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Additional figures

[image: ]Fig S1. Expression and regulation of HO1 in leukemia cell lines. 
[bookmark: _Hlk106701433](A) HO1 protein expression levels in leukemia cell lines. The histogram displays the relative gray values. (B) HO1 was upregulated in K562 and THP-1 cell lines but was suppressed in MV4-11 cells. These three histograms display the relative gray values. By the Student's t-test, statistical differences were identified. ***p<0.001.






[bookmark: _Hlk115363083][image: ]Fig S2. HO1 upregulation enhanced the resistance of FLT3-ITD AML cell lines to gilteritinib. 
[bookmark: OLE_LINK11](A) HO1 was overexpressed in MOLM-13 cell lines. The histogram displays the relative gray values. (B) MOLM-13 and MV4-11 transduced cells were administered with gilteritinib (10 nM) for 24h. Using western blotting, the expression of C-PARP and C-caspase3 was determined. These two histograms display the relative gray values. By the Student's t-test, statistical differences were identified. *p<0.05, **p<0.01, ***p<0.001, #p<0.05 and ##p< 0.01.
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Fig S3. HO1 upregulation enhanced the resistance of FLT3-ITD primary AML individual specimens to gilteritinib. 
(A) Primary AML individual specimens (positive for FLT3-ITD, AML#1, #3, #5) were transduced with LV-HO1 or an empty vector. Flow cytometry was employed to evaluate the apoptotic rate of the transduced primary cells administered with gilteritinib (10 nM, 24h). (B) Primary AML individual specimens (positive for FLT3-ITD, AML#2, #4, #6) were transduced with Si-HO1 or an empty vector. Flow cytometry was employed to evaluate the apoptotic rate of the transduced primary cells administered with gilteritinib (10 nM, 24h).
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Fig S4. HO1 upregulation enhanced the resistance of FLT3-ITD primary AML individual specimens to gilteritinib. 
(A) Western blotting was employed to assess the protein expression of C-PARP and C-caspase3 in transduced primary AML cells (AML#1, #3, #5) that had been handled with gilteritinib (10 nM) for 24h. (B) Western blotting was employed to assess the protein expression of C-PARP and C-caspase3 in transduced primary AML cells (AML#2, #4, #6) that had been handled with gilteritinib (10 nM) for 24h. By the Student's t-test, statistical differences were identified. **p<0.01, ***p<0.001, ##p<0.01 and ###p<0.001.
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Fig S5. HO1-mediated gilteritinib resistance is related to STAT6 phosphorylation in FLT3-ITD primary AML individual specimens. 
(A) The impact of AS1517499 (100 nM, 24h) on gilteritinib-induced apoptosis of the transduced primary AML cells (AML#1, #3, #5) (10 nM, 24h). (B) The impact of AS1517499 (100 nM, 24h) on the protein expression of p-STAT6, C-PARP, and C-caspase3 in transduced primary AML cells (AML#1, #3, #5) with gilteritinib treatment (10 nM, 24h). (C) Western blotting was employed to evaluate the impact of HO1 inhibition on the phosphorylation levels of STAT6 in primary AML cells (AML#2, #4, #6). By the Student's t-test, statistical differences were identified. ***p<0.001, ##p<0.01 and ###p<0.001.
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Table S1. Patient characteristics of primary AML patient samples.
	Patients
	Age
	Gender
	FAB subtype
	Disease status
	Cytogenetics
	BM Blast 
(%)
	Gene mutation

	AML#1
	38
	M
	M4
M2
M2
	Newly diagnosed
	46, XY
	94.11
	FLT3-ITD

	AML#2
	30
	F
	
	Newly diagnosed
	46, XX
	88.42
	FLT3-ITD

	AML#3
	46
	F
	
	Newly diagnosed
	46, XX
	86.88
	FLT3-ITD

	AML#4
	47
	M
	M4
	Newly diagnosed
	46, XY
	81.26
	FLT3-ITD

	AML#5
	35
	F
	M2
	Newly diagnosed
	46, XX
	87.33
	FLT3-ITD

	AML#6
	54
	M
	M5
	Newly diagnosed
	46, XY
	92.31
	FLT3-ITD


Abbreviation: M: male; F: female; FAB: French-American-British; BM: bone marrow.



Table S2. The characteristics of the primers used for qRT-PCR.
	GENE
	Sequence (5′->3′)
	Sequence (5′->3′)

	β-actin
	Forward Primer
	GAGACCTTCAACACCCCAGC

	
	Reverse Primer
	ATGTCACGCACGATTTCCC

	HO1
	Forward Primer
	ACCCATGACACCAAGGACCAGA

	
	Reverse Primer
	GTGTAAGGACCCATCGGAGAAGC
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