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Summary

Conventional syringe lipoaspiration, though considered to be the most gentle and best
method for acquiring healthy adipose tissue for fat grafting is time consuming and
technically more difficult than most other common lipoaspiration methodologies.
Utilization of power assisted lipoaspiration with instrumentation such as that provided in
the MicroAire systems would provide a faster and easier to use technique for harvesting
fat and obtaining tissue for adipose-derived regenerative cell extraction.

Based upon the analyses of fat graft and ADRC generation presented here, use of
MicroAire power assisted lipoaspiration appears to disrupt adipose tissue more than
syringe based tissue harvest. This may be advantageous when trying to acquire
ADRCs in patients with low vascular density. Although data evaluating fat graft quality
before and after Puregraft™ processing indicates that the mature adipocyte component
of fat graft is damaged more by PAL harvest than by the syringe technique, Puregraft is
able to improve fat graft regardless of the harvest method used in this study to yield
comparable adipose graft.

Purpose

The purpose of this study is to assess how the MicroAire lipoaspiration system (MicroAire
Surgical Instruments, LLC) affects the biologic properties of the aspirated adipose tissue,
and on the yield, viability, and mixture of cell types found within the ADRCs (adipose-
derived regenerative cells) obtained from the adipose tissue.

Definitions

3.1 CD34: The CD34 protein is a cluster of differentiation molecule present on
certain cells within the human body and is a member of a family of single-pass
transmembrane sialomucin proteins that show expression on early
hematopoietic and vascular-associated tissue. It is a cell surface glycoprotein
and functions as a cell-cell adhesion factor. It may also mediate the attachment
of stem cells to bone marrow extracellular matrix or directly to stromal cells.

3.2 CD45: Protein tyrosine phosphatase, receptor type, C (PTPRC) is a member of
the protein tyrosine phosphatase (PTP) family. PTPs are known to be signaling
molecules that regulate a variety of cellular processes including cell growth,
differentiation, mitotic cycle, and oncogenic transformation. It is specifically
expressed in hematopoietic cells except erythrocytes and plasma cells. This PTP
has been shown to be an essential regulator of T- and B-cell antigen receptor
signaling. It functions through either direct interaction with components of the
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3.3

3.4

3.5
3.6

3.7

3.8

3.9

antigen receptor complexes, or by activating various Src family kinases required
for the antigen receptor signaling.

CD31: CD31, also known as platelet endothelial cell adhesion molecule 1
(PECAM1), is a type | integral membrane glycoprotein and a member of the
immunoglobulin superfamily of cell surface receptors. It is constitutively
expressed on the surface of endothelial cells, and concentrated at the junction
between them. It is also weakly expressed on many peripheral lymphoid cells
and platelets.

CD68: CD68 (Cluster of Differentiation 68) is a glycoprotein which binds to low
density lipoprotein. It is expressed on monocytes/macrophages and giant cells.

Celase®: A Cytori Therapeutics proprietary enzyme used for tissue dissociation.

Celution® 800/CRS Tissue Processor: A semi-automated system that can
be used to wash and enzymatically digest adipose tissue to release,
concentrate and wash a regenerative cell fraction.

CFU-F assay: A culturing method used to determine the frequency of
progenitor cells in a population of nucleated cells.

Flow Cytometry: A technique for identifying and sorting cells and their
components (as DNA) by staining with a fluorescent dye and detecting the
fluorescence usually by laser beam illumination.

Process Solution: Lactated Ringer’s solution—the solution used to wash the
tissue, dilute the Celase reagent, and wash the ADRC pellet and autologous
graft.

4.0 Experimental Procedures
4.1
4.1.1 The following parameters were used to select patient population and qualify

Patient and Surgical Site Selection

acceptable procedures for the study inclusion.

4 1.2 Patient Selection

4.1.2.1 Male or female

4.1.2.2 Age 20-60

4123 Good health; ASA Class |
41.2.4 BMI < 30
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4125 No history of bleeding disorders, diabetes, HIV or lipoatrophy
disorders (lupus, scleroderma, etc.)
4.1.2.6 Non-smoker preferable
4.1.3 Site Selection
4.1.3.1 Surgical site chosen based on patient requirements
413.2 Preferred areas are: abdomen, flanks, inner and outer thighs
4.1.3.3 Exclude back, chest, arms, calf, superficial sculpting

4.2 Surgical Parameters—to be collected at time of procedure

4.2.1 Anesthesia or other analgesic use
4.2.2 Infiltration method:
4.2.2.1 Infiltration Fluid
4.2.2.1.1 Tumescent/wetting solution formula for each test case

4.2.2.1.2 For example: 1 ampoule epinephrine per 1L bag, saline or
lactated Ringers.

4.2.2.2 Infiltration temperature: 35-40°C. Approximate temperature
4.2.2.3 Infiltration volume/ratio -- example: 1.51to 2 IN for every 1 OUT
42.24 Record

4.2.2.4.1 Total infiltration volume (per body area)

4.2.2.4.2 Start time for infiltration (per body area)

4.2.2.4.3 Infiltration cannula diameter/type—for example, 14
gauge/multi hole pattern

4.2.2.4.4 vacuum level used —for example 50%, or (15 in/HQ)
4.2.2.4.5 Cannula diameter: 3.0 mm, 4 mm
4.2.2.4.6 MicroAire Cannula Style/type

4.3 Experimental data was collected from 5 donor tissues obtained the same day as
experiment initiation as described below.

