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Scheme S1 Synthesis route of H62. Reaction and conditions: (a) KOH, EtOH, H2O, EtOAc; (b)9

Pd(PPh3)4, Na2CO3, dioxane, H2O, EtOAc; (c) TFA, HATU, DIPEA, DCM; (d) MeOH, H2O, HCl,10

dioxane; (e) DCM, DIPEA.11
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Fig. S1 1H-NMR spectrum of intermediate 11-313
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Fig. S2 13C-NMR spectrum of intermediate 11-316



3

17
Fig. S3 1H-NMR spectrum of intermediate 11-418
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Fig. S4 13C-NMR spectrum of intermediate 11-422
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Fig. S5 1H-NMR spectrum for intermediate E-0224
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Fig. S6 13C-NMR spectrum of intermediate E-0227
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Figure. S7. 1H-NMR spectrum of H6230
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Fig. S8 13C-NMR spectrum of H6233
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Fig. S9 HRMS spectrum of H6235
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Fig. S10 The H62 mediates specific killing tumor cells in vitro. (A) UV-Vis absorption spectra of38

compounds EA6, MSA, and H62 after different treatments of B16F10 cells. (B-C) Quantification39

analysis of cAM/PI in B) A375 and C) B16F10 cell lines with different treatment (n = 3). (D-E) Cell40

colony formation assay in A375 and B16F10 cells, respectively. (F) The cell viability of B16F1041

cells after 24 h of pretreatment with different compounds, followed by 6 h of co-culture with or42

without NK cells (n = 3). (G) Live/dead cells staining with different treatments in NK92 cells. Scale43

bar = 50 μm. (H) The cell viability at various concentrations for 24 h in NK92 cell (n = 3). (I) The44

western blot images of DHODH expression in A375, B16F10 and NK92 cells. (J) The cell viability45

at various concentrations in HUVEC cell (n = 3).46
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Fig. S11 H62 induces DHODH mediated tumor cell pyroptosis and NK cell recruitment. (A-B)48

Representative images of intracellular ROS generation in A375 and B16F10 cells stained with49
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CellRox probe after various treatments. Scale = 50 μm. (C-D) Representative images of50

mitochondrial membrane potential in A375 and B16F10 cells stained with JC-1 probe after various51

treatments for 24 h. Scale = 50 μm. (E-F) The production of ROS stained with CellRox probe after52

various treatment in A375 and B16F10 cells. Scale = 50 μm. (G-H) Representative images of53

mitochondrial membrane potential in A375 and B16F10 cells stained with JC-1 probe after various54

treatments for 24 h. Scale = 50 μm. (I-J) The cell viability of A375 and B16F10 cells after55

H62-treatment and add or without add uridine (100 μM) at different concentration for 48 h (n = 3).56

(K-L) Cell viability in K) A375 and L) B16F10 cells treated with H62 or H62+Fer-1 (n = 3).57

58
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Fig. S12 H62 activates the STING signaling pathway to enhance responsiveness to DHODH60

inhibitors. (A-C) Quantitative analysis of p-STING, p-TBK1 and p-IRF3 expression in A) A375 B)61

B16F10 and C) NK92cells (n = 3). (D) The representative western blot image of knocking down62

STING in B16F10 cell. (E) Cell viability of H62 treatment for 48 h after knocking down STING in63

B16F10 cells. (F) Cell viability of H62 treatment for 48 h after knocking down STING in A375 cells64

(n = 3).65
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Fig. S13 Evaluation of in vivo side effect of different compound treatment groups. (A) The67

concentration-time curves of EA6 and H62 after a single intraperitoneal administration at a dose of68

30 mg/kg (n = 3). (B) Western blot results of GSDME in tumor tissues from various treatment groups.69
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(C) Survival period of mice receiving different treatments (n = 6). (D) The representative H&E70

staining results of major organs in different compounds treatment groups. (E-P) Blood routine results71

of mice treated with various compounds (n = 3).72

73

Fig. S14 The antitumor mechanism of H62 in vivo. (A) The tumor image of different treatment74

groups (n = 5). (B) The individual tumor growth curves of each group mice during uridine rescue75

experiment (n = 5). (C) Body weight of mice in various group during experiment (n = 5). (D) The76

individual tumor growth curves of each group mice in STING knockdown experiment (n = 5). (E)77

Monitoring of mice body weight during the experiment (n = 5). (F) p-STING staining of tumor78

tissues in various treatment groups. Scale bar = 50 μm. (G) The image of tumors of different79

treatment groups (n = 5). (H) The individual tumor growth curves of each group mice during NK cell80

depletion experiment (n = 5).81
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Table S1. siRNA sequences targeting DHODH.82

Target Sequence (5’-3’)

Mouse si#1 sense GACGGACUGAUCAUCACAA(dT)(dT)

Mouse si#1 antisense UUGUGAUGAUCAGUCCGUC(dT)(dT)

Mouse si#2 sense GGCUAGCUGUUCGAGUCAU(dT)(dT)

Mouse si#2 antisense AUGACUCGAACAGCUAGCC(dT)(dT)

Mouse si#3 sense GCUGUGGACGGACUCUAUA(dT)(dT)

Mouse si#3 antisense UAUAGAGUCCGUCCACAGC(dT)(dT)

Human si#1 sense GGUAUGGAUUUAACAGUCA(dT)(dT)

Human si#1 antisense UGACUGUUAAAUCCAUACC(dT)(dT)

Human si#2 sense GAUGUAUGCACUCACCCAA(dT)(dT)

Human si#2 antisense UUGGGUGAGUGCAUACAUC(dT)(dT)

Human si#3 sense GUUGAGAUAGGAAGUGUGA(dT)(dT)

Human si#3 antisense UCACACUUCCUAUCUCAAC(dT)(dT)
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Table S2. shRNA sequences targeting STING.85

Target Sequence

Mouse shSTING#1 CCGGATGATTCTACTATCGTCTTATCTCGAGATAAGA

CGATAGTAGAATCATTTTTTT

Mouse shSTING#2 CCGGCAACATTCGATTCCGAGATATCTCGAGATATCT

CGGAATCGAATGTTGTTTTTT

Mouse shSTING#3 CCGGAGAGGTCACCGCTCCAAATATCTCGAGATATTT

GGAGCGGTGACCTCTTTTTTT
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