ZAMLFTPMUSY OEREV/NVE (BIIL Y YEESER)

BEma—F 01-531 01-531-5

BE 20 pg 5x 20 ug

RF -20°C  RHIRFIZ-80°C SRR A BT D

£V T AEIE, CEAML Y HYIRE O SLO 2 BEFRBAEMICL Y XKIBR TRERRI L. BEICE
BLEbDTHD, HIEMIE 600,000~1,000,000 hemolytic units (HU)/mg(Lot (2 & %) T, #
B FICKELRI AR T 7=, £MEFRICE v /BB ATEZ ENABETH D (XHR
1), AZAEY SLO 14 60.4 kDa T, Afld N RIC His-6 2 /M4 L, 64.5kDa TH 5%,
SLO IZBRZICARETH 5H. 20 mM cysteine ¥ 10 mM DTT & o SHETTHIIC & » THEM
KX 2ZENTES CHE2), AL AT A—LICL > CTRAWEHISEMFEA DN S,

KBRBICEETIOT, ZYN7BREEDOVYIAVMILAFa—7FE2HAVWE 2 HREY

60

=E 1.0 mg/ml

SNy 77— PBS (-), 1 mM DTT, 50% glycerol
T SDS-PAGE (CBB %) T 98% LA A SLO(K 1)
Y, Iy 1. #SLO itk (ASO) DAfAED 7 »OHR (BRAREEZ) WB, Dot blot, ELISA

2. R OEBE (EMIRICESFroED T E TEARRE k1)
3. HEE/EPEEAO ATP OmE (GLEk3)
4, TYIZRZv7 Oy k
5. A1L/78%k

EtE 3% by YRkmBkAE 37°CT 30 LI L T H0%AME 85 5F 4% 1 HU & EE

r= ZRLZRYP>0 (SLO) IFAML Y S EREABGRNCELET 2BEEERETHY . TOE
EEEMIZFRMBROAMICE VAIEINTWD, SLO IEBEICALE CRZICKET 50, F+
—IHLEMICE VEEELT 2 Z o FF—LEE(LIEEESER (thiol-activated cytolysin)
EHMEN TS, SLO X ABEARML Y YIRERL T Th<, CHCGHOBKRICL - THELE
. Z*L!%;CDT I/ BENEISEICREINTE Y ERER 98% U LETH 5,

BEICHTZIEEYE | MRICSBICAZ EBRENICAZBEENH B,
LD50 - Lethal dose (50 percent kill) intravenous, 8 ff;T 51 < d LD50
74, 1500 ng/kg (Ref :PHTHDT Pharmacology and Therapeutics. (Pergamon Press Ltd.,Headington
Hill Hall, Oxford OX3 0BW, UK) Vol.(Issue) 11, Page 661,1981)
E L E v b, 12 ug/kg (Ref: BICMBE Biochimie.  (SPPIF, B.P22, F-41353 Vineuil, France,
Vol.(Issue)55,Page 1187, 1973)
Toxicity is much less when introduced via other routes of entry like Interdermal injection

HRAE RICA-TBEBEE LT TEBOKTHS S, REEIRITISERNOFL T2 2
HEICEMLZGE: ABRESEDKTES,
BLIEE TAFRE IO TIBENTHERAZSEIMY , BITKTHES, BFLEINYWIELT121°C, 20 9
A—rIL—TLTHDBEET D,

OF TN%: 3

= = NAF N = FPBRDOTEEITELH DHE 1L SLO B K-> TIF W IFA L,
SLO izt+aMENHINTVWALWDO TEEL TERYIR I BELH 5,

Data Link UniProtKB: Q54114 ((TACY_STREQ)

MXAMIEIMEATT, £ P ENRICLAER, 2

Wis L UEEEMICERAT S LIR>TEEEA,
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Ef%& : 01-531 Streptolysin O (Hemolytic streptococcus) (SLO)
1. SLO @ SDS-PAGE (< & 2 &t

kDa
B — - SLO (60.4 kDa)
T — e
KEHFE (64.5 kDa)
o — -
— -
14 ——

K2 B4DOHFEOHERTIERAISI VOB — I LIE-HE~DEA

A fluorescein- propidium B A. Hela cells were incubated with or without (2000 kDa
dextran ~iodide )
(kDa) ) withoutdextran | oy tran w/o SLO) 0.13 ug/ml SLO on ice for 5 min. After
l ‘ wash with PBS three times, the cells were further with
3 - =
transport buffer containing propidium iodide at 32° C for
3 kDa dextran
wy————— | 5 min. Semi-intact Hela cells were incubated with 1.5
‘ mg/ml L5178Y cytosol, an ATP regenerating system,
10 T i GTP glucose, and 100 pg/ml fluorescein-dextran of 3, 10,
10 kDa dextran
PaE 40, 70, or 2000 kDa at 32°C for 15 min, and then were
‘ resealed by treatment with 1 mM CaCl, at 32°C for 5
40 40 kDa dextran min. After incubation with DMEM supplemented with
FCS for 30 min, the cells were observed by confocal
AJ_v microscopy. Since the cells without SLO treatment did
_ 70kDadextran | not contain the fluorescence of propidium iodide,
70 ] “ differential interference contrast (DIC) image was
T e shown. Bar = 10 um. B. Hela cells were treated as
”.,2000 kDA gextrar described in A, were trypsinized, and were subjected to
1 ‘ flowcytometry. The  histograms of  fluorescein
2000 e
fluorescence of dextran with different molecular weight
2000 kDa dextral
Wl SLO in Pl-positive cells were shown.
2000kDa l Data from Kano F et al
V(J%thrig ST A resealed-cell system for analyzing pathogenic
intracellular  events: perturbation of endocytic
pathwaysunder diabetic conditions. PL0oS One.
2012:7(8):e44127.d0i:10.1371/journal.pone.0044127.
PMID: 22952896
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SENW  AERBIEXEH 3~12 IFERIN TV E T,