4.4 Tissue Collection and Distribution
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4.4.1 Tissue was collected from 5 donors using both MicroAire assisted
lipoplasty and by 60 CC syringe aspiration. At least 500 mL of adipose
tissue and ideally 600 mL was collected from each donor.

4.4.2 Approximately 10 mL of the collected adipose tissue was used for adipose
tissue quality assessment and 5 mL of the samples was used for
histological analysis.

4.4.3 A minimum of 50 mL and preferably 100 mL was set aside and washed
using the Puregraft™ system and then analyzed for hydration, lipid
volume and intact graft volume.

4.4.4 A minimum of 110 mL (maximum 250 mL) from each collection method
was used for Celution® 800/CRS system processing to evaluate the
adipose-derived regenerative cell populations

45 Celution® 800/CRS Processing

6.6.1 Lipoaspirate was processed using the Celution® 800/CRS processors to
generate ADRCs concurrently. After recovery from the device the
resuspended ADRC output was transferred into two pre-labeled 15 mL
tubes for further analysis.

4.6 Puregraft™ Analysis

4.6.1 30 mL of adipose was separated into three separate 15 mL conical
centrifuge tubes. Three 10 mL aliquots each of adipose from either
MicroAire or syringe samples was placed into the centrifuge and spun for
5 min at 1200 r.p.m. The volumes of aqueous phase, tissue, and free
lipid was measured and recorded.

4.6.2 Lipoaspirate was processed for graft preparation using the Puregraft™
system (minimum of 50 mL and max of 100 mL). Tissue was washed
twice, according to the Product Information for Use insert, and then
retrieved from the system using a Toomey syringe.

4.6.3 Three 10 mL aliquots of washed adipose was placed into the centrifuge
and spun for 5 min at 1200 r.p.m. Volumes of aqueous phase, tissue, and
free lipid was measured and recorded.

4.7 Cell Yield and Viability Analysis of ADRCs after Celution® processing
4.7.1 Cell samples were mixed thoroughly before aliquotting for cell counting.

4.7.2 Three (3) cell counts were performed per sample, and the resulting viable
cell concentrations were averaged.
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4.7.3

4.7.4

4.7.5

Cell number and viability were determined according to our internal work
instruction LWI9316 —€ll Quantification by NucleoCounter™.”

Any cell count in a triplicate sample set that was measured to be more
than 25% (higher or lower) of the mean values for the other two was
repeated to ensure technical sampling error was not the source of this
measurement disparity.

Once the cell count was determined by the NucleoCounter™, aliquots of
the requisite volume of the ADRCs was aseptically removed and used for
the CFU-F assay. The rest of the ADRCs were used for flow cytometric

characterization of cell surface marker proteins: CD31, CD34, and CD45.

4.8 CFU-F Assay

4.8.1

48.2

ADRCs were resuspended to create a 5000 cell per well suspension and
seeded into 6 well plates according to work instruction our internal work
instruction LWI9608 —6lony forming unit-fibroblast (CFU-F) Assay.

Tissue culture media was changed every three or four days for the
duration of the assay (typically only once since most assays ended with 7-
8 days of plating).

4.8.2.1 After up to 10 days of culture the percentage of adherent nucleated
cells that grew into colonies was determined (% CFU-F frequency).

49 Loose Cell Cytological Analysis for CD31, CD34, CD45, and CD68
expressing Cells

4.9.1

49.2

Qualitative evaluation of cells loosely retained within lipoaspirate was
performed by centrifuging aspirate from each sample for 5 minutes at 1400
r.p.m. The cell pellet was resuspended to a concentration of 70,000
cells/mL and then 100 pl was spun onto standard cytospin histology slides
(800 r.p.m. for 5 minutes) using standard cytopreparation methods and then
immune-stained for either cell surface antigens: CD31, CD34, CD45 or
CD68.

Digital images of each cell surface marker staining result were captured and
qualitatively assessed for presence or absence of CD (31/34/45/68) positive
cells.

410 Flow Analysis of Celution® 800/CRS processed ADRCs

Doc # B011-001-Report

ADRC output from tissue obtained using the two different collection
methods was quantitatively assessed for content of CD31, CD34, and
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4.1

412

CD45 cell surface marker protein positive cells using flow cytometry.
Forward and side scatter data was used to specify analysis of single
nucleated cells while eliminating analysis of contaminating red blood cells
and multi-cellular clusters.

Lipolysis Assay

Samples were prepared from approximately 10 mL of adipose tissue
collected by each harvesting method. The samples were assessed for
responsiveness to agonist —induced glycerol release according to our
internal work instruction, LWI9302 —Liplysis Assay”. Relative response
to agonist induced lipolysis is directly correlated to mature adipocyte
viability. Results were expressed as relative adipose viability determined
from this correlation curve.

Histological Sample Evaluation

4.12.1 5 mL of adipose tissue was fixed with neutral buffered formalin,

dehydrated, and then paraffin embedded. 5 um thick paraffin sections
were deparaffinized, and stained using hematoxylin and eosin. H & E
stained sections were observed and photographed microscopically and
qualitatively scored for intact adipocytes.

5.0 Protocol Acceptance Criteria

5.1

5.2

Feasibility Criteria

5.1.1 Donor tissue was acceptable for use if there is greater than 310 mL of

tissue collected.

5.1.2 Histological assessments were considered acceptable for statistical

analysis of greater than 1% positive events / 500 nucleated cells could be
detected. Data below this was qualitatively assessed and reported as
—Dblew the sensitivity of the assay”.

End Assay Results

5.2.1

5.2.2
523

524

The viable cell yield post Celution® processing must be >80,000 ADRCs/mL of
adipose tissue processed in the syringe acquired tissue.

Viability of ADRCs from control syringe tissue was >70%.

CFU-F assay data is acceptable for any sample if at least an average of 5
colonies / well is obtained from ADRC:s.

CD31/34/45 populations are present and CD34 and CD45 are discrete
populations. Flow cytometry results can be confirmed through cytospin assay.
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6.0 Data Analysis

This was a double armed study, thus the data obtained from tissue harvested using
MicroAire was compared with the syringe control with minimal limits described in the
Acceptance Criteria section of this protocol. Standard statistical analysis was performed
where applicable. Mean and standard deviation were calculated and paired t-test
analysis was performed to compare results of MicroAire and syringe acquired samples.

7.0 Rationale

The rationale for performing this study is to obtain data which address questions
regarding the feasibility of adipose tissue collection using MicroAire liposuction for
physicians desiring to use the lipoaspirate either as graft tissue in an autologous fat
grafting procedure or as a means of harvesting tissue to obtain stem and regenerative
cells for a variety of potential applications.

71 Rationale for Evaluation Methods

7.1.1

71.2

713

714

7.1.5

Doc # B011-001-Report

Free Lipid Volume: Determination of free lipid volume recovered/unit
volume of tissue will be measured to assess grossly the relative loss of
adipose due to the tissue collection process.

Lipolysis assay: The primary function of adipose tissue is to act as an
energy storage depot. This function is mediated in part by hormonally
regulated accumulation and release of triglycerides. The lipolysis assay
measures this function which directly reflects the health (quality) of the
tissue.

Analysis of ADRCs released from adipose tissue. The NucleoCounter™
assay is verified as acceptable for use to determine and compare the total
number and viability of ADRCs present in the output generated from tissue
collected by each method.

CFU-F Assay: This assay is used to indirectly evaluate the adherent cell
population of ADRCs known to contain the putative adipose-derived stem
cells. Stem cells are a potential mediator of the therapeutic mechanism of
ADRCs. Failure to detect these cells in ADRC output suggests a significant
difference in cellular composition.

Cryopreservation of Adipose Tissue: the growing desire to store
lipoaspirate for either cosmetic or therapeutic applications is driving the
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8.0

7.1.6 Flow Cytometry and Cytological Analysis
7.1.6.1

7.1.6.2

Results
8.1

need to ensure the viability of the tissue and cells following
cryopreservation.

Examination of cell surface proteins associated with major
subpopulations of non-adipocytes found in adipose will enable
evaluation of whether MicroAire method affects the relative
identity of the ADRCs subsequently obtained by Celution®
800/CRS device processing.

H & E analysis of paraffin embedded adipose tissue will

enable determination on MicroAire effect on gross cytological
morphology of adipose tissue collected by aspiration.

Patient Demographics and Clinical Parameters

8.1.1 Adipose tissue was obtained using both syringe aspiration and power assisted
lipoaspiration (MicroAire, 4 mm cannula, two hole) methods from 6 different

female donor (Table 1).

Table 1. Patient Demographics and Tissue Sample Information

Run ID

Donor/Cytori

Harvest

Experiment

# ID# Gender Age Site/Method MicroAire | Syringe Date Doctor
MA-1- Thighs, hips, | _ _ :
2647 2647 F 52 AbS 500mL 600mL 4/19/2011 Mills
MA-2- inner, outer

2668 F 33 thighs, ~625mL ~350mL 5/4/2011 Cohen
2668

flanks, arms
'\g%g' 2702 F 44 hips,flanks | ~1000mL | ~250mL | 6/2/2011 Gold
MA-4- 2706 F ag | Abs.flanks, | 550 1 s00mL | 6/3/2011 | Cohen
2706 axilla
MA-5- arms, back,
2799 2722 F 46 thighs 750mL 500mL 6/14/2011 Gold
MA-6- 2731 F 52 abdomen, | o0 | s00mL | 6/16/2011 | Cohen
2731 flanks
Doc # B011-001-Report
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8.2 Gross Morphology/Tissue Appearance

8.2.1 Tissue from individual syringes was pooled prior to analysis. PAL samples
were either photographed in their original collection canister or else transferred
to sterile beakers or bottles prior to photographing.

8.2.2 Gross tissue appearance between syringe and PAL acquired samples was
comparable except for samples MA-3-2702 and MA-5-2722 in which the
syringe acquired tissue appeared bloodier than the PAL acquired tissue (Figure

1).

Figure 1, Gross Morphology Assessment
SYRINGE CONTROL MICROAIRE (PAL)
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Figure 1, Gross Morphology Assessment cont.
SYRINGE CONTROL MICROAIRE (PAL)

C.
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Figure 1, Gross Morphology Assessment cont.
SYRINGE CONTROL MICROAIRE (PAL)

E.
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Figure 1, Gross Morphology Assessment cont.
SYRINGE CONTROL MICROAIRE (PAL)

8.3 Adipose Graft Analysis

8.3.1 Aqueous content of graft

8.3.1.1

8.3.1.2

8.3.1.3

8.3.14

Doc # B011-001-Report

The mean initial aqueous fluid content of tissue collected by PAL
was 27 £ 7.0% of total sample volume and for tissue collected by
syringe was 26.9 + 10.2% of total sample volume (Figure 2).

The mean initial aqueous fluid content of tissue collected by PAL
after Puregraft processing was 13.1 £ 9.9% of total sample volume
and for tissue collected by syringe was 11.9 £ 10.9% of total
sample volume (Figure 2).

No significant difference in aqueous fluid content was observed
between syringe and PAL acquired lipoaspirates either before or
after processing the tissue with the Puregraft system (P =0.988 and
P = 0.626, by paired t test analysis, respectively).

A statistically significant reduction in aqueous content of tissue
recovered after Puregraft processing was observed in PAL
acquired samples compared to tissue prior to processing (P<
0.003). A trend toward significant reduction was also observed in
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syringe acquired samples (P =0.053 for syringe by two-sided
Paired t test analysis).

% total graft volume

40.00%
35.00%
30.00%
25.00%
20.00%
15.00%
10.00%

5.00%

0.00%

AQUEOUS CONTENT

uMA

B Syringe

Before PG After PG

Figure 2. Comparison of aqueous fluid content in fat graft acquired by syringe and
MicroAire PAL. N=6 donors.

8.3.2 Lipid content of graft

Doc # B011-001-Report

8.3.2.1 The mean initial free lipid content of tissue collected by PAL was

8.3.2.2

8.3.2.3

8.3.24

8.8 £ 3.7% of total sample volume and for tissue collected by
syringe was 9.9 £ 5.0% of total sample volume (Figure 3).

The mean initial free lipid content of tissue collected by PAL after
Puregraft processing was 0.97 + 0.83% of total sample volume and
for tissue collected by syringe was 1.9 + 1.5% of total sample
volume (Figure 3).

No significant difference in free lipid content was observed
between syringe and PAL acquired lipoaspirates before or after
processing the tissue with the Puregraft system (P =0.514 and P =
0.054, by paired t test analysis, respectively).

A statistically significant reduction of free lipid in tissue recovered
after Puregraft processing was observed in samples compared to
tissue prior to processing (P< 0.003 and P <0.004 by two-sided
Paired t test analysis, for PAL and syringe tissues, respectively).
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LIPID CONTENT

40.00%
35.00%
30.00%
25.00%

20.00% = MA

15.00% B Syringe
10.00%
5.00% -
0.00% -

% Total graft volume

Before PG After PG

Figure 3. Comparison of free lipid content in fat graft acquired by syringe and
MicroAire PAL. N=6 donors.

TISSUE CONTENT

120.00%

100.00%

80.00%

60.00% - uMA

m Syri
40.00% - yringe

% Total graft volume

20.00% -

0.00% -

Before PG After PG

Figure 4. Comparison of tissue content in fat graft acquired by syringe and MicroAire
PAL. N=6 donors.
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8.3.3 Tissue Content of graft

8.3.3.1

8.3.3.2

8.3.3.3

8.3.3.4

The mean tissue content of graft collected by PAL was 64 + 6.8%
of total sample volume and for graft collected by syringe was 63 +
9.9% of total sample volume (Figure 4).

The mean initial tissue content of graft collected by PAL after
Puregraft processing increased to 85.9 + 10.7% of total sample
volume and for tissue collected by syringe was 86.1+ 11.6% of total
sample volume (Figure 4).

No significant difference in tissue content of graft was observed
between syringe and PAL acquired samples before or after
processing with the Puregraft system (P =0.828 and P = 0.905, by
paired t test analysis, respectively).

A statistically significant increase in relative tissue content
recovered after Puregraft processing was observed in samples
compared to that prior to processing (P< 0.0002 and P <0.01 by
two-sided Paired t test analysis, for PAL and syringe tissues,
respectively).

8.3.4 Histology of Lipoaspirate

8.3.41

Representative hematoxylin and eosin stained images of PAL
acquired and syringe acquired samples are shown Figure 5 and
Appendix F. Regions of intact and disrupted adipose were
observed in samples obtained by both methods. There were no
obvious differences in

SYRINGE CONTROL MICROAIRE (PAL)

A.

B.

Figure 5. H & E stained microsections of lipoaspirate acquired by either PAL or syringe. Images were acquired
using a 10x objective and captured using a digital camera and SPOT image capture and analysis software.
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8.3.5 Lipolysis Assay

8.3.5.1 Relative adipocyte viability was significantly less in samples
obtained using PAL compared to syringe acquired tissue (P=0.02
by paired t test analysis) suggesting that the more aggressive
mechanical perturbation of the tissue during PAL harvest may
result in a lower quality graft (Figure 6).

ADIPOCYTE VIABILITY

100.0 85.4
I-P=0.02—

75.2

T

90.0

80.0

B MicroAire
70.0 -

H Syringe

% Viable Adipocytes

60.0 -

50.0 -

40.0 -

Figure 6. Lipolysis Assay determination of mature adipocyte viability in fat graft tissue acquired
by MicroAire PAL or syringe aspiration. N=5* donors.

8.3.6 Loosely Adherent Cell Analysis

8.3.6.1 The amount of cells and disrupted microvasculature retained but
not completely integrated within graft tissue is a measure of tissue
disruption resultant from tissue harvest. The mean number of
loosely adherent cells in PAL tissue was 5.88 x 10* + 3.49 x 10*
cells per gram of tissue whereas the number of these cells in
syringe acquired tissue was 5.86 x 10* + 3.68 x 10* cells per gram
of tissue. While there was no statistically significant difference in
mean number of cells (P=0.988), the recovered number of loose
cells in PAL acquired tissue was higher than that of syringe
acquired tissue in four of five samples (Figure 7A).
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8.3.6.2 Viability of loosely adherent cells in graft obtained by PAL (79.7
14.4%) or by syringe (70.8 £ 11.3%) was not statistically different
(P =0.117 by paired t test analysis). See figure 7B.

LOOSE CELL CONTENT

120000

100000

80000

60000

mMA

M Syringe

Loosely adherent cells / g tissue

2647 2668 2706 2722 2731 Mean

LOOSE CELL VIABILITY

100.00%
90.00%
80.00%
70.00%
60.00%
50.00%
40.00%
30.00%
20.00%
10.00%

0.00%

uMA

B Syringe

% Viable cells

2647 2668 2706 2722 2731 Mean

B.

Figure 7. Cell concentration (A) and relative cell viability (B) in loosely adherent cells from PAL
and syringe acquired tissues. N=6 donors.
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8.3.7 Immunocharacterization of loosely adherent cell content

8.3.71

8.3.7.2

8.3.7.3

8.3.74

Cytospin preparations of cell pellets obtained during loose cell
analysis were immunostained to qualitatively evaluate the
presence of different cell subpopulations found within the stromal
vascular fraction of adipose obtained using PAL and syringe.
Representative images of results are shown in Figure 8 and from
each donor in Appendix E.

CD31 and CD34 stain predominantly microvasculature, although a
small number of individual CD34 positive cells are observed
independent of the vasculature. Few if any individual cells are
stained with CD31.

CD45 expression is indicative of white blood cells and these cells
are seen to be qualitatively similar in abundance in these cell
preparations.

CD68 stains principally tissue monocyte/macrophages (which are a
subset of the CD45 positive cell population. These cells are more
or less abundant depending on the patient’s BMI. Within the BMI
range tested in this study, these cells constitute less than 5% of the
total CD45 cell population.

SYRINGE CONTROL MICROAIRE (PAL)

CD31
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SYRINGE CONTROL MICROAIRE (PAL)

CD34

CD45

CD68
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Figure 8. Representative images of different stromal vascular subpopulations in loosely
adherent cells obtained from PAL and syringe harvested adipose. Images captured using 10x

objective lens.

8.4 ADRC Characterization
8.4.1 Cell Recovery and Viability

8.41.1

8.4.1.2

The mean number of adipose derived regenerative cells (ADRCs)
from PAL tissue was 1.85 x 10° + 0.77 x 10° cells per gram of
tissue whereas the number of these cells in syringe acquired tissue
was 1.34 x 10° + 0.5 x 10° cells per gram of tissue. While there
was no statistically significant difference in mean number of cells
(P=0.08), the recovered number of ADRCs cells in PAL acquired
tissue was higher than that of syringe acquired tissue in four of five
samples (Figure 9A).

Viability of ADRCs obtained by PAL (81.2 £ 6.9%) or by syringe
(85.7 £ 2.8%) was not statistically different (P = 0.173 by paired t
test analysis). See figure 9B.
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Figure 9. A. Recovered ADRCs from PAL and Syringe acquired tissue. B. Relative cell viability

of ADRCs isolated from PAL and syringe acquired tissue. N=6 donors.

8.4.2 CFU-F
8.4.2.1 The mean concentration of adherent colony forming cells, an

indirect indicator of adipose-derived stem cells, in PAL tissue was
0.82 *+ 0.26% whereas the concentration of these cells in syringe

acquired tissue was 0.76 £ 0.2%. There was no statistically

significant difference in CFU-F capacity (P=0.386, paired t test)

(Figure 10).
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Figure 10. Colony forming unit-fibroblast (CFU-F) capacity of ADRCs isolated from MicroAire
power assisted lipoaspiration (MA) and by syringe aspiration. N = 6 donors.

8.4.3 Flow Cytometry

8.4.3.1 No differences in relative subpopulation content was seen between
tissue acquired using MicroAire PAL and syringe indicating that no
bias in cell recovery of a particular ADRC cell subpopulation occurs
when power assisted lipoaspiration is used (Table 2).

Table 2. Cell surface marker protein expression in ADRCs isolated from PAL acquired and
syringe acquired tissue.

Harvest CD45+/CD31-/CD34- | CD34+/CD31-/CD45- | CD34+/CD31+/CD45-
Technique | Mean x SD % Total Mean £ SD % Total Mean £ SD % Total
Cells Cells Cells
MA 37.314.2 34.715.1 12.8+£5.3
Syringe 36.8+8.5 31.5+£10.8 13.4 £4.99
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9.0 Deviations/Modifications to Protocol

9.1

9.2

9.3

Cryopreservation was attempted with only one of the donor samples due to lack
of tissue volume in the other five; however, since quality of lipoaspirate appears
so similar between PAL and syringe it is reasonable to assume that they may be
similar in regards to cryopreservation as well.

The syringe sample from Donor 3 was low volume and histology was not
performed on this sample due to lack of available tissue.

CFU-F results for donors 4 and 5 were estimated because progenitor number in

these experiments were higher than the number than within the expected range

and colony density in assay wells was too high to ascertain the actual number of
colony originator cells.

10.0 Conclusions

10.1

Based upon loose cell and ADRC generation data in combination with lipolysis
assay data use of MicroAire power assisted lipoaspiration appears to disrupt
adipose tissue more than syringe tissue harvest. This may be advantageous
when trying to acquire ADRCs in patients with low vascular density; however,
syringe aspiration is preferable to PAL when acquiring tissue that will be used for
fat grafting. Graft composition data before and after Puregraft processing
indicates that Puregraft is able to process graft regardless of harvest method
used in this study to yield comparable adipose graft.

11.0 Appendices

11.1
11.2
11.3
11.4
11.5
11.6

Appendix A Adipose Tissue Information Worksheet

Appendix B ADRC lIsolation and Cell Count Record

Appendix C CFU-F Assay Data Sheet

Appendix D Puregraft Assay Data Sheet

Appendix E Representative Immunostaining of Loosely Adherent Cells
Appendix F Representative Histology images of Adipose from PAL and Syringe

12.0 Revision History

Rev # Date Reason for Revision Change
Order No.
A Initial Release NA
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Appendix A - Adipose Tissue Information Worksheet
(Complete for each sample from each donor)

Date of collection: ({/lfl/\\ Sample ID#: 2(,0"‘ 7\'
Surgeon: /DY - N\ \\ ks

Donor gender: male / fémal Donor Age: Sa‘

-

Heightt_ 5% weight |9 BMI:

1. Harvest Site(s): TV{La{\\\S , \’\i(‘ﬁ, é\oS

2. Time of tissue arrival at lab for analysis a\' 50 ™
~ OO

3. Total volume of human lipoaspirate received ml.

4. Free Lipid Volume ~N 20 mL

3. Volume of lipoaspirate tissue set aside for Puregraft™ analysis | 3 © mL

6. Volume of lipoaspirate tissue set aside for lipolysis assay \O mL

7. Volume of lipoaspirate tissue set aside for histology evaluation ‘D/ mL

8. Volume of lipoaspirate tissue for Celution® 800/CRS processing \‘;G mL

Notes: Bloodiness of the sample wWan, v\/\(yQ bleoébn' we SS

Information recorded by (Signature/Date):M/ \/k/ ‘G[ /u

A < Heet Z[21/0

Reviewed by (Signature/Date)
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Appendix A - Adipose Tissue Information Worksheet

(Complete for each sample from each donor)

Date of collection: L”\ /l ﬁ/l \ Sample ID#: 26 L{ :'L
Surgeon: Dr. ML \s

Donor gender: male/ Donor Age: "5;_

{ o
Heightt 5 4°  weight  \3S BMI:

1. Harvest Site(s): /T\’\\)\\'\S N oS, N

2. Time of tissue arrival at lab for analysis A-30 ?N\

3. Total volume of human lipoaspirate received ml.

4. Free Lipid Volume i Q*O mL

5. Volume of lipoaspirate tissue set aside for Puregraft™ analysis k 20 mL

6. Volume of lipoaspirate tissue set aside for lipolysis assay t O mL.

7. Volume of lipoaspirate tissue set aside for histology evaluation 5 mkL

8. Volume of lipoaspirate tissue for Celution® 800/CRS processing 19\0 mL

Notes: Bloodiness of the sample nuyngy maQ UOOAMQ S

X /lal
Information recorded by (Signature/Date): \J— 4 [5’( l \
Reviewed by (Signature/Date) %b'-—:— Q. W + / 21 } a
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Appendix A - Adipose Tissue Information Worksheet
(Complete for each sample from each donor)
Date of collection: 9/ 4/ 1\ Sample ID#: 2668
Surgeon: (ohen
Donor gender: male A emal Donor Age: 33
Height 69 . Weight 137 lbs. g
1. Harvest Site(s): lC’wa /Gv"h’F 'Vwﬁ"“ﬁ/ H‘”‘ ks L Ay
2. Time of tissue arrival at lab for analysis lq9:00
3. Total volume of human lipoaspirate received bt ?)‘50 mL
4. Free Lipid Volume  ~ 10 M\ mL
5. Volume of lipoaspirate tissue set aside for Puregraft™ analysis -~ 199 mL
6. Volume of lipoaspirate tissue set aside for lipolysis assay \0 mL
7. Volume of lipoaspirate tissue set aside for histology evaluation 10 mL
8. Volume of lipoaspirate tissue for Celution® 800/CRS processing l?—O mL

Notes: Bloodiness of the sample_ tlin | Mﬂ\ blop AW\MS

Information recorded by (Signature/Date): a,, /‘(}p 4 N 9 l "&‘ l “
y a1 S0 (
Reviewed by (Signature/Date) N C el . F / 2] / /
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Appendix A - Adipose Tissue Information Worksheet
(Complete for each sample from each donor)
Date of collection: S / 4 [ 2ol Sample ID#: L4668
Surgeon: (o be
Donor gender: male /(emale } Donor Age: 5 3
Heightt_6T%a.  weight 137 1bs  gui
Harvest Site(s):_Enrecfedtes thighe  Clanks, qrms
Time of tissue arrival at lab for analysis I4.00
Total volume of human lipoaspirate received v Q 7-6 mL
Free Lipid Volume "‘1( M\ mL
Volume of lipoaspirate tissue set aside for Puregraft™ analysis il 171 0) mL
Volume of lipoaspirate tissue set aside for lipolysis assay {0 mL
Volume of lipoaspirate tissue set aside for histology evaluation 10 mL
Volume of lipoaspirate tissue for Celution® 800/CRS processing ”—D mL

Notes: Bloodiness of the sample moduuc, blOOA T2

Information recorded by (Signature/Date):, QU«V/\D‘ AN 5” "" ' H_

Reviewed by (Signature/Date)

Doc # B011-001
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Appendix A - Adipose Tissue Information Worksheet
(Complete for each sample from each donor)

Date of collection: (G {}/&\ Sample ID#: 270 >

Surgeon: QIQ\&
Donor gender: male/f@ Donor Age: L‘Ih‘!

Height ' 7" weight 163 Bmi:  26.3
i : .
1. Harvest Site(s): MRS ’P \&/\k Aved

2. Time of tissue arrival at lab for‘analysis \Q\PM

A3

3. Total volume of human lipoaspirate received ’VASO mL

4. Free Lipid Volume ~ (9\0 mL

5. Volume of lipoaspirate tissue set aside for Puregraft™ analysis 5 50 mL

6. Volume of lipoaspirate tissue set aside for lipolysis assay mL

7. Volume of lipoaspirate tissue set aside for histology evaluation J\) { b‘ mL

8. Volume of lipoaspirate tissue for Celution® 800/CRS processing mO mL

Notes: Bloodiness of the sample AT A} M& b\ ot W 55

LA

:l 534%“' (o [
Information recorded by (Signature/Date): : /Cl / ‘

Reviewed by (Signature/Date) ﬁ———: - 7’/’(/‘*/%-’ ?/ = / //
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Appendix A - Adipose Tissue Information Worksheet
(Complete for each sample from each donor)

Date of collection: (O/Q* /‘\ Sample ID#: &/’)'O o>~

Surgeon: GSI (9} [d

Donor gender: male/@lﬂ Donor Age:

Height _S' T weight  I{o BMI:

Harvest Site(s): \’\\(\)5; {:lc\/()\,h A bved

, . ' )

2. Time of tissue arrival at lab for analysis ! 9~ ‘FM

el
3. Total volume of human lipoaspirate received ) A5 ~1000 mL

M‘o\u“ OO
4. Free Lipid Volume 73S ~\ mL
. . . . . V506
5. Volume of lipoaspirate tissue set aside for Puregraft™ analysis mlL
6. Volume of lipoaspirate tissue set aside for lipolysis assay [O mL
7. Volume of lipoaspirate tissue set aside for histology evaluation l@ mL
8. Volume of lipoaspirate tissue for Celution® 800/CRS processing \ @O mL
Notes: Bloodiness of the sample MO é&r&’fe \Ol 60&\‘\&5‘ s
~— A\

Information recorded by (Signature/Date): : G / &/‘
Reviewed by (Signature/Date) %A_____” & f’”//oo - 7/ ra / 1
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Appendix A - Adipose Tissue Information Worksheet

(Complete for each sample from each donor)

Date of collection: @/ 3/ I\ Sample ID#: 7706 CS Yr«\y‘»)
Surgeon: Ce l"f""‘

Donor gender: male/ Donor Age: 1 %

Heightt S5 i Weight: 60 sm: & 7

1. Harvest Site(s): F’\M\lﬂs, ,A"‘I"m"““,% Arilla

2. Time of tissue arrival at lab for analysis | 24 Sjpm

3. Total volume of human lipoaspirate received 500 mbL

4. Free Lipid Volume Lo mL

5. Volume of lipoaspirate tissue set aside for Puregraft™ analysis ‘ U U mL.

6. Volume of lipoaspirate tissue set aside for lipolysis assay m mL

7. Volume of lipoaspirate tissue set aside for histology evaluation \ 0 mL

8. Volume of lipoaspirate tissue for Celution® 800/CRS processing n—D mL

Notes: Bloodiness of the sample ﬂ”mde«i’C \O\WCL e

!

Information recorded by (Signature/Date): @‘\/\V/ A\ /\ L I 5/ I '
v %)l/ . A
Reviewed by (Signature/Date) %A/-_\‘ Q Hoe oo 7/ 2\ / i
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Appendix A - Adipose Tissue Information Worksheet
(Complete for each sample from each donor)

Date of collection: 6 [3/ 1 Sample ID#: 2706

Surgeon: Cohen

Donor gender: male/émale? Donor Age: 4 Q

T [ Iy ;
Heightt > 5 Weight 169 BMI:. 27

1. Harvest Site(s): quﬂ%/ zArl/’d(N"'"‘ﬂu/g , Ax i la

2. Time of tissue arrival at lab for analysis itras

3. Total volume of human lipoaspirate received 500 mL

Lo

4. Free Lipid Volume mL.

5. Volume of lipoaspirate tissue set aside for Puregraft™ analysis | OD mL

6. Volume of lipoaspirate tissue set aside for lipolysis assay N mL

7. Volume of lipoaspirate tissue set aside for histology evaluation ‘0 mL

8. Volume of lipoaspirate tissue for Celution® 800/CRS processing i 7_ U mL

Notes: Bloodiness of the sample ﬁ/\%A«Q,{&\l’O ‘o‘ WA NS

Information recorded by (Signature/Date): &T M V l 3’ l!
Reviewed by (Signature/Date) W ‘JVQ e ?/ 2t/ /"

L4
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Appendix A - Adipose Tissue Information Worksheet
(Complete for each sample from each donor)

Date of collection: (pll‘“ﬂ’ Sample ID#: 1112

Surgeon: QO\A
Donor gender: male / Donor Age: LH[’

Height: Waeight: BMI:

. Harvest Site(s): ﬁ‘YM(; bé\(‘/\L, W‘S\\AS

Time of tissue arrival at lab for analysis l . L"ﬁ 9M

Total volume of human lipoaspirate received b 0 O mL

Free Lipid Volume __ = 5[ mL

Volume of lipoaspirate tissue set aside for Puregraft™ analysis 10 ':)' mL

Volume of lipoaspirate tissue set aside for lipolysis assay \'U mL

Volume of lipoaspirate tissue set aside for histology evaluation \0 mL

Volume of lipoaspirate tissue for Celution® 800/CRS processing l’LD mL

Notes: Bloodiness of the sample__IV} \0\ - W1 M}U‘C blo Dfi (V) A

Information recorded by (Signature/Date): 4‘/@_‘/’/ /]v/l\ \l / ‘4’[ I
Reviewed by (Signature/Date) Ao € H e 7’/ / 5'/ “

Doc # B011-001
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Appendix A - Adipose Tissue Information Worksheet

(Complete for each sample from each donor)

Date of collection: __\ “4 “\ Sample ID#: 11’17—

Surgeon: (:)10\)‘
Donor gender: male /(@ Donor Age: '+ \I
Height: _— Weight: — BM: __—

. Harvest Site(s).__ ¥ mS$, ‘Oﬁlf/w { ‘W(SMS

Time of tissue arrival at lab for analysis l : Ljfr) QM

Total volume of human lipoaspirate received ’4—1?,’ Q

Free Lipid Volume ! q mL

Volume of lipoaspirate tissue set aside for Puregraft™ analysis 2 O D

mL

mL

Volume of lipoaspirate tissue set aside for lipolysis assay \0

mL

Volume of lipoaspirate tissue set aside for histology evaluation } 0

mL

Volume of lipoaspirate tissue for Celution® 800/CRS processing | 10

mL

Notes: Bloodiness of the sample 'EY‘HI/MQ,\\/! bloo A\l/ 4 Adifhcut+ o

d(shrxﬂwsm assde . did ot SL'ﬂMAJ’(/

Information recorded by (Signature/Date): 01',(\,; /(v/\\ L “4’ / “
Reviewed by (Signature/Date) %,i——— %V Z{/"WA 3 / /7/ “
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TITLE
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Appendix A - Adipose Tissue Information Worksheet
(Complete for each sample from each donor)

Date of collection: __{g l“’ IH Sample ID# W-\,-21 2 | - S
Surgeon: Cohent
Donor gender: male / f Donor Age: 5 2

Height _ H'le  weight 12 BMI: 22,

1. Harvest Site(s):___ F leuna X, OUlg&LOmm

2. Time of tissue arrival at lab for analysis v 63 30 91'1/\

3. Total volume of human lipoaspirate received w V)—DD mL

4. Free Lipid Volume h 6‘0 mL

5. Volume of lipoaspirate tissue set aside for Puregraft™ analysis l Z 5— mL

6. Volume of lipoaspirate tissue set aside for lipolysis assay ‘ 0 mL

7. Volume of lipoaspirate tissue set aside for histology evaluation ‘D mL
8. Volume of lipoaspirate tissue for Celution® 800/CRS processing l lD mL

Notes: Bloodiness of the sample Minina , | 000’ ine))

Information recorded by (Signature/Date): 0“\/ /I/\ b / 13 / ’ l
A Hee s/t

Reviewed by (Signature/Date)
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Appendix A - Adipose Tissue Information Worksheet
(Complete for each sample from each donor)
Ma-L-

Date of collection: (g ‘ 1V} I” Sample ID#: 2%+ % ‘

Surgeon: (1 n\mu/\

Donor gender: male / f@ Donor Age: b1

Heightt b 'lp weight | 3Y BM: 2%
1. Harvest Site(s): Elarn iy , #ba}ow\»&/m
2. Time of tissue arrival at lab for analysis - 5; ?DODYV\
3. Total volume of human lipoaspirate received - UDO mL
4. Free Lipid Volume =100 mL
5. Volume of lipoaspirate tissue set aside for Puregraft™ analysis ’ 3 6‘ mL
6. Volume of lipoaspirate tissue set aside for lipolysis assay (0 mL
7. Volume of lipoaspirate tissue set aside for histology evaluation |0 mL
8. Volume of lipoaspirate tissue for Celution® 800/CRS processing ’?-—D mL

Notes: Bloodiness of the sample MOOILW’\/"O UODJ fnet

Reviewed by (Signature/Date) %“Q—»‘ 77///5"L 7/ /5‘/ /!

7

Information recorded by (Signature/Date): CL A /)4 A v / b / l /
C
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Appendix B - ADRC Isolation and Cell Count Record

(Complete for each donor)
Human lipoaspirate information:
Cytori ID NoMk-1-21F R Date of Lipoaspirate Harvest "\/(c(/l ‘
Amount of human lipoaspirate processed: VL O mL
Amount of Celase™ used: .\ mL
Materials Information:

Material Lot # Exp Date
Celution® 805 Consumable Sets | 10184 2o~ 03
Celase™ Reagent (433 224 Zo\o-0O4%
Nucleocounter cassettes oul-08 2ol -0
Other
Equipment
Celution® 800/CRS Device S/IN_ | Syr: |8F7F MA:
Celution® 800/CRS Device .
Software version L% \/ g[ ® ;
NucleoCounter Asset No. QUL O : g:tcal feoCounter Cell Counