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Cell

compartments contain different levels of Ca*. Under resting con-
ditions, the free Ca>* concentration is about 10-100 nM in the
cytosol, 500-800 pM in the ER lumen, and ~500 uM in late endo-
somes/lysosomes (Patergnani et al., 2020; van der Kant and
Neefijes, 2014). These Ca?* levels are established and maintained
by Ca?* channels and pumps (Patergnani et al., 2020). ER Ca®*
homeostasis is achieved by channels releasing Ca®* from the
ER lumen to the cytosol—including IP3Rs, RyRs, and various
leak channels (e.g., the Sec61 complex)—and mechanisms re-
turning Ca®* back to the ER such as SERCA pumps and store-
operated Ca®* entry (SOCE) (Sammels et al., 2010; Patergnani
etal., 2020). Inresponse to various stimuli, ca** signals generated
by different compartments are inter-connected at membrane con-
tact sites. For example, lysosomal Ca®* release can further acti-
vate the ER-localized IP3Rs and/or RyRs to evoke additional cyto-
solic Ca?* spikes (Kilpatrick et al., 2013).
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T2 RIERLIEEE Col-0 T ¥ HRLE, (BT R2HEMPKREFERT coil-2 AR E
LHRER (B 3.15b). Ff, At Col-0 FrHEE D, HAREES
coil-2 T2~y Col-0 v F R LR (R4 H /G 5.3% T, 1M coil-2 fil i AbEE
FARACFF ERE AL (B 3.15¢,d). XEEEE AR JA 24 COIl R 13 85 ol /> il
TAEALFR, JA (S SRS SR T2 R AE LA .
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IR E H Rk (RER#Protocol)
* & B AT A FF 89 BUR

FREX 144gtr§(5§ 30 g Tris, 10gSDS, ddH:0 EHEZE 1L, 4°CHRAF. TfE
WEHN 1%,
2x A LR (100 mL)
R 4 g SDS, 1.21 g Tris, 15 mL A =%, ddHO ¥f#, HCL pH £ 6.8,
ERF 100 mL, AIA 1 g B8EY%, 53)5-20°CR7E. HRTEAMA 500 uL
B-Fidk LBY.
R-250 Hefiifi (1L
i 1 g R-250, ¥R T 500 mL ddH20 ', B 100 mL /K&, 400 mL
B, iTEfEA.
10% I i 2 e v L
PREGS BRERE: 0.01-0.1 g, H&LBIIMA ddHO0, {EAEREKEA 10%, fi
W 0.01 g i EREEEINA 100 pL ddH,0, I8 ELRC
(5) 10%+ "k HiRRH (SDS)

10 g SDS, ddH:0 ¥ I A% 100 mL, FE{RTF.
(6) 1.5M Tris-HCI (pH 8.8)

18.17 g Tris, ddH,O i, #hFZIAY pH & 8.8, EAE 100 mL, FiRHRAF.
(7) 0.5 M Tris-HCI (pH 6.8)

6.06 g Tris, ddH,O ¥/, AREEIAYY pH % 6.8, EZAE 100 mL, FiRRIE.

2

—

3

N

(4

N

2.1.7.13 RJEENE (Western blot) EEFR
(1) HEmiggsd (1L

3.03 g Tris, 14.4 g Glycin, 200 mL /KR, ddH20 SEAE 1L, 4°CIHRAT-
(2) 10xTBS (1L

FRHL 12.5 g Tris, 87.6 g NaCl, ddH.O ¥f#, HCliH pH % 7.5, E#H% 1 L.
(3) 1xTBSTI (1L)

100 mL 10xTBS, 900 mL ddH;0, 250 uL Tween-20, E%]. W2 17
(4) B P (100 mL) L
/ School of Life Sciences,Tsinghua University
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2.1.1 iEHE

WY (Arabidopsis thaliana) *E#5% Columbia-0 (Col-0) {E AEF A . T-DNA
NG emb1579-1(CS_16026).emb1579-3(Salk 007142). msi4(Sail 1167 E05)
VT L SR W ST 0 (Arabidopsis Biological Resource Centre, ABRC ).

