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Step 1

£ Binding check &R Hsp90 5 ADP 7 6 F AR FR P RIS G EREL. SFME PR —AHXN
AN Hsp90 (R&EE) , Z—HMA Hsp90 5 ADP BYREY) (455) HEM—REE,

Buffer# Buffer composition Buffer Check result

1 50 mM Tris pH 7.4, 150 mM NaCl, 10 mM MgCl, S/N ratio too low to conclude binding®
Buffer #1, supplemented with 0.05% Tween-20 Binding detected

20 mM HEPES pH 7.4, 150 mM NaCl S/N ratio too low to conclude binding”

S/N ratio large enoughto conclude binding”

Phosphate buffered saline (PBS) pH 7.4

2

3

4 Buffer #3, supplemented with 0.05% Tween-20
5 S/N ratio too low to conclude binding
6

Buffer #5, supplemented with 0.05% Tween-20 Response amplitude too slow

*Sample aggregation

7 1. Hsp90 5 ADP 7£ 6 ME& PR RRVES G EMREL

Step 2
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Relative Fls

9105
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EZZ93A, Wnt/B-catenin 15 5@ E NS
MEFRZ R ETR - BRRAS SN

BEIERIZE R

E0—/\n¥F BER—AEAEEEERE

SRR E —MELREREEEENMERITHE
7, MERRTN HTT EEEIRITEMAEREEY.
AFSEZENERFEWERD (MHTT, Mutant
huntingtin protein) W &M RHA, TE#LME, £
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B LUMARZA - FFRaas7 5.

SEERFAGRFFREAR. THRELLEMEE
BESTRFRNARNESTRRARNIBIZAASIE
£ Nature TR RXE, FoIEBB/NMELELEY)
(ATTEC) MR, R4 PROTAC B AR ZE QESIE
L BIER RS EEAREYNRE, AT
REMRETENREREAN NS FLEY, B
SRR A T IR 2 F B R,

5T E IO mHTT #1 LC3 “MiE” E—i2, A
[ER AR B mHTT BEfEiE. M EYETR
R E T AR, FEER MST H—ZI0iEY
MHTT. L3 UNKEBZFEWMERS XL/ NDFH
HEERA,

»  AHTT-Q73 (K=1.0 uM) = MHTT-Q73 (K =2.82 iM)
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Z.Li, et al. Allele-selective Lowering of Mutant HTT Protein by HTT-LC3 Linker [J]. Nature. 2019,

doi: 10.1038/s41586-019-1722-1
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MmpL (Mycobacterial membrane protein Large) &
SR EERARBN—HEED, TARWHE
PAIESEER, BRIBZRELRNSS DT
RAMREEMRNESS 138, HA, MmplL3
EEARERIMNEE, BRMmpL3 BRARUE
W PE LR D R S AR TRURTE T,

ERERFERBUERAMRFIRL 5785
HIZHIBATE Cel| BRIR RN E, BT TEZDR
FFE (M. smegmatis) Mmpl3 F1EFIN&IFIE &
MBI @R, 2R MST 23 304 M Mmpl3 & E
RITAS IS (SQ109. AU1235. ICA38 #
rimonabant) MEEBE, HEMHIFIAIIEE. X
MIAME NSRS =, WFHH MmpL3 X—48
REANTMEZAYISITEEIFEEENESER.

B. Zhang, et al. Crystal Structures of Membrane Transporter MmpL3, an Anti-TB Drug Target [J]. Cell. 2019,

doi: 10.1016/j.cell.2019.01.003
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TEBRZ R A PRI EE AL HI A IS M #E PROTAC B ARSINEI T RIS, T A RIERTHIRAST
FAMPAHTEFFRET —RITFTEE_MEEXCEY, HP ZCY-001 kEMEABRENTIAEN, #A
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WuY, Yang Y, Wang W, et al. PROTAC Technology as a Novel Tool to Identify the Target of Lathyrane Diterpenoids. Acta Pharmaceutica Sinica B.
2022 Jul 16.
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Wnt/B-catenin £ 5 BBRE N IANEIREIAF, B B-catenin = ENA/ND FEERHAKOL, 2P

