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Table 1. Subacute toxicity study experimental design
	Group
	Item
	Weekly dose per eye
	Subjects

	1-Low dose
	RLa
	150 µl
	3

	2-High dose
	RLa
	450 µl
	3

	3-Placebo liposomes
	Lb
	450 µl
	3

	4-Control
	WFI c
	450 µl
	3

	a Rapamycin loaded liposomes
b Placebo liposomes
c Water for injection

Table 2. Acute retinal toxicity study experimental design
	Group
	Test product
	Subjects

	1
	40 µg
	3

	2
	100 µg
	3

	3
	400 µg
	3

	4
	Placebo liposomes
	3

	Control
	Physiologic saline
	3













Figure 1. Micronucleus polychromatic erythrocytes (MPE) produced, in peripherical blood of mice administrated with RL (rapamycin loaded liposomes) and L (empty liposomes).
[image: C:\Users\USUARIO\Dropbox\rapamicina\PROYECTO\Artículos\Pharma\MPE Figure.tif]
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Table 3. Irritation Score of formulations and controls in HET CAM test
	Item
	Irritation Score

	Physiologic saline (- control)
	0.002 

	SDS 1% (+ control)
	1.963

	RL
	0.002

	L
	0.002

	SDS 1%: 1% solution of sodium dodecilsulphate 
RL: Rapamycin loaded liposomes
L: Placebo liposomes
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Table 4. Temperature (°C) results of pyrogenicity evaluation of rapamycin loaded liposomes.
	
	
	Acclimatization period
	Test Period
	

	Rabbit
	Weight (kg)
	T1
(°C)
	T2 control
(°C)
	T3
(°C)
	T4
(°C)
	T5
(°C)
	T6
(°C)
	T7
(°C)
	T8
(°C)
	max Δ observed
(°C)

	1
	2.6
	39.4
	39.3
	39.5
	39.5
	39.4
	39.4
	39.5
	39.3
	0.2

	2
	2.6
	39.4
	39.2
	39.2
	39.2
	39.2
	39.3
	39.4
	39.3
	0.2

	3
	2.4
	39.4
	39.4
	39.3
	39.4
	39.4
	39.2
	39.3
	39.3
	0.0



Table 5. ANOVA of comparisons between groups, final and initial body weight and interaction day-group
	Comparison
	Value
	p (0.05)

	Groups
	F47,0.05=0.369
	0.776

	Weight Final and initial
	F41,0.05= 0.854
	0.53

	Factors and interactions.
(Day, Group)
	F47,0.05
Day:      7.448
Group: 0.485
Day x Group: 0.395
	
<0.001
0.695
0.928




Table 6. ANOVA analysis of serum biochemical parameters
	
	Group
	Sampling time
	Interaction 
Group-Sampling time

	
	
	
	

	
	P1
	P1
	P1

	GL
	0.299
	0.220
	0.327

	Urea
	0.109
	0.009
	0.196

	CR
	0.456
	0.022
	0.598

	Cholesterol
	<0.001
	0.835
	0.967

	ALAT
	0.030
	0.398
	0.906

	ASAT
	0.151
	0.394
	0.392

	AP
	0.080
	0.895
	0.962

	Total protein
	0.005 
	 0.022
	0.914

	Albumin
	0.220
	0.001
	0.609

	Calcium
	0.057
	<0.001
	0.092

	Ph
	0.331
	0.006
	0.666

	TB
	0.361
	0.015
	0.219




Glucose (GL), creatinine (CR), urea, alanine amino transferase (ALAT), alanine aspartate aminotransferase (ASAT), alkaline phosphatase (AP), phosphorus (Ph), total bilirubin (TB).
1P≤0.05

Table 7.  ANOVA analysis of hematology parameters
	 
	Group
	Sampling time
	Interaction Group-Sampling time

	 
	P1
	P1
	P1

	Hat
	0.015
	0.369
	0.300

	Ham
	0.058
	0.722
	0.193

	Ert
	0.022
	0.432
	0.385

	Pla
	0.749
	0.280
	0.943

	Leu
	0.032
	0.125
	0.983

	Neu
	0.042
	<0.001
	0.086

	Lym
	0.212
	0.002
	0.921

	Mon
	0.478
	0.009
	0.939

	Eos
	0.489
	0.140
	0.281

	Bas
	0.841
	0.222
	0.453


Hematocrit (Hat), hemoglobin (Ham), erythrocytes (Ert), platelets (Pla), leucocytes (Leu), neutrophils (Neu), lymphocytes (Lym), monocytes (Mon), eosinophils (Eos) and basophils (Bas)
1P≤0.05
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[bookmark: _Ref483472445]Figure 4. Representative Injuries of different tissues. 
A) Right eye, rabbit no. 2, Group 4, conjunctive is scarlet because of inflammation and congestion. B) Gram stained histological sample of left eye, rabbit no. 1, Group3, 40X, Encephalitozoon cuniculi spores present in lens. C) H&E stained right internal lacrimal gland histologic sample, 10X, rabbit no 4, Group3, inflammatory lymphoplasmacytic infiltrate surrounding glands is observed. D) H&E stained right node lymphatic and salivary gland histologic sample, 10X, rabbit no. 6, Group1, showing germinal center hyperplasia. E) H&E stained liver histologic sample, 10X, rabbit no1, Group 3, abundant inflammatory infiltrate surrounding necrotic areas. F) Gram stained liver histological sample, 10X, rabbit no1, Group 3, Encephalitozoon cuniculi spores. G) H&E stained kidney histologic sample, rabbit 12, Group 2, 10X, inflammatory infiltrate in interstitial space. H) H&E stained encephalon histologic sample, rabbit no 1, Group 3, zoom highlights lymphoplasmacytic inflammatory infiltrate surrounding blood vessels and neuropil. I) H&E optical nerve stained histologic sample, rabbit 4, Group 3, 10X, lymphoplasmacytic infiltrate.
[bookmark: _Ref483817900]Figure 5. A) Histopathological observations at necropsy of rabbits after subacute toxicity exposure. B) One way-non parametric Kruskal-Wallis ANOVA analysis.
 [image: C:\Users\qfb_p\Desktop\Graph1.tif]
	B)
	