HELRM R : embl579 H MK R K EMBIST9 2 (A T0 40 i 52 1 #4 K
pCAMBIA1301-proEMB1579::gEMB1579-TGFP; emb1579 T4 ® ,
pCAMBIA1301-proEMB1579::gEMB1579ARED-TGFP; emb1579 T4 8. UL LA
Al 1: 1000 (Ml R (HygromycinB, Hyg) fiikikiig.

EMBI1579 & (1 (4 8l B UH BV EMBL579 B (5 U2B R A AR M K-
pBI101-EMB1579pro::GUS;  WT Ty f{ , pBINPLUS-35S:U2B”-RFP-NOS;
pCAMBIA1301-proEMB1579::gEMB1579-TGFP; emb 1579 T34%. LA EAHEH 1: 1000
FIEMEZE (Kanamycin, Kan) fiiikikiE.

EMBI579 & A4+5 UI-70K E 1. HYL1 & . SC35 &1+ DDBIB &I
RZ-1IC & @ M At & % i M % : pFGC5941-Ul-70K-RFP;
pCAMBIA1301-proEMB1579::gEMB1579-TGFP; emb1579 Ts ® ¥
pFGC5941-HYL1-RFP; pCAMBIA1301-proEMB1579::gEMB1579-TGFP; embl579
T: f8: pFGC5941-SC35-RFP; pCAMBIA1301-proEMB1579::gEMB1579-TGFP;
embi579 T; 1§ pFGC5941-DDB1B-RFP;
pCAMBIA1301-proEMB1579::gEMB1579-TGFP; emb1579 Ts ® ¥
pFGC5941-RFP-RZ-1C; pCAMBIA1301-proEMB1579::gEMB1579-TGFP; embl579
T3 o BAEXUBRAARHRI S KAk pFGC5941-RFP-MSI4; WT T3 A8 bA K FLC %:1
RNAi #1#}: pFGC5941-FLC-RNAi; emb 1579 T3 AL 1: 1000 (144 (Glufosinate
ammonium, Basta) k75 F.

2.3.5. 4 TAEEEIZWNELQWE

il i 5l ¥ EMBI1579-Kpnl-F/EMB1579-Sall-R 4~ #§ EMBI579 1§
EMBIS579ARED [f) CDS, FIHRE LT RAEIEAN Kpnl/Sall B A
pCAMBIA1300-NLuc, &M pCAMBIAI300-EMB1579-NLuc B pCAMBIAI300-

EMBI1579ARED-NLuc.

DIA A B AR B cDNA gk, 85144 MSI4-Kpnl-F/MSI4-Sall-R,

DDB1B-Kpnl-F/DDB1B-Sall-R ;

CUL4-KpnI-F/CUL4-Sall-R )

FIE-KpnI-F/FIE-Sall-R, CLF-KpnI-F/CLF-Sall-R, CDKC;2-Kpnl-F/CDKC;2-Sall-R,

SKIP-Kpnl-F/SKIP-Sall-R , UAP56A-Kpnl-F/UAP56A-Sall-R ,
SC35-Kpnl-F/SC35-Sall-R , U1-70K-KpnlI-F/U1-70K-Sall-R ,
RZ-1C-Kpnl-F/RZ-1C-Sall-R s EBP1-Kpnl-F/EBP1-Sall-R )
RBP47C-Kpnl-F/RBP47C-Sall-R , LIF2-Kpnl-F/LIF2-Sall-R ,

RBP45A-Kpnl-F/RBP45A-Sall-R ,
MEDS&-Kpnl-F/MED&g-Sall-R )
RADSID-Kpnl-F/RAD51D-Sall-R ,

S

BTF3-Kpnl-F/BTF3-Sall-R ,
RAD23C-Kpnl-F/RAD23C-Sall-R ,
NRP1-Kpnl-F/NRP1-Sall-R ,

A ¥ 4% i G bleybe
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