Technical Tip 1

m Qo mtat AL

Lenti-X™ ProteoTuner’

Cell Biology Group
Clontech Laboratories, Inc.

B (actin)& Al &SHA] 571 HsliAl= Al
EZZ 4 (cytoskeleton) o] o] H2 o] x|k
Al o] Ag g o] ufg- et A5 XY of
=4 o]g&o] 9t} 12U ProteoTunerA| 28l
o o] gste] Tl o] ol A 2AFIo 2HN
Aol A/dE Aok AERE o2t e
2 A Z @Y At 5 QA =ik

A Z= A2z n2as A

A 32 (cytoskeleton) o] 21l &2
"1]5&0]'5}9—] A 2RSSl o] A=t AlE

A (cytoskeleton)2 U] A TH(microtubule), &7t
“éﬂ"?i‘lé(mtermedlate filaments) 18] 1. HE
2} E Y| EQ F (actin filament network) & 0]
1 3572 A Hebal E (protein filament)

2 3] it

J(Actln Reorgainzation)
H Zetul E(filament) A&
Da TR, FAgol A

2
rm
> 1o
H =
o 4_I
)
i

o 12 W
IO o N
ofk rlo
ox

ofr

ol

i

o~

S}

~

o
ot
5=

N
-

N
—_

2} B2 gho}? 2 Z}F deb E o]
“Fo2” &2 WIUE ol s’ & Ex, W
t= 5ot dhed ofelo] Aabgol o o (1Y

1.
AF7AAE AW A4F BePIE v ES) =7}

dopi} we] AHHgsteA SHshe AL -
ol gtk 71E AlZe o E FPoR
el ERt ARyt AE A S upA R o]85HA
@3 2 phalloidin(H ¥ Jla} Eo| &
ots 54 dWR)E o-&she B ol itk

!
aeu old 7145 AMstA Sast
Foke] o Heyle 4

12 - Life Science & Biotechnology

A 517 CHHA] BI6] S

- I

M Systems

2 L=

Y37k st AT QA= 1417
BE 2eEThy B, T2 n1 =
YL e B opHoln ghio] AzhE 4
O] A|zzoflgt A-8-gk 4= Stk 2L A Cl omechﬁ
Lenti-X lentiviral delivery(FEjuto] ] A =¢
H)71% 3 ProteoTuner 7|59 442 Agsto]
o Zheteh di ok JHekskgict.

+ Actin Filament

>

DD DDD 1
> >

»T D
>

Actin Monomers

72l 1, Dynamic polymerization and depolymerization
of actin, Self-assembly of actin flaments occurs at the
plus end of an existing actin filament, as monomeric
actin is incorporated, Conversely, disassembly occurs
at the minus end where actin monomers depolymerize
from the filament,causing a continuous rearrangement
of the actin filament network,
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T2l 2. Experimental design. In the absence of Shield1
only mCherry-Actin is present to be incorporated into
newly forming actin filaments, When Shield1 is added,
DD-AcGFP1-Actin is stabilized, and is therefore
incorporated together with mCherry-Actin into newly
formed actin filaments,
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12l 3, Controlling actin stability with the ProteoTuner system. In the absence of Shield1, DD-AcGFP1-Actin is not
present (Panels B & F) despite a normal, mCherry-labeled actin filament network (Panels A & E). In the presence
of Shield1, DD-AcGFP-Actin is stabilized, and present in the actin network (Panels D & H) in addition to mCherry-
labeled actin (Panels C & G). Cells were fixed using 4% paraformaldehyde and imaged with a 40X objective on a
Zeiss Axioskop microscope using the green Chroma filter set HQ460/40, Q490LP, HQ515/30 and the red Chroma

filter set HQ 540/40X, 570DCPL, D600/50M.
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MNEZH Vector 22 TaKaRa Code
ProteoTuner System pPTuner each 632172
ProteoTuner-IRES2 System pPTuner IRES2 each 632168
Retro-X ProteoTuner System pRetroX-PTuner each 632171
Retro-X ProteoTuner IRES System pRetroX-PTuner IRES each 632167
Lenti-X ProteoTuner System pLVX-PTuner each 632173
Lenti-X ProteoTuner Green System pLVX-PTuner Green each 632175
60 ul 631037
Shield1* 200 pl 631038
500 ul 632189

* The number of reactions depends on the concentration of Shield1 used. At the maximum suggested concentration (1,000 nM) 60
= 30-plus reactions and 200 ul = 1,000-plus reactions in a six-well plate,

* Shield1 (60 pl) is included with all ProteoTuner Systems,
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