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a, Preparation scheme of the supramolecular peptide/protein array. b—d, Fluorescent enzyme activity assay using a supramolecular
hydrogel-based peptide chip. Conditions: [peptide] = 20 uM, [gelator] = 0.25 wt% in 50 mM Tris buffer (pH 8.0) at room temperature.
[enzyme or protein] = 0.5 uM. e, Assay of LEP inhibitors using supramolecular hydrogel-based protein chip. Conditions: [LEP] = 1.0 uM,
[gelator] = 0.25 wt% in 50 mM Tris buffer (pH 8.5) at room temperature. [inhibitor] =0, 0.1, 1.0, 10 uM. [pep-1] = 40 uM.
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DAPI A3A-Flag merge

DAPI A3B-Flag merge

--

DAPI
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DAPI merge

FIg- 5. Colocalization of A3A and A3B with HBV core protein (HBc). (A) HuH7 cells were co-
transfected with an HBV 1.1x overlength genome and A3A-Flag— or A3B-Flag—expressing plasmids and
stained using 47 ,6-diamidino-2-phenylindole (DAPI) and antibodies to HBc and Flag. (B) HBV-infected
dHepaRG cells and PHHs were treated with IFN-a at 7 dpi for 3 days. A3A and HBc were analyzed by
immunofluorescence staining. Right panels indicate Z stacks taken at the dotted lines.




4.5.2 9095 ¢ Y%

(1) #KetwhhIiiorTFhiotEtrs, AHLxdE @i

B ERAREE, AOF RO 2B EohtEA—2st it

ARAIMGBTHITUAELE LA GR ARG LI, 40 £

B REFRA. pARRBEL I EFod AR Kt

(2) =B ARARREBGEL SR, oA =4,

() hA#t: %Lifedhdhbiashhes, bbdii ik
2o

(i) MBE: RAE-RA-ABEELRATLS Y, WwhAEE I AHEA
ﬁ]ﬁaiﬁvﬁ

(iii) bk K FHAubfoif ARG RAR O ALGRAELLE, 4
s on i Aomt, FAMAARGERZLEL, A Xdul-duik-Af
4&%%&%%@%,ﬁ%ﬂ&%TW?uE%%&%ﬁ%&oﬁ
F RS F AR GRA, @ LR Z S

S THEARARAGELAENL, 235w FBAGE4a, ARRA—KLA

FRBaEmER. REHAAEALERAFITCATRITC. Texas Red.

Rho-damine% . #7 % £ mGFP, 5 = % £ RFP,

22



R EEIRTRE SN

(1) TatemlibArFTHhEzEQ@ R Gahs ik,
AT WL B — A B J 4R R faf 3, B — A da A
FTRAZM T4 ETGF 2 E 5 ko #l4-Imaged
Tt #HWBE #6952 & Xk 2 € 247

(2) 2& RAA| AR 2B AEE, Fl AfKia L&
fl 14 1% 4 2 SDS-PAGE o & 9 & @ i # % | PVDF
FANylonHKENCHE L, e N—R LA E— B M 1[5,
Ffo NBEAR TG IR R, RGN R AT
28 AR

(3) Tz hfektzghmiaR, LTk
R 3z AR R Ea R Gla L/ Al N4
% 24, #]4Pulld-down#CO-IP% .

23



2009/12/11 Anti—human MIF

St21 A1 A5

B9 aqyrpMIF
38

A8 a19 MIF A6AT A4

MIF 3g 938/3838 38
107




Gy HTE SR (Co-IP)
(1) & 32 4o % 3% .
a. M3 e Phriul iz da gk (—)

b. BE SN~ F LGB LIS
ttag A BlallyEeaANLEaC
I W T R I
C.HhineTEARAIRIAKE A A S HSDS K,
DTTw4 4k P, 44 HikirFo
d A fpd4ma ¥ EaR

(2) TRUEATHREQR ﬁmi%ﬂ%o

25



Co-IPViFE N &

Cell Lysate or Incubation with
Protein Mixture Antibody-coupled Resin
s -
3 2 2 _»4® 48 -
2
2 - o y | ! b e ‘<
-
o A a r P e A ‘ =< -2
S © y W
9 ‘=< A c‘
= 9 a ‘=< R .
2 - -
‘< Coupled Antibody (. - > Spin and wash
-
A Antigen '
] 2 O
@ m Sia .
a O ) O °
? =
2 A “Teoan .