AR “FORE” EH. LBHPEAHRFIMRARLIPL B EM D FEREER (LDA) #1%H] Wnt

ESBRMNERE, FHNAEARER AT T LDA BT E QIERFERFZEEREF 2 (TNF

receptor-associated factor 2, TRAF2), # FRifiE AGfEA Monolith 72 F B F{X4IET TRAF2 5 LDA

NEZEBER. A7TH—FTRR IDANEEAUR, HRARKAT FRLEHIHD GFP IS EAEHEZE

AR, ERER LDA 557D TRAF-C domain LUK MIB& TRAF-C domain 408-431 & &8
(/\ 408-431) MIERAEFHTLAEEIER, X5 TRAF-Cdomain (TRAF2-TC) EA (BA) -

1.2+ 1.2

—o- TRAF2 Kd:6.02 uM —e- LDA Kd: 8.77 UM
T 0.9- = Pif1 =
E E
g 08 3
S 03- S
e 8
T 0018y w
108 107 ~10® 105 10+
-0.3-

LDA [M] TRAF2 [M]

Yan R, Zhu H, Huang P, Yang M, Shen M, Pan Y, et al. Liquidambaric acid inhibits Wnt/beta-catenin signaling and colon cancer via targeting TNF
receptor-associated factor 2. Cell Reports. 2022;38(5).

E8\NF  ELRBARZER - REAZBRSYFLR

ERZEREYAN EEFERFEREM S UNERINHRPORLR | KALBE NS 1ERH R ERECAELR
AR AL RIEMENER &Y. AR NEMNMIEEMHXKIFE GBI T AR NEMENE, TF N imieE
ZEM. AR R - BIEDBITHEBEREENTIERERIIN. TSR U ARIIB A EH AR 1
MRTENEDBNEREN, ZHRFTTETHEI BRI, HEET ET516 9F, ET516 %
FHR AR REY), BRG] AR BRIEM, FHIIHIFRZA AR M RT AR AR aIE AN B £
K. 183d NanoTemper 2FIH Monolith 2 FE/ENEEIIET ET516 /N F5EBE/EMT], RETF]
FB PR ZBREMSITN5ER T Thermal Shift Assay, #EIET ET516 I\ F5EHEMNGE G, HRANER
RIFK - RAED BR2—MEIMNZNE, HRBERMED BN LAY LR H—FE1THIERR,

MST =
157 -e- ET516 / NTD-EGFP ©
= Enza/NTD-EGFP =R R v ¢ A
e -« ET516 / EGFP o —gz2as Evsi
S .04 —12.5M ET516
c o —25,MET516
ua . —50uM ET516
o —100 .M ET516
S-02 —200M ET516
o
5 Ligand conc.(M) 20 30 40 50 60 70 80 90

Temperature(°C)

Xie, J.,, He, H., Kong, W. et al. Targeting androgen receptor phase separation to overcome antiandrogen resistance. Nat Chem Biol 18, 1341~
1350 (2022).
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REAEWRZREARFEBNIERT, NERYEHTHRIERIFHNIRE, LS5 BEFMALmE.
FERERIERY SdeA EAU—ME2HR. T2 EATEREZRUNANEBITZER, FHELEISLIFRBM
HXEBRZR IR,

SdeA & H mART & MIF] B NAD+ fENHHEAF, BEHIZEREB R42 BY ADP MR, LR IKRFE
B SR EN A MST SR T SdeA EANMHEREAS NAD+ ZBIVFEEEAR. 4R AH R729A A
R766A RE{RT2®R T SRV ND FRILEERES . 5 SdeA EB S NAD+ IVES, NI KK
ERVNDFIIGEF, FETEREMARBENEREE 22540,

