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Abstract

The essential use of Acellular Dermal Matrix (ADM) for reconstructive surgery in deep dermal burns is well renowned. To
treat the chronic wound, ADM is used as exogenous scaffold which imitate the native Extracellular Matrix (ECM) and
provides a barrier to protect wounds from infection and desiccation. The dense collagen fibers and elastin of human
ADM provide the strength, extensibility and elasticity which potentially reduce the scarring in deep burn patients.
Although various types of synthetic as well as biosynthetic dermal matrixes available, lack of biocompatibility and
absence of key factors influence the aseptic condition in unnatural way. The quality of acellular dermal matrix depends
upon the methods of processing which determine the quality and that in turn affect the cellular and vascular in-growth of
host. There are different types of de-cellularization methods already described in literature. Here author used the simple
DNA isolation method to prove that the prepared ADM is devoid of any remaining cells and there is no genetic material.

In this article, the decellularization process has been confirmed by genomic DNA isolation method.
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Introduction

A permanent Acellular Dermal Matrix (ADM) is used as typical surgical mesh which is a tissue graft generated by
decellularization of human skin to save the life of deep dermal burns and improve dermal wound repair. An ideal acellular
dermal matrix retains the proper biological structural integrity, biomechanical properties, cyto compatibility, porosity,
structure, and surface physicochemical property [1,2]. For the treatment of full-thickness burn injury, the first Acellular
Dermal Matrix (ADM) was used by Wainwright's group and reported in 1995 [3].There are many more essential
characteristic of the scaffold materials should have good biocompatibility [4]. It should have the equivalent level of
biomechanical strength which provide a good adsorption interface for the adhesion surface and facilitate cell proliferation
[5,6]. The scaffold should be devoid of cytotoxicity, immunogenicity and tumorigenicity in order to maintain the normal
phenotype [7]. In comparison to synthetic biodegradable polymer scaffold, natural biological scaffolds have poor mechanical
properties, but have good biocompatibility [8,9]. Including STSGs, various skin substitutes are used for wound coverage

materials that aid in wound closure and replace the functions of the skin, either temporarily or permanently, depending on
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the product characteristics. In the multidisciplinary field of tissue engineering, recent developments in research yielded many
novel skin replacements such as graft-jacket, primatrix, matristem, hyalomatrix, Integra, derma graft [10].Various types of
scaffold materials have been reported in recent years, but these are expensive to produce. To overcome major obstacles
and questing optimal skin substitute, human cadaver skin, preserved in glycerol is being used as source material of HADM.
The use of acellular dermal matrix in a variety of different biomedical applications and especially for burn wound healing
brings the attention of medical surgeons and research scientists to put their effort to get a biologically functional skin
scaffold. Several biotechnologically derived products designed to improve dermal wound repair [11]. The acellular dermal
matrix is being used for various purposes [12]. In this article author used simple method of DNA extraction method and
proved the acellular matrix obtained and the properties of acellular dermal matrix did not alter the biomechanical and

biological characteristics of the ADM.

Methodology

Sample collection, de-epidermalization and preparation of ADM

Sample details: For this study, cadaveric skin harvested from healthy donors who were HIV, HBsAg and HCV negative was
used, as per the Institutional Ethics committee (IEC) guidelines, of National Burns Centre. Skin samples negative for the
parameters were transferred into 85% glycerol containing penicillin (1 lakh unit/500 ml) and streptomycin (1 gram/500 ml).
All the procedures were carried out following institutional rule. The procedure of decellularization described is similar to the
cost effective decellularization of the dermis by NaOH method [13] and preparation of human ADM, processing, sterilization

described previously [12].

DNA extraction and quantification

About 50 mg of reference skin and ADM were incubated for 3 to 4 hours at 54-56°C with 500 pl DNA extraction buffer (100
mMNaCl, 10 mMTrisHCI pH8, 1 mM EDTA, pH8, 1% SDS with proteinase K (20 mg/ml) until no visible material remained.
Digested DED, HADM was then centrifuged at 5000 x g for 15 min to precipitate any remaining proteins. Supernatants were
extracted once with phenol-chloroform-isoamyl alcohol (25:24:1) and then with chloroform-isoamyl alcohol (24:1) followed by
centrifugation at 5000 x g for 15 min. Aqueous layers were removed and DNA was precipitated with ethanol, washed with
75% ethanol and finally dried. The DNA pellet was dissolved in 1 x Tris EDTA (TE).To find the action of drug, a drug is given

to animals or humans to see whether the changes produced are due to the drug or by chance.