R

26



Pull-downF% N

(D& #edaifaihiashtist, %
AbaEa R EFfGI N, KoM aGgE
afisridt, AFPRHEATEZ4a /£ A 61%
alf, rME L Hme, #Ei2SDS-PAGEFWRB
oA, EER B R 20w LR A

=
a
c

GST GST-CD74
M2 1 2 3 4 5 6

25 -
20 B=

d ———

10 ==

27



S2ep 1. Immobilize the biotmylated “bait” protein

Aflindy Ligand
|Blrepiavidin

Aparoge
Gel

P2 zat Proeaf

Biating laled
Bat Prddmn

iz iy
=

Step 2. Wash awzy unbhoond protein.

S2ap 3 Block avalable Sireplavidin sites wih
iree Bloln

- o Hictin

Stap 4 Wash away unbound Biclin,

Sep 5. Bind“prey” protein to immobilized
“talf’ protein.

Step 6. Wash avway unbound profen

el b

Step 7. Elute “prey” profein

e

Biffar

D el d B
M pralen

Btep B. Analyzetor “prey” proten on SD5-PAGE

Mxkr  Purified  Aparess  Purified
Biotiylated el Prey
Bait Conrol

28



T

4.9 "EWME B

(1) XAAEF RE B R 57 -—-& TAR#%E?
DR ? t2 542 BTAMNKELA?

(2) B F2af 53— hBIEEFf = kKR E,
FHAfasgBafi g5, thikk4orm 3| R 54
HEBRBaRRE=IWGEGREFEAELL. L5,
9Bk, plistiiBatiLsi,
(3) B af—®mF3 ALt BafagH
A ﬁmR@ﬁT & 11 30 4% o

(4) Az 85X TR B0 fta i AN
%, HBFCiGEQRLEH I thit#h

29



4.10 Z5M A FER IR D EEFR UL
(1) Bafsghrents, EHtamuniagd
Qi ¥ —Hrad. a6 =gt —
Bk b AP ER B GHEF, ALRF K E
botk it Bl M MAET AR O B @ 6 4
H1, AN F R o
(2) #1G=thtns, TH—B5 7 Foz %
G GRIE R F Aozt A7, K ILG KR E
b (#]4DALIL) AR L4, L oT S5
EIMEREMGIE PloEia s G4, #Ho
THROEM T, Bt LHRBEY A

30



=

MR RIS HAZ S

AT

TJLULIR

"H# AL THF@ROTHELE
¥R EEAEL KA A

¥AZ kAR BHEEALL Y, REAkLL
%, HIlmafetit %%, HMHak

#http://www.expasy.org

shrEERBEN%

+A




R R B e

AR ERA TG

|

H & AR IE SRk

|

i

fi RAE L
r ‘l£ 1

PCR/JFR: 4hifk, X |
mﬁﬁmﬁw\&mwxmmgug
EERAN B RARE
e .
P e e B s A

pGEX #iik . pET #4AH pMAL #;
{A#%%4k %) BL21 ( DE3 )

o1 ,i.v ‘A;» %

IPTG W . 5 RIA M IE] |
SRR ‘

SDS-PAGE RN/

- HEMY RESE :
) ] nia i M S R I I VTIT Y TN ,
X 2 4 M) Fyt - 3 3 od
W goll bl o e L ¥
- R, .- *
r f n



#* ¥ ¥ ¥

#* ¥ # #

www.promega.com Commercial site describing various vectors.
www.stratagene.com Commercial site describing various vectors.

www.bdbiosciences.com/clontech Commercial site describing
various vectors.

www.invitrogen.com Commercial site describing various vectors.
www.orbigen.com/protocols/Vectors.html Links to a variety of
vector information and methods.

www].giagen.com/literature/handbooks/int/proteinpurification.a
spx Description of His-tag and its use to purify proteins.
www.leeds.ac.uk/bionet/compend/bntllpst.htm A laboratory
simulation of purification protocols.

rebase.neb.com/rebase Comprehensive database of restriction
enzymes and their recognition sites.

www.ionsource.com/ Mass Spectrometry and Biotechnology
Resource.
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