1.  Waley, |. et al. “Delivery of proteins into living cells by reversible membrane permeabilization with streptolysin-0.”
PNAS 98:3185-3190 (2001) PMID: 11248053 4 &7/-flfaICKX /0B BAT B HE

2. Palmer, M. “The family of thiol-activated, cholesterol-binding cytolysins.” Toxicon 39: 1681-1689 (2001) PMID:
11595631

3. Maeda, Y. et al. GPHR is a novel anion channel critical for acidification and functions of the Golgi apparatus. Nat.
Cell Biol. 10: 1135-45 (2008) PMID: 18794847 Permeabilization of cells.

4.  Furukawa K. et al. Reduction-triggered fluorescent amplification probe for the detection ofendogenous RNAs in

living human cells. Bioconjug Chem. 2009 May 20;20(5):1026-36. PMID: 19374406 Introduction of probes for

RNA into permeabilized human HL cells

5. Thiery J. et al. Perforin activates clathrin- and dynamin-dependent endocytosis, which is required for plasma
membrane repair and delivery of granzyme B for granzyme-mediated apoptosis. Blood 2010 115:1582-1593.
PMID: 20038786 Promotion of endocytosis

6. Kano F. et al. Hydrogen peroxide depletes phosphatidylinositol-3-phosphate from endosomes in a p38 MAPK-
dependent manner and perturbs endocytosis. Biochim Biophys Acta. 2011 May;1813(5):784-801. PMID: 21277337.

Permeabilization of Hela cells.

7. Potez S. et al. Tailored protection against plasmalemmal injury by annexins with different Ca2+ sensitivities. J
Biol Chem. 2011 May 20;286(20):17982-91. PMID:21454475 Permeabilization of HEK cells.

8.  Kano F. et al. A resealed-cell system for analyzing pathogenic intracellular events: perturbation of endocytic
pathways under diabetic conditions. PLoS One. 2012;7(8):e44127. PMID: 22952896 Introduction of molecules
into Hela cells.

9. ImaiA.etal. MADD/DENN/Rab3GEP functions as a guanine nucleotide exchange factor for Rab27 during granule
exocytosis of rat parotid acinar cells. Arch Biochem Biophys. 2013 Aug 1;536(1):31-7. PMID: 23702376.

Introduction of antibody into cell

10. Gao N and Lehrman MA. Mannose-6-Phosphate: A Regulator of LLO Destruction. : Inka Brockhausen (ed.),
Glycosyltransferases: Methods and Protocols, 2013, Springer, Methods in Molecular Biology, vol. 1022, DOI
10.1007/978- Inka Brockhausen (ed.), Glycosyltransferases: 1-62703-465-4_20.

Link:.springer.com/protocol/10.1007 Introduction of mannose-6-phosphate into living cells. (The authors

specifically recommend BioAcdemia streptolysin O for cell permeabilization)

11. Matsuto M et al. Reconstitution of the targeting of Rab6A to the Golgi apparatus in semi-intact HelLa cells: A role
of BICD2 in stabilizing Rab6A on Golgi membranes and a concerted role of Rab6A/BICD2 interactions in Golgi-
to-ER retrograde transport. Biochim Biophys Acta. 2015 Oct;1853(10 Pt A):2592-609. PMID: 25962623

Introduction of protein (Rab6A) into permeabilized Hela cells.
12. Yasuga H. et al. Logic gate operation by DNA translocation through biological nanopores. PLoS One. 2016 Feb
18;11(2):e0149667. PMID: 26890568 Nanopore formation in bilayer lipid menmbrae.

13. Ojima K. et al. Myosin substitution rate is affected by the amount of cytosolic myosin in cultured muscle cells.
Anim Sci J. 2017 Nov;88(11):1788-1793. PMID:28631391 Permeabilization of cells
14. Kano F. et al. Establishment and phenotyping of disease model cells created by cell-resealing technique. Sci
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Rep. 2017 Nov 9;7(1):15167. PMID:2912317011. Reversible permeabilization of plasma membrane

15. Watanabe H. et al. Analysis of Pore Formation and Protein Translocation Using Large Biological Nanopores. Anal

Chem. 2017 Nov 7;89(21):11269-11277. PMID:28980803. Permeabilization for protein translocatio
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