x10* 9,570 0.39
dG [109+12 438+10 2.5x10° 0.06 23.7+0.6 415+47 57x10° 478 0.43
dC [9.07+1.6 53.0+40 1.7x10° 0.06 224421 594+10 3.8x10° 250 0.45
dA ]9.54+03 959+£50 1.0x10° 0.12 14.6+0.1 249+1  5.9x10* 7,320 1.70
SFR3 dT [9.30+0.4 203+45 4.6 x 10* 0.17 19.3+0.3 134+10 14x10° 17,400 0.32
dG [18.7+7.1 37.6+14 50x10° 0.11 31.0+1.8 23.6+13 13x10° 1,100 0.38
dC [21.5+78 322+11 6.7x10° 0.22 29.1+13 23.0+£02 13x10° 839 0.53
dA |14.6+£0.1 91.5+94 1.6x10° 0.19 218403 225+0.1 9.7x10* 12,100 1.65

Assay conditions were as follows: 40 nM template-primer duplex, 0.11-1.34 nM enzyme, 50 mM Tris (pH 7.5), 10 mM MgCl,, 1
uM DTT, 50 pg/ml BSA. The reactions were initiated by adding the DNA—-enzyme mixture to an equal volume (5 pl) of a 2x
dNTP or rNTP stock solution, incubated at room temperature for 1-10 min, and quenched by the addition of 20 pl loading buffer
(95% formamide/20 mM EDTA). A 5-pl portion of the reaction mixture was then analyzed by 15% PAGE containing 8 M urea.
Data are the average of three independent determinations.



