(9 FEEY

Saint-Bio

HPG-488% 5 & Bk A &

PR S T15713
=g 50-500T/200-2000T

7= A

i R A P T HPG-488 3 [ & Ji K it 7] £1 (HPG Protein Synthesis Kit with AF488), W FKHPG-48835T4E & (4 )i A4 ]
X | & (HPG-488 Nascent Protein Assay Kit), /& — ff 2 F & 0 & & i 2 # & & R (Methionine) 2% {1 ¥ HPG
(L-homopropargylglycine) )45 XN, Him it b 5 i s 5 [ W (Click reaction){fFHPG# AF488 FrbRic, MM SEHLE . PUE . &
R IEE R A .

AR & AT DU AL A IS TR i A R AR R B B A R, IR DOE BRI R B R A A e A R A 7
JECE 1 [F) 2 2K (U135S-methionine) FIHT 44, I i ] S P20 S MBIV AT SE e B AR R B BUOCRRBT AR R L B AR R B
WA BT E RE E

AR GG, FHEBEANIRETO B N 2R HR S G206, UM TIOLRME. Bkt
SRR WM B OGBS SRR, R DU T 5 IR e (High-content screening, HCS).

HPG (L-homopropargylglycine), H3C4 NL-mb i EH IR, & — M 2 K (Methionine) Bl AR ZUHR 1 2514, HPG
AUERAS R T BEREERB ARG RMEAY. 5—J7H, HPGERHER S YOUhrid /T8 B PHE
£t (lnAzide Alexa Fluor 488. Azide Alexa Fluor 555. Azide Alexa Fluor 594. Azide Alexa Fluor 647% )i id — 44 55 7 i 8
WRAEIE SR, T BRARSE ) = MEFA, 2% S 8 AR TR = 28, PR A i i S (Click reaction), o MR FE S WK 1. @
RTINS B 2R R S G ERET FrbRac, AT AT RASE FH 3k 24 ) 2 Dl I 8 % Ao I B8 & iR 1

% *
Fluorophore,
Biotin, etc
* CIJ+
; + —
“Click”
»* * ¥
Labeled Azide Protein Incorporated with HPG Labeled cellular protein

1. i 5 2 - okar P 7R 6 o 4 s i SR (Cllick reaction) BRER & o 2 R EHSEFRIC IS B ALY (Labeled Azide) 545
AFHEE A HHPG, (R 7RI A I SN, T SRR E B =R, IR (R I B AR D L POLIREF B e R
o

A SN fT By R R R v o AN T T P R A sl SN, R RIR L, AR BRI T B R
PR ET B AT HE B AT ROBARIC B B & R AR HPG, I FL AT DUk I 2 5040 (K 8 1 5 i 0, It Re kAT 3 1
AR A A I

ARG EAESE . SRk ARG A /5 00 2 5 FF R [ € A Triton X-100%3%, AT LAE & AL YIIREH A 2L
BENANEIF A A S RN, ASMAMIEE, AR RN, AT TR R R IOt M e Ak
W, A IDNAR DG Geth(InPIHL Cuke 20 i f 351 DAPIEHoechst UM 4 A A% 55) «

ARG A I RIE . AR SR IDE & R R A 152/ ARG &R S % E2.

Plate cells Image or detect fluorescence or absorbance
v 4

Optional: stain cells with antibodies and other

Uptiansl:addaesteompoind orcit K Heatey fixed-cell stains (i.e., nuclear counterstain)

v +

Incubate cells with HPG Wash cells
v 4

Fix and permeabilize cells -+ Detect HPG
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B2, B A A s R S e g e AR A
AR G IS $2 4t T Yo 4 9 A% [ Hoechst 33342, LA E YLt W52 F s AN % . HeLaZ g FH A 257 GG I Hr A ik
TEMKES WE3FEA4.
HPG

Ansiomycin
"-’f: R,

Phase /'
contrast | 4 &

Hoechst

Azide 488

P13, HPG-488 25 114 B AG  771) & FH 9% 0 BB A Ml He Ladl B 37 & R I R . HPGIE 5 0.5/ JE AT,  TCHPGZH
WSS G 05 (B 20— 1)) s HPGZEL A B S A 4 € 58 S (HR 8] — 315 1 FH A 1 B4 761 551 157 77 55 25 (Ansiomycin) (50uM)
PEATHURELO.S/NET 5, ZREOERZ WG, WA & RINH S, HPGHIEB NHE Ml (A M —F1) . S bt il 240
SRR R AR E AR ZE R, EPRRNES %,

140 _
120 4
100
80
60
40 |
20

Normalized Mean
HPG Signal

o

Kl4. 15 HPG-4885 [ A BUfsr 71 Sk il HeLaZll B 3 & B EE 1 1 2 CBEAR ORI I &5 5 o T2 (Vehicle) K G(E 5
By R B RGN ) 1 A 5 2 (Ansiomycin) (S0pM)H& BT FAL BRZH 58 615 S 8055 . SERRR I ROR 2 PR SR 56 26 A8+ Rl
RS FAAEZE R, BRSNS % .

