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Figure S1. Effect of NLRP3 trigger on LCN2 secretion. A, BMDM were treated with LPS
and NG, as indicated in Fig. 4A. The cytosolic LCN2 protein was measured by ELISA. B,
BMDM were treated with LPS and various dosages of NG as indicated in Ex1 of Fig. 4A.
The intracellular LCN2 protein was analyzed by ELISA. C, The band density of Nfkbiz
MRNA of Fig. 4C was analzyed and is presented as a bar graph. D, BMDM were treated
with LPS (10 ng/ml), heat-killed Listeria monocytogens (HKLM, 1%), Pam3CSK (0.1 p
g/ml), flagellin (500 ng/ml), imiquimod (5 ug/ml), 12-O-
tetradecanoylphorbol-13-acetate (TPA, 10 ug/ml) for 3h in the presence of NG, as indicated
in Ex1 of Fig. 4A. Lcn2 mRNA expression was analyzed by RT-PCR. E, Raw 264.7 cells
were treated with LPS and NG as indicated in Fig. 4A. The cytosolic LCN2 was analyzed by
ELISA. F, The peritoneal exudate cells (PECs) were harvested from the mice of Fig. 2A.

Lcn2 mRNA expression of PECs was analyzed by real-time gPCR. G, BMDM derived from
Nfkbiz** (WT), Nfkbiz*~ (HT), or Nfkbiz’" (KO) mice [Ref] were treated with/without LPS (10

ng/ml) for 3h. Lcn2 mRNA expression was measured by RT-PCR. The bar graph shows the
mean = SD.

[Ref] J. Kim, H. Ahn, S. Yu, J.H. Ahn, H.J. Ko, M.N. Kweon, E.J. Hong, B.S. An, E. Lee, G.S.
Lee, IkappaBzeta controls NLRP3 inflammasome activation via upregulation of the NIrp3
gene, Cytokine 127 (2020) 154983.
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Figure S2. Effect of the protein lysis pathways on LCN2 secretion. BMDMs were treated
with LPS, and then treatd with ATP or dsDNA in the presence of the flowing inhibitors:
chloroquine diphosphate (CQ; 5, 25, and 50 ug/mL; an autophagy inhibitor), MG-132 (MG; 0.5, 2.5,
and 5 uM; a proteasome inhibitor), 3-methyladenine (3-MA; 0.5, 2.5, and 5 uM; an autophagy
inhibitor), and ammonium chloride (NH4CI; 2, 10, and 20 mM; a lysosome inhibitor). The secretion

of LCN2 were measured by ELISA.



Table S1. Primers sequences.

Gene GenBank ID Sequence (5”to 3”)I ?lil):)(;
e | o | ASSSATESACTOMCR: | o,
oz | Nw_o01s0304 | OTC TTCOCG TGAAGAACTCG |
Gapdh NM_013693 AACTTT GGC ATT GTG GAA GG 993

ACA CAT TGG GGG TAG GAACA




Original Images for Blots of Fig. 3A
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Original Images for Gels of Fig. 4B




Original Images for Gels of Fig. 4C
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Original Images for Gels of Fig. 4D