Results

Evaluation of residual genetic materialsIDNA

The epidermis was stripped completely after being treated with the 1 M NaCl solution. No cell component was seen in the
dermis after the treatment with the 0.06 M NaOH solution. DNA was isolated from reference skin, before decellularization
and the prepared ADM to evaluate the residual genetic materials of cells in the acellular dermal matrix. The amount of DNA
was quantitated by measuring the optical density at 260 nm and 280 nm on a Nanodrop-1000 equipment, (Thermofisher,
USA) and the calculated concentration of DNA present in the acellularized dermis and the reference skin is shown in Table
1. The total amount of DNA in reference skin is considered as 100%. From the negative values for the amount of DNA
present in ADM it is apparent that there is no DNA remaining in ADM after the decellularization process. This was confirmed
by gel electrophoresis where in there is no DNA seen in ADM, Figure 1. Other groups have successfully done the isolation
of DNA [14] and they found very less or no DNA present. After growing the fibroblast on ADM, DNA was detected in agarose
gel as shown in Figure 1 and by quantification as seen in Table 1. The clear presence of DNA in reference skin, no residual
DNA in ADM and reappearance of cellular DNA seen in fibroblast growing on ADM is shown in Figure 1, in the respective
wells proves that the ADM is devoid of any cells. Further the growth of skin cells (fibroblast and keratinocytes) on ADM gives

the confirmation of biocompatibility of acellular dermal matrix prepared from cadaver skin.
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S.No Sample ID Concentration (nglul) Ratio 260/280 Ratio 260/230
1-R 24/16-17 868.9 1.86 2.07
1-A 24/16-17 -56.1 1.19 0.35
1-F 24/16-17 2194 2.09 1.69
2-R 60/16-17 1476.3 1.88 1.98
2-A 60/16-17 -21.5 0.85 0.19
2-F 60/16-17 294.6 2.09 1.6
3-R 65/16-17 2061.9 1.84 2.07
3-A 65/16-17 -102.5 1.38 0.56
3-F 65/16-17 499.6 1.96 1.65
4-R 70/16-17 898.9 1.81 2.01
4-A 70/16-17 -92.3 1.36 0.59
4-F 70/16-17 450.9 2.05 1.84
5-R 71/16-17 827.9 1.78 1.99
5-A 71/16-17 -113 1.41 0.63
5-F 71/16-17 172.7 1.87 1.35
6-R 75/16-17 1175.8 1.79 2.15
6-A 75/16-17 -106 14 0.59
6-F 75/16-17 152.6 2.89 1.09

R-Reference skin, A-Acellular Dermal Matrix, F-Fibroblast grown on ADM

Table 1: Evaluation of Genomic DNA: Quantification of DNA isolated from reference skin, ADM and after fibroblast grown on
top of ADM. (Reference Skin (R), Acellular Dermal Matrix (ADM) and Fibroblast grown on ADM (F).
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Fig.1. Agarose gel showing the DNA migrating in the wells. Reference skin DNA (R) and derived acellular matrix DNA (A)
loaded adjacent to each other for the same sample ID. From the gel-pic, it is seen that there is no Cellular DNA in ADMs,
thereby confirming there is no cellular component remain in ADMs. After fibroblast was grown on ADM, DNA (F) was
isolated and loaded adjacent to ADM of the same sample. Further quantification of DNA (shown in Table 1), confirmed there

was no DNA in ADMs and it is seen when DNA is isolated from fibroblasts are grown on ADM. (N=6).

Cytocompatibility

The ability of the ADMs to support cell growth in vitro was assessed by growing human fibroblasts at cell confluence,
evaluating their cell phenotype and cell infiltration. It was noted that the fibroblasts could grow ell on the ADM. Further it was
observed that the dermal facing side gives better adherence and infiltration for fibroblasts. The phase contrast image in
Figure 5a clearly shows the ability of ADM to support the growth of human fibroblasts. Skin cells were grown on top of ADM
and biocompatibility nature of ADM supports the cells to grow without any toxic effect.

Discussion

The most serious problem in conducting allografts is rejection. This is why physicians have used allodermisonly as a
temporary covering material to treat full thickness burn wounds. This rejection is triggered by cells that show foreign MHC
antigen present in both the epidermis andthe dermis [15,16].In order to mitigate a rejection response that impact tissue
integration, the cellular components need to be removed [17]. It is believed that the human acellular dermal matrix will be
extremely useful in a qualitative as well as cost-effective way in the management of burns and other dermal wounds. In
recent decades, different classes of scaffold materials are available, these include natural biological scaffold materials,
synthetic biodegradable polymer scaffolds materials [18-20] composite scaffold materials and nano scaffold materials [21-
23].The growing interest of using decellularized dermal matrix and extracellular matrix (ECM)-based scaffolds holds a
promising opportunity for deep dermal burns. In the field of tissue engineering and regenerative medicine, decellularized
ECM is now a useful alternative in vitro model for studying the comprehensive roles of the ECM because it retains
exclusively native biochemical characteristics and tissue architecture [24]. In the present study, human ADM scaffolds were
made from cadaver skin and verified the biocompatibility and structural features of this material. The present work done at
National Burns Centre showed that the HADM processed by non-detergent, non-enzymatic method (NaOH treatment),
maintains the structural and biochemical integrity of the dermal extracellular matrix, after removal of cells of the dermis. The
cell-free HADM had no residual DNA content which was confirmed by gel electrophoresis analysis. In addition to the general
topographical organization of the ECM and its physical characteristics, it has been shown the growth of fibroblast on the
epidermal and dermal site; however, the adherence and growth of keratinocytes were better on the epithelial side rather than
onto the dermal side[25]. Author claimed that the prepared ADM is more cost effective than the commercially available
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material and genomic DNA isolation method is a confirmatory test for acellular dermal matrix.
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