AR B /N W S T oFLAR R TR A0 B ARSI, T ARSI SOANRE i, BEANRE Sl 14 S SR 22 4 500l I Click S5 B 5
W T96FLARATIN, 7] LA I SO0 i, B3N ot PRI I A4 22 A S0t Click IROBEI ;s an SR A T- 1241 244L. 48415384
FUBRE dn A, 3 5 ] DAAS 125, 2500 350F11250/ R il BN w HE R B Click 5 S A & 29200p0, 100pdy 70pl Al

20ul.
F= i
77 i 44 R 50-500T 200-2000T TRAF %A
HPG (100 X) 1.1ml 4.4ml -20°C
Azide 488 S55ul 220l -20°C, kN
Click Reaction Buffer 30ml 120ml -20°C
CuSOq4 1.1ml 4.4ml -20°C
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Click Additive 27 iR -20°C
Hoechst 33342 (1000 ) 50ul 200ul -20°C,
15 FH A «
1. TEEEFEMARN
a. LEARIG M, HEETHDMEMEEEFRHCLEZAR) BRPMI 164055 75 (T E ).
b. PBS, #E#E{#HPBS.
c. [E e, HEFE R o Gt i 52 W k4% 2 5% FP I 3] 5 R o
d. PR, TR e e s P Sy e tadst P B 3% BSAMIPBS.
e. JHIEW, HEFE Rt nn JRIEW . I Qe B 0.3% Triton X-100f/PBS.
f. fEalisK, HEFEMEH Ultrapure Water (DNase/RNase-Free, Sterile) o
g MIYESCIOE R AR 18x18mmas I}, 6FLAREHE 2 fLi.
2. RlERKER
a. WIF CAOFLARAS IR 22 A1, Wi AE T 12500 . 96FLIR B384FLAR S5 FLAR, G A 5 ] LUKH N 4% LA 45 )~
b. WA 2 ETR 4R, E R ) B A R AR T AT . B EE A AR B, A OO R B N B 0P
PREE . B11000xg = 0 B 0574
3. BEFAMRKHPGHRCKE €. ThEfiaE
a. TE6FLIR A (WA L mT DU 55 35 )4t i 3 75 i i F HAK S BEFRZS G, 30T BT i 10 254 A B B85 L 2R i
%,
b. FCHI1 X HPG TAEWR . HEFF THPGERRE (1 X), H1:100 51 H T R . TC LI I 1% 500 B HPG (100X), 1
WIHL100ul HPG (100 X)IIA9.9mIGE 2L . il M3 IR, BT 13311 X HPG LA -
H: X TAS49. HeLafINIH/3T3ZEMGEEAN AL, HEFHPGIE LR N1 X . (HANMZETEL, 8RR 5. A%
1T it 154 5 3ok 5 25 22 U THI IR TR 3R S BE M HP GBS N RCR DR v £ I 282 SR HPG A 8 R IR B AT — e R, 9l
AR PEN0.5-2X .
c. ERFERIIEF, FHPBSHE—iE. MA37°CHHAMI2ml | X HPG TAEWR . WIS NZG b3y, Wa] LIZE1 X HPG T
YR A DR FF SR I 25 WD FE
d. SRS E AHH00.5/NF o T F I A] R A T A ) B A ORI E R RS, SOt . RS
WA, AT RLdE 4 PR ICHP G TARME
e. HPGhriddi i 5e s, ZBRHPG TAEM, RN ImIfE ), =i 1578,
£ EBREEWR, BALH ImIBe B a3k, [IR3-55051
g VR, B ImLESE R, =EFE10-1554%.
h. BBRIEER, BFLAH ImIPeG e anf 120, &R3-57r%h.
4. HPGK#U

e ARSI A FL ISR £ N 500ul R SRR B . RET 120 24, 48, 96AN384FLMR, HEFL I SR A 2 43 )
9200pl. 100uls 70pl. SOpIFI20p I R MR G X TH/NFL, AR FR AR R A H = O 20& u g, LA L
TG YRR 75 R PT RS R I S THTSE A o U LAOFLAR HH RO A RO AE 5 S 8] 150 I AR R84 v, b LB LR, (R
T B L A B BT, A iR AR

a. M Click Additive Solution: X-F /N, F1.3mE 4l /K B MR & P L0 — 4 Click Additive, YRS 4HB%
fit, BI>NClick Additive Solution; Xt AL, hIA10.4mlEEA KA R & hHR At 1 — R Click Additive, B2 E 4
A, B AClick Additive Solution. g fill 5 I L& 24 4325 J5 #E-20°CLR-A7 -

b. 2% FRECHIClick KR 1 7™ HE 4% 08 R 2 4005 AR R FL 1 Click S S, 75 0] i i S5 N2 AT B v 3K
AT Click R MR ZAEBCH G 1550 AE A -

