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Supplemental Figure 3. Brightfield images of U20S Flp-In osteosarcoma cells taken
at different inhibitor concentrations. Cells were induced with tetracycline for 48 hours
before being treated with CX-4945 for 2 days (48 hours). Pictures of the cells were taken
at 20x magnification with inhibitor conditions of DMSO control, 10 uM and 20 uM CX-

4945,
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Supplemental Table 1. The concentration and specific activity for each of the

81

mutants of CK2a and CK2a’.
Concentration Specific Activity
Mutants (mg/mL) (pMol/min/ug enzyme)
GST-CK2a  Wild Type 6.06 474
H160L 7.25 507
H160D 1.42 524
V66A/1174A 2.20 352
V66A/1174A/H160L 2.45 397
V66A/1174A/H160D 1.39 429
GST-CK2a' Wild Type 1.25 782
H161D 2.85 137
H161E 3.12 585
YileL 2.77 115
V67A/1175A 1.12 528
V67A/1175A/H161D 3.45 786
V67A/1175A/H161E 4.11 474
V67A/1175A/Y116L 2.72 919
V67A/1175A/Y116H 5.88 11
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Sample calculation

Calculating specific activity (GST-CK2a)

All reactions were performed in triplicate and an average was taken, this represents a
single reaction.

[GST-CK2¢’]= 1.25 mg/mL

2 uL of GST-CK2a (1.25 pg/ul) was initially diluted into 250 uLL of CK2 dilution buffer
Therefore, (2 pL)* (1.25 pg/ul)= 2.5 pg of GST-CK2a

Next, 4 uL of the 250 uLL sample was taken in order to start the kinase reaction

Therefore, (2.5 pg)*(4 ulL/ 250 uL)=0.04 pg

The reaction proceeded for 10 minutes

10 pL of the total kinase reaction (20 pL final volume) was then spotted onto P81 paper
Therefore, (0.04 pg)/2 = 0.02 pg of GST-CK2a

The 10-minute reaction (GST-CK2a phosphorylating a RRRDDDSDDD peptide) yielded
a count (CPM) of 17000000, and the spotted standards yielded a CPM of 53000000
Therefore, to calculate the CPM/pMol of ATP in the standard — (53000000 CPM) /(10 uL
spot * 100 uM ATP * 5 for the dilution)= 11000 CPM/pMol

Therefore, to calculate the specific activity of GST-CK2a:

(17000000 CPM) / (11000 CPM/pMol)= 1600 pMol of ATP incorporated onto the
RRRDDDSDDD peptide

(1600 pMol) / (10 minutes)= 160 pMol/min

(160 pMol/min) / (0.00002 mg) = 780000pMol/min/mg of GST-CK2a
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