	
	
	

	Abbreviation
	Tissue
	Injury
	H 3, 0.05
	p

	RE-LU
	Right eye
	Lymphoplasmacytic uveitis 
	2.212
	0.530

	RILG-LD
	Right internal lacrimal gland
	Lymphoplasmacytic dacryoadenitis 
	6.545
	0.088

	RILG-E
	
	Edema 
	2.750
	0.432

	RELGC-LC
	Right external lacrimal gland and conjunctiva
	Lymphoplasmacytic conjunctivitis
	4.481
	0.214

	LE-LK
	Left eye
	Lymphoplasmacytic keratitis 
	3.000
	0.392

	LE-LU
	
	Lymphoplasmacytic uveitis 
	3.000
	0.392

	LE-ECPU
	
	E. cuniculi – associated Phacoclastic uveitis 
	3.000
	0.392

	LILG-LD
	Left internal lacrimal gland
	Lymphoplasmacytic dacryoadenitis 
	3.000
	0.392

	LILG-E
	
	Edema 
	0.001
	1.000

	LELGC-LC
	Left external lacrimal gland and conjunctiva
	Lymphoplasmacytic conjunctivitis
	0.956
	0.812

	LN-LH
	Lymph nodes
	Lymphoid hyperplasia 
	1.222
	0.748

	L-HD
	Liver
	Hepatocellular degeneration 
	0.950
	0.813

	L-LH
	
	Lymphoplasmacytic hepatitis 
	5.280
	0.152

	L-ECLH
	
	E. cuniculi – associated Lymphoplasmacytic hepatitis 
	3.000
	0.392

	K-TD
	Kidney
	Tubular degeneration 
	5.989
	0.112

	K-ILN
	
	Interstitial lymphocytic nephritis 
	3.000
	0.392

	K-ECILN
	
	E. cuniculi – associated Interstitial lymphocytic nephritis 
	3.000
	0.392

	B-LE
	Brain
	Lymphocytic encephalitis 
	3.000
	0.392

	B-S
	
	Satellitosis 
	2.200
	0.532

	B-M
	
	Meningoencephalitis
	3.000
	0.392

	ON-LM
	Optical nerve
	Lymphoplasmacytic meningitis
	2.200
	0.532

	ON-SG
	
	Satellitosis and gliosis 
	3.000
	0.392

	Injury levels: 2=Mild diffuse, 3=Mild focal, 4=Mild Multifocal, 5=Moderate diffuse, 6=Moderate focal, 7=Moderate multifocal, 8=Severe diffuse, 9=Severe focal, 10=Severe multifocal. 

	p<0.05
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Figure 6. Representative fundus photographs.
a1)OD Rabbit #1 basal, a2)OD Rabbit #1 7 days after IVT injection of 40 ug dose, b1)OS Rabbit #4 basal, b2)OS Rabbit #4 7 days after IVT injection of 100 ug dose, c1)OS  Rabbit #5 basal, c2)OS Rabbit #5 7 days after IVT injection of 440 ug dose, d1)OS Rabbit #8 basal, d2)OS Rabbit #8 7 days after IVT injection of vehicle, e1)OD Rabbit #9 basal, e2)OD Rabbit #9 7 days after IVT injection of physiologic saline. 
Figure 7. Mean implicit times of b-wave after IVT injection in comparison with control group. Mann-Whitney test analysis result with significance *p<0.05 is presented. (Data are mean with standard deviation marked in error bars. n=6 eyes per group)
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Figure 8. Representative scotopic ERG waveforms 7 days after a single 0.1 mL intravitreal injection in comparison with basal waveform prior to treatment. Mann-Whitney analysis result with significance *p<0.05 is presented. (n=6 eyes per group)
[image: ]
Figure 9. Mean scotopic b-wave amplitudes after IVT injection in comparison with control group. Mann-Whitney test analysis result with significance *p<0.05 is presented. (Data are mean with standard deviation marked in error bars. n=6 eyes per group)
 [image: ]


Figure 10. A) Histopathological observations in retinas after IVT injection of different  rapamycin amount.             B) One way-nonparametric Kruskal-Wallis ANOVA analysis.
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Figure 11. Selection of histopathologic micrographs (10X) of retina slices stained with H&E 14 days after IVT injection.
i)OD Rabbit #15, physiologic saline; ii)OD Rabbit #7, vehicle; iii)OS Rabbit #2, 40 µg; iv) OD Rabbit #11, 100 µg; v)OD Rabbit #12, 440 µg; vi)OS Rabbit #3, 100 µg.
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