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Table S1. Primers and miRNA sequences used in the study

PCR primer

Forward (5°-3") Reverse (5°-3”)

U6

CTCGCTTCGGCAGCACA | AACGCTTCACGAATTTGCGT

cel-miR-54-5p

AGGATATGAGACGACG

AGAACA Provided in the kit

Mimics

Sequence (5°-3)

cel-miR-54-5p
mimics

AGGAUAUGAGACGACGAGAACA




Supplementary figures and figure legends
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Figure S1. Surface expression of CD47 on the exosomes. Exosomes from CD47
expressing cells were isolated and further pulled down by anti-CD47, 1gG. Exosomes
were successfully pulled down, suggesting that CD47 expressed at the membrane of
exosomes. Representative image of three different experiments.
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Figure S2. Effects of CD47 engineering on endocytosis and circulation of exosomes.
(A) Schematic illustration of the experiment. Exosomes were loaded with cel-miR-54
via electroporation. (B) qPCR analysis of miR-54 in Exos“" and Exos“P*’. U6 served
as internal control. Data are presented as the mean £ SEM, n = 3 samples per group.
(C-D) gPCR analysis of miR-54 in RAW264.7 cells and Hepal-6 cells. U6 served as
internal control, data are presented as the mean £ SEM, n = 3 samples per group. *, P
< 0.05. (E) gPCR analysis of miR-54 in serum. U6 served as internal control, data are

presented as the mean £ SEM, n = 5 mice per group. *, P <0.05.



>
w

40 0.20

Y=94.37X+0.4846 ) Y¥=0.002825X-0.0088
R®=0.9974 o R?=0.9939

30 . o 015 [
3 - o .
& d G ¢
2 20 s £ 010 .
=] . =] -
w - w .
3 o 8 .
< 10 B < 0.05 ot

00 01 02 03 04 0 20 40 60
RB Concentration (ug/mL) Erastin concentration (ug/mL)

Figure S3. Absorbance curve of Erastin and RB in PBS. The graphs show the linear

relationship between absorbance at the max UV absorption and concentration of RB (A)

and Erastin (B).
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Figure S4. Effective ferroptosis induction by Er/RB@Exo‘®¥ with laser
irradiation. (A) Cell viability detection by MTT assay. Data are presented as the mean
+ SEM, n = 3 samples per group, *, P <0.05. (B) ROS generation in Hepal-6 cells after
different treatments was detected by fluorescence microscopy. Scale bar = 50 pm. Data
are presented as the mean & SEM, n = 3 samples per group, *, P <0.05. (C) Lipid ROS
of Hepal-6 cells detected by flow cytometry. Representative data of three different

experiments. (D) Western blot analysis of GPX4 in Hepal-6 cells after treated with



different formulations. GAPDH served as internal control.
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Figure S5. Off-target effects of control and Er/RB@Exo0s‘?¥. (A) H&E images of
liver and kidney tissue of mice treated with different formulations. The red arrows
indicate the site of lobular inflammation. Scale bar = 100 um. n = 5 mice. (B) Liver
toxicity test, consisting of alanine transaminase (ALT) and aspartate transaminase (AST)
test in the listed groups. Data were expressed as mean £ SEM, n =5, *, P < 0.05. (C)
Kidney toxicity test, consisting of blood urea nitrogen (BUN) and creatinine (Cr) test.
Data were expressed as mean + SEM, n = 5. (D) Heart toxicity test, consisting of

creatine kinase (CK) and creatine kinase-MB (CK-MB) test. Data were expressed as

mean £ SEM, n=15.