O SdeA"T, K, =381 £ 56 uM
) SdeA"S2A K = 1,400 £ 313 uM
A SdeAFA, K = 3,433 + 704 uM

1.0 < #
X SdeA, K. = NA * e g
- SdeATTEA, K - NA i ‘_ iz
. 5 /B 4
06 ok /
- 'y 1%
g° ¥ u)
L 02 . ® o RE Y *
—— B Z
l__ - g L 4
252 s LIRS
—0,21 v v r T
1 10 100 1,000 10,000
‘Concentration of NAD* (uM)

Dong, V. et al. Structural basis of ubiquitin modification by the Legionella effector SdeA. Nature 557, 674-678, doi:10.1038/541586-018-0146-7
(2018).
Welsch, M. E. et al. Multivalent Small-Molecule Pan-RAS Inhibitors. Cell 168, 878-889 €829, d0i:10.1016/].cell.2017.02.006 (2017).
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EYIESEMRE

HSANZEYL TN REFEH, M20HE
NTER, BERELAUEERKFREHRSAR

E-WESHT, BHFAREIBSCIN. ] w o] e

2022 F, FEALRMBEAZHRRARLAFREMN & ] Bee
BIENINHES (NP) BRETFHRTHHAT o 2o

B RIERE RN LBIEF. X NIN-NLPT 202 ST 2 02 usT
BAENMBLESNOTER, NPT @ag ol JL _Krmemm] o] 1 Kz
R T REB I BT AR, Ioh, FFRMT Y s Gk, R
RSB £ R SR NI T AE YR s AR R B B Bh )

ORI, EBA NLPT B RSBt E R, e s

N7 IR NLPT B U B Bt e B sh, (FE A 1o ’ b Ll{
Monolith 3 4 I NLP7 A1 NO™ &A1 77 (B A) , | ] ] i {111
AT H—FRERNO- EEA, HRARKRT 2, H {] l ol s
NLP7 B9 N 5, ERER, N-NLPTEHEA S NO* o 00

10° 40% 10* 10° 107

Chlorate Concentration.(M)

10 10% 104 10° 102
Chlorate Concentration.(M)

é%é; E%*Djjl—i ;T_‘D%E& NLP7 % El _éyo Jﬂ:gl\ﬁ
NLP7 =5 NO* M ClO* £5.

Kun-Hsiang Liu et al., NIN-like protein 7 transcription factor is a plant nitrate sensor.Science377,1419-1425(2022).

0BT EYRENHE ST IETURTIE

EYNEFETRMNERRE T, REMZERS FEYRFSHEIH O AEERNFFRETR T XU
ROD1 A% & islhik, @ EEBE/EMERF ROS, MEEMNRR RN, FEEYHEMEKZERN

AR,

TG, ROD1 4mhe—H Ca™ (F/RX28E A, W Ca” RIS NS A TIMMAERAER, ERERERK,
ROD1 ®IF I &AL 2B CatB BUENE, fRd&ER (ROS) Bkk, MH%E; SBHERRRI, BEYEd
B&f% ROD1RSSEINRE, FAEBMMIE ERA, E&E A Monolith 121l ROD1 FIE#S Ca™ 44, HiE
E AN AR R

S—FHHE, MRAIBEEEETAES RODL EHWERMUMFMEER AvrPizt, EEYIERNZAR RODL AY
ERINEIRE, RURRNEN, #MEREEERER. BT MST 1ME AvrPizt 5§ Ca” &6, #Him
# A ROD1 &z,

o
F

2.0 4 ROD1 kD = 0.4 x10° mM

15!omn1n-wm-a.l mM e 291 ® ROD1 kD = 0.54 = 10° mM
m 1.5 0 RoD1°* kD = 1.3 mm =
= | S 1.5 ® AviPiz4 kD = 1.02 mM
T 1ol ' E
€ 10 prt L 3 10
'E 05 t e T

B ' i 4! i o
- .'L.i'.'! g 05 o
208 o £ 00 v ¢

| ] 4
0.5 1 -0.5
—y - 10° 10° 10° 10
10¢ 10° 10° 100

Ligand concentration [mM)]
Ligand concentration [mM]

Gao M, He Y, Yin X, et al. Ca 2+ sensor-mediated ROS scavenging suppresses rice immunity and is exploited by a fungal effector.
Cell, 2021.

