Supplementary material

Figure S1. Representative micrographs of kidney sections with hematoxylin
and eosin staining: (A) vehicle (normal histology). (B) FA group shows interstitial
chronic inflammatory infiltrate surrounding proximal convoluted tubules, with swollen
and detached epithelium (arrow) or hyaline cast in the lumen (arrow). Other tubules
are coated with flat atrophic epithelium (asterisks). (C) NAC + FA group shows
minimal interstitial inflammation and lesser tubular damage; some tubules show
cuboidal cells with a hyperchromatic nucleus corresponding to the regenerative

epithelium (arrows).

Table S1. General and heart parameters.

Parameter Vehicle FA NAC+FA NAC
Body weight (BW, g) = 322+37.3  259.2+583* 2258+ 17.5* 261.3 £3.9
Heart weight (HW, g) 1.07+0.16 1.04 £0.19 0.90 + 0.09 0.97 £ 0.05

HW/BW (g/Kg) 3.3+0.26 4.07 £ 0.59* 4.02 + 0.37* 3.72 £ 0.09
Lung weight (LW, g) 2.2+0.34 2.29+0.45 1.5+0.19* 1.9+0.13
LW/BW (g/Kg) 70714 9.1+ 2.02* 6.8 £ 0.69 7.4 +0.55
Tibial length (TL, cm) 512+0.2 4.8 +0.29 4.8 + 0.08* 5.2+0.27
HWI/TL (g/cm) 0.2+0.03 0.21 +0.03 0.18 + 0.02 0.18 + 0.005
LW/TL (g/cm) 0.4 +0.07 0.48+0.1 0.31 +£0.03** 0.36 £ 0.04

*p<0.05 vs. NAC. Data are mean = SD n= 5-11. *p<0.05 vs Control, +p<0.05

vs. FA. FA = Folic acid, NAC = N-acetyl-cysteine.



Kidney

2-oxoglutarate Succinate 20GDH
4000

[N
s
S
N
S
S

3000

.
o
=}
W
=3
=

2000

1000

nmol/ g of tissue
=
8

nmol/ g of tissue

o
=}

nmol/min*g of tissue
= ™
o o
o o

0
Vehicle ~ FA NAC+FA NAC Vehicle  FA  NAC+FA  NAC Vehicle ~ FA  NAC+FA NAC

o
o

Figure S2. Levels of Krebs cycle intermediates 2-oxoglutarate and succinate and 2-
oxoglutarate dehydrogenase (2-OGDH) activity in kidney homogenates. Data are
mean £ SEM, n = 3. FA = Folic acid, NAC = N-acetyl-cysteine.
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Figure S3. Evaluation of the rate of mitochondrial hydrogen peroxide (H,0,)

production using Amplex red as a probe in the respiratory states S2= State 2, S3=
State 3, S4= State 4. Data are mean + SEM, n = 3. FA = Folic Acid, NAC = N-acetyl-
cysteine. Firstly, freshly isolated mitochondria were evaluated in Mitochondrial
Respiration Buffer 05 plus Horseradish peroxidase 0.5 U/MI (MIRO5+HRP). Hz20:2
oxidizes Amplex red in the presence of HRP to produce the fluorescence product
resorufin (A=530-590 nm). The activity was expressed as nmol/min/mg of protein.
To eliminate the verified specificity of the probe to H202, a second assay using the
same condition in medium MIRO5+HRP plus 280 U/mL of catalase
(MIRO5+HRP+CAT) was run for each group. As is observed in the figure, the H20:2
scavenger, by catalase addition, drastically decreases the signal observed in all
respiratory states and groups, proving that the observed signal is mainly attributed
to this ROS. Similar results were observed in different assays where the base
medium MIRO5+HRP was supplemented with glutathione peroxidase and reduced
glutathione (MIRO5+HRP+GPx groups), reaffirming that the observed signal is
mainly attributed to H202. The corrected value was determined as (MIRO5+HRP)
activity - (MIRO5+HRP+CAT) acivity and was reported in Fig. 7 of the results section.
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Figure S4. Western proteins in heart isolated mitochondrial and their densitometries
of fission proteins (A) FIS1; fusion proteins: (B) MFN1 and (C) OPA1; as well as
mitochondrial protease (D) LONP1l. Data are mean + SEM, n = 3. FISl1=
Mitochondrial fission 1 protein, VDAC= Voltage-dependent Anion selective channel,
MFN21= Mitofusin 1, , LONP1= Lon Peptidase 1 mitochondrial, OPA1= Optic Atrophy
1. FA = Folic Acid, NAC = N-acetyl-cysteine




Western blot membranes of Figure 1.
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Western blot membranes of Figure 2.
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Western blot membranes of Figure 7.
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Western blot membranes of Figure 9
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Western blot supelemtary figure 4
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Western blot membranes of Figure 11.
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Western blot membranes of Figure 12.
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