Wells of 6 well plates
Components
1 2 4 5 10 25 50
Click Reaction Buffer 430ul 860ul | 1.72ml | 2.15ml | 4.3ml | 10.75ml | 21.5ml
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CuSO0q4 20ul 40ul 80l 100ul | 200l | 500ul Iml
Azide 488 1ul 2ul 4ul Sul 10ul 25ul 50ul
Click Additive Solution 50ul 100ul 200ul 250ul | 500ul | 1.25ml | 2.5ml
Total Volume 500ul Iml 2ml 2.5ml Sml 12.5ml 25ml

c. Kb b BBA P
d. BALIIAO0.5ml Click [ R, E2R% 58577 8R LA TR Click s S T DAYS) ) 78 35 4 i

e. ZEiREICIFE 30508 .

f. WERClick R M, FHPRERI PR3, BEIR3-57r%.

g WRFZFEMPpIZIAT G, TS RPRSH T, WL TSR TE, Bl B Mes FgE, siE
Z T REBFARACEEAT DRI, 5 FH v PR BRI 0 226 A3 (— B s PA VR U 75 S A ) ok oxoh A A EAT e € ) BEAT Aer )
Azide 488 [t KUK WK AE495nm, e KRS K A& 519nm.

5. Yf G
N T RN B R R A A B Y L B (SR A, TT DA RS F Hoechst 33342 AT AR AR e . — M N
oA 7 395 A5 2 A 7% 5K A PR AZ A T e o
a. 1 XHoechst 3334297 (I EC 1) : 4%1:1000 LL A5 FHPBSH B A7) SR A1 il Hoechst 33342 (1000 X)), 7] 1Y 1 ul Hoechst
33342 (1000 X)) A 1ml PBSH, %), BlI451ml 1 X Hoechst 3334244 -
b. BbBAg, WERVEEWS, FLIN1 X Hoechst 333429 1ml, =I5B & 10204
c. MiB41 X Hoechst 3334294 -
d. FVEGITEE3 W, BHIR3-500%h.
e. B B AT AT 2O6AG I . Hoechst 33342 W (0580, BRI IR N346nm, 5 KRR K H460nm.
EEHE:
1. Click Additivelt il B A G 15 7 ROE M /0 280547 . WA ARG A YT, 5 L FEE 2R, Fraimiamie
o WAz AR A o, BB 2 B R0y R, 1B A .
2. B R B 1E A B 25 (Anisomycin) fE VX IE, AT LM M E 1T Anisomycin (JNKH#E 7)o
3. WRFEELZHPG, A UMM ST IHL-Homopropargylglycine (HPG) (>98%, BioReagent) .
4. EHERERREFCREFONE B ERR, a4 EgmmHPGHIB N, HEfisgnn s L, #E%E 4 HDMEM
ERER IR (CERERR) BRPMI 164055 7 M (L EAR)-
BT 3k N TCTE LB N IRER R, BT DA S A B T3 2300 R S ARSI o
BT A= it 5 B B e AR AT e RO, VAN A ) R R T B AP S AR A A LIS ek
Alexa Fluor® & 1|3 i 42k} & Fluorescein (FITC). Allophycocyanin (APC) 5 APCE-tandems%k}; 5 T-Qdot®%44 K & 14
R4t . Horseradish peroxidase (HRP). R-phycoerythrin (R-PE)FIR-PE-tandems %24} Alexa Fluor® 680-R-PE%:, 7 {E
AT SN SRR HEAT ROSEATRG I  ASPE 435S GFP . RFP. mCherry 25 9¢ 6 R F 966, X T-29¢ %425 5 1 N Green
Fluorescent Protein (GFP). TC-FIAsH™FITC-ReAsH™ZS{R ], F5 B A 5 o S M /i 24T s S AN« BT Phalloidin (92
SEIR)ASH S s ik S8, HEFE A FH Tubulin-Tracker Red (FURT I 40 (3 Y IR ET) BEAT 40O AOAG I .
7. AFERARTRI A GRS RH, AR TIRKIZEEGET, AT EMEAR, MR T EEEEN.
8.  ANTHEHILAAMERR, W F LRI R—IRETFERE.
PRAEKAE:

D0°CRAE, —IFEE . Azide 488 F1Hoechst 333424 B YEARAE -
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