RITRIFTIKE BRSO

ARIENERLXBNEZFTN, AMEXESNEBIR S EEE.

2022 F, dERARFHHAFRAREZIL SPLI TSI miR528 HRAUENEEILA AGO18- miR528 - L- AO #1T
FEGEIE N T —MBER. FRAD, Cu¥ BTN SPLO BB EATRIDA miR528 MR RME,
TR ROS AT, 13 A0 REBRHEE, NTIIERIASRN, AT WREHSFAE. BENE
PIRz SPL9-miR528-A0 HifmE &R,

AT M SPLO A Cu” Z B EEMEE(FRA, (FE4{T SPLODNAL S XIS (SPLISBP) ,
Monolith D FE(FYUNES Cu™ WEMF, SRR SPLISBP Hi%S Cu” 454, BF5 Ca¥ A,

_es OCU2+
980 - *
. *Ca?*
[ ]
e b
= %60 /
E
2 [
[
940
- § i .
H * + . * ; &
treate :
920 B T
10E-02 1.0E-01 1.0E+00 1.0E+01 1.0E+02 1.0E+03 1.0E+04

Ligand Concentration
+Cu?* 1 pg SPLISBP+Cu* (Kd:28.39.5 uM)
*Ca® 1 pg SPLI9SBP+Ca?*

Shengze Yao et al., The key micronutrient copper orchestrates broad-spectrum virus resistance in rice.Sci. Adv.8, eabm0660 (2022).
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SBTELNINERMEMAR Ca” WY, SBEYNERERR. AW, Ca” ES5BMAHRA
ML B2 N ERE S BENDARRAA.

2022 &, PERIVKFOARAZEIRN, FHIRHIEECBEE 28 (CPK28) BEn T — MHERIERER, MMTE
BFERFES Ca” 55 THNERERZ, XURAREAT —MIriRMONE, B8R 7 EYMRED
AMREZBYRER AN RS SR B R,

BigueR, fEEEIT Monolith ) F EEIUIONIE CPK28 ATEHES Ca” 454, T CPK28 EF-hand fil %
B CPK28EFM 5 Ca® FAAMMET 6 12, BT EF-hand M4 Ca” REE,

® GST-CPK28  K4=3039yM |
{ @ GST-CPK28™" Ky=19065uM o T
® GST 1

-
o

Fraction bound (=)
o
(8,

* o & 0 o 'Q—O*O"""-

o

105 104  10° 102 10  10° 10
Concentration of Ca®* (mM)

Yanglin Ding et al., CPK28-NLP7 module integrates cold-induced Ca2+ signal and transcriptional reprogramming in Arabidopsis.Sci. Adv.8,
eabn7901(2022)
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EYZWNERGE U EFRNE— MK, BILEZRERERE? ARBRMEXNEHT "S5
M= Te?

2022 F, SERARFMRARZIMTELERREL (B ) FARY FERONIAC ANJEA A HERCULES 285
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Liu, Chen, et al. "Pollen PCP-B peptides unlock a stigma peptide-receptor kinase gating mechanism for pollination." Science 372.6538 (2021)
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Wang, J. et al. Allosteric receptor activation by the plant peptide hormone phytosulfokine. Nature 525, 265-268, doi:10.1038/nature14858
(2015).

