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K,=1/Ky and Ky=1/K,, so...
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100000 (1E5) 0.00001 (1E-5) 10 micromolar -
1000000 (1E6) 0.000001 (1E-6) 1 micromolar -
10000000 (1E7) 0.0000001 (1E-7) 0.1 micromolar 100 nanomolar
100000000 (1E8) 0.00000001 (1E-8) : 10 nanomolar
1000000000 (1E9) 0.000000001 (1E-9) - 1 nanomolar
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C-value = [IFGEIFaEIRE]><Nn/K, |,

C=0.05

C =10-100 very good
C =5-500 good

kcal/mole of injectant

C =1-5and 500-1000 OK
C <1land>1000 bad
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7L C-value 35 40

[ BIF IR E] = c-value*Kp/n

[(FGe G2 E] = 40*0.000001/1

[FESBIRESSREE] = 4 X 105 M = 40uM }— =

Simulated binding
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Average heat required per injection ~ 1 ucal

Need ~ 10 injections

Average AH of binding is ~ -5 kcal/mol

Therefore minimum sample concentration, [Prot], required in a 200 pl cell is

e Total heat, Q, = 1 ucal/injection * 10 injections

e Q =(cell volume) (AH) [Prot]

=10 x 10 cal

e [Prot] = (10 x 10-° cal)*(2.0 x 104 L)*(5,000 cal/moles)]
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Min [Cell] ~ 10 uM
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DMSO( —H W) 0ofe—/)V)=-5C

Buffer into buffer

5% DMSO into 5% DMSO
WWHW 5% DMSO into 4.5% DMSO

5% DMSO into 4 % DMSO
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Time (min)
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+ ITC ILOUSBETEE PR, BIY0: HEPES,
PBS, glycine, acetate,

s EEBEERT OO, ISIERREMERE PR,

o R DTT

o WERINVNERIARMEIT, TuTEE:
--Tris(2-carboxyethylphosphine) hydrohloride (TCEP)

--B-mercaptoethanol (BME),
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SEIG - MicroCal™ iTC,,,

Volume-Typical 2-3 ul (range 0.1-38 pnl)

--An initial injection of 0.5 ul is made followed by 18, 2 pul
Injections

Duration-2*vol (ul) e.g. 3 uls injected over 6 secs
Spacing-Typical 150s

Filter period -5s
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SEIG - MicroCal™ iTC,,,

e Temp :25°C or other of your interests.
e Number of injections -12 -18 (3-2 uLs)
e Reference power-5 ~10 ucal/sec

e Initial delay-60 sec

e Stir speed-1000 rpm

e Feedback mode - high
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SLIG =2 MicroCal™ VP-ITC

\\

Volume-Typical 15 ul

Duration-2*vol (ul) e.g. 15 uls injected over 30 secs
Spacing-Typical 300 secs

Filter period -2 secs-the time span of data acquisition for
data averaging
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X1— MicroCal™ VP-ITC

e Temp :25°C

e Number of injections -12 injection at least(25 pl)
e Reference power-10 ucal/sec (34 as max)

e Initial delay-60 sec

e Stir speed-300 rpm normally

e Feedback mode - high
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Reference

power RE XL

-8.33 0.00 8.33 16.67 25.00 33.33 41.67 50.00 58.33
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