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Phosphorylation  of full-legntin_Paxillin Tuesday, June 28, 2005

H Rcac'hons sel up in 0.5 mL eppendorfs:
* 0.0 MG GST-Pox (I-5573)-FLAG (Z uL of eluhOh 2 on p.
at mecjlml. Cells for prot. pur. had been [ysed (912.3)
-jlniendcd to use ZMﬁ of substate ~
+H wml of a | mM ATP soluhon (50.uM final cone .
"HS5 wuL of a 226 mM MgCla soluhon (IS mM fAnal conc D
0.8 ML of a ImM ZnClz scin. (10uM Gnal conc.)

*12Zmb Src, o 2 mL INE, or H ML ERKI ,or no kinase
.5 (or GH.5) wl of TBS
= 80 mL tetal
The obove rcaachts were pipetted up and down 7 x and Flicked
once  to mix, then |acubated at 20°C for IS min. The reac.'hons
were stopped wl the addihon of BO wmk 2 x sSDS rcduc.\h6
lwdmtj buffer (to ?ch 3.15 nglMLj A IZ dilubhon of this wWos made
nith more lmdmﬂ butfer ( i.4 r\SLML\-

H cjc:lb were. IoudCd wi H il w‘s;afp/ Ianc with lOML. (19 ng) Iaadcd

ror the ERE and JTNK lanes. (Intended to load 20 ) for Src ino _
enz mﬁJ and SO ""j for the others ~ less neceded wi the mMini mally -
_.dcﬂmd#d subsivote .
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Full- I63hi‘h Pax ' (GST-Pax(i-357)-FLAG

° 1/12.000 rabbit anh- pSize

1° 111,000 mouse anti - paxillin
il20,000 300* anti- rakbbit HRP

2° HI0.0PO ﬂaaf anfi-mouse HRP 2°
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_ Summary of Full-legnth Pax phosphoryla hor

(sh) confusinﬁ results wi psna..ﬁ
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(50 ng/well)
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