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Standardization of methodology for
indigenous perfusion decellularization tech.
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SLNo [ Processing sequence Basella alba

1. Fresh Leaves

Sauropus
androgynus

Piper betle

indica

Azadirachta

Centella asiatica

Mentha
spicata

2. Freeze -thaw cycle
Ex?
3. Dechlorophyllazation 1
e
|
®
4. Decellularization i

1.Transparency +++ -Ve + ++ ++
2.Handling Strength +++ + + ++ ++
3. Patency +++ + + + +
Table 1: The different steps followed during the study
5. No Steps of Protocols Control | Group | Group 1l | Group Ill | Group IV

1, Soaking in DW for 24 h VW v v W v

> Frozen at-80°C and thawed twice N v N N N

3 Soaking in 70 % ethanol for 24 h v v v W v

4. Soaking in 90 % ethanol for 24 h N v v W v

5. Soaking in 100 % ethanol for 24 h 3 v v 3 v

6. Soaking in DW for 24 h v v v W v

1 Soaking in NS for 24 h v v N N v

8. Decellularization DW  [0.1% EDTA | 0.1% EDTA | 0.1% Triton | 0.1% Triton

9, Duration 5 days 5 days 5 days 5 days 5 days

10. Rinsing Solution DW DW DW DW DW

11 Duration 24 hours| 24 hours 24 hours 24 hours 24 hours

Fig 2: Vascular patency test before and after decellularization. Gross morphology of native leaf (A) and decellularized & dye injected leaf (C); (B)
Native Leaf showing vascular structure (Red arrow); (D) decellularized leaf perfused with safranin stain which showed vascular patency (Green arrow)
g

DW-Distilled Water, NS-Normal Saline
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Lostmas i

‘Sauropusandrogynius Mutive

Fig 3: Anatomical characterization of plant scaffolds (Sauropus androgynus) before and after decellulanzation. Gross marphaiogy of native leal
(A) decellularized leaf (B); (C) native and (D) dellulanized leaf stained with H&E stain (400X): arrows indicating presence nuclei in native leaf
and cirele with arrow indicating vascular structure and absence of nuclei.
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Fig. 3.2. Dose response graph showing
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Fig. 7 : B. anthracis field isolate on MHA showed a clear zone
around the penicillin disk (10 units).

Fig. 8 : Positive nitrate reduction test shown by field isolates. Fig. 9 : Positive V P test shown by field isolates.

Fig. 10: PCR amplification of partial (596 bp) PA gene of Bacillus  Fig. 11: PCR amplification of partial (846 bp) Cap gene of Bacillus

anthracis iselates: Lane M: 100 bp ladder, Lane 1: Positive anthracis isolates; Lane M: 100 bp ladder. Lane 1: Positive
control, Lane 2: Negative control, Lane 3: Non template control, Lane 2-14: field isolates, Lane 15: Non template
DNA, Lane 4-16: field isolates. DNA, Lane 16: negative control.
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