Ge, Z. et al. Arabidopsis pollen tube integrity and sperm release are regulated by RALF-mediated signaling. Science, doi:10.1126/science.
aa03642 (2017).
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Yu, G., Hao, J., Pan, X. et al. Structure of Arabidopsis SOQ1 lumenal region unveils C-terminal domain essential for negative regulation of

photoprotective gH. Nat. Plants 8, 840-855 (2022).
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Chen, J., Li, L., Liu, TY. et al. CPEB3 suppresses gastric cancer progression by inhibiting ADAR1-mediated RNA editing via localizing ADAR1
mRNA to P bodies. Oncogene 41, 4591-4605 (2022).372.6538 (2021)
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Wang, T. et al. A receptor heteromer mediates the male perception of female attractants in plants. Nature 531, 241-244, doi:10.1038/
naturel6975 (2016).
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Chapleau, R. R. et al. Measuring Single-Domain Antibody Interactions with Epitopes in Jet Fuel Using Microscale Thermophoresis. Analytical
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ZE@—#%  CRISPR-Cpfl iR%IEIH] RNA B9 FH1E

CRISPR-Cas Rt R A EMIDREN E L RS, RGBT RNA 5| SRV E QS T)HERI DNA &
RNA, MIMRTRERIRES

RE T kS B S EHIBRN AN T crRNATIE S Cpfl EAMMSHEREH, EN— 1 EBRES
CIRNA BI7UK A BB F X2 crRNA IR, BGE Cpfl BUREERIES 282, MST I HEREAEE A XA
HHTE, Cpfl 5 crRNA BIZERIN TR T4 70 £

IEESHEHEREES —RIEXEMR T SpyCaso-sgRNA E &5 PAM DNA LUKz AcrllA2 A AcrllA4 Z&
HRMEEER, MO FKFEBT AcrliA2 1 AcrliAd EREI EELEEM A IS SpyCasd NS BB
DNA 5947,

1.24 ® crRNA
K4=2.86 + 0.64 nM é ¢
1 ® crRNA.10 mM EDTA

Ky=154.78 £ 36.73 nM

N

0.84

0.64

0.4

Fraction bound

0.24

0.1 1 10 100 1000 104
crRNA [nM]

Dong, D. et al. The crystal structure of Cpfl in complex with CRISPR RNA. Nature 532, 522-526, d0i:10.1038/nature17944 (2016).
Dong et al. Structural basis of CRISPR-SpyCas9 inhibition by an anti-CRISPR protein. Nature 546, 436-439, doi:10.1038/nature22377 (2017).
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Schax, E. et al. Aptamer-based depletion of small molecular contaminants: A case study using ochratoxin A. Biotechnology and Bioprocess
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Skouridou, V. et al. Aptatope mapping of the binding site of a progesterone aptamer on the steroid ring structure. Analytical biochemistry 531,
8-11, doi:10.1016/j.ab.2017.05.010 (2017).
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Wan, C. et al. Insights into the molecular recognition of the granuphilin C2A domain with PI (4, 5) P2. Chemistry and physics of lipids 186, 61-
67 (2015).

van den Bogaart, G., Meyenberg, K., Diederichsen, U. & Jahn, R. Phosphatidylinositol 4,5-bisphosphate increases Ca2+ affinity of
synaptotagmin-1 by 40-fold. The Journal of biological chemistry 287, 16447-16453, doi:10.1074/jbc.M112.343418 (2012).
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Wei, C., Wan, L., Yan, Q. et al. HDL-scavenger receptor B type 1 facilitates SARS-CoV-2 entry. Nat Metab 2, 1391-1400 (2020).
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Zhang S, Zou S, Yin D, Zhao L, Finley D, Wu Z, et al. USP14-regulated allostery of the human proteasome by time-resolved cryo-EM. Nature.
2022 2022/05/01;605(7910):567-74.
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against glioblastoma. Nat Commun 13, 4214 (2022).
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Lauster, D., Glanz, M., Bardua, M., Ludwig, K., Hellmund, M., Hoffmann, U., et al. Multivalent peptide-nanoparticle conjugates
for influenza-virus inhibition. Wiley-Blackwell Online Open, 56(21), doi:10.1002/anie.201702005 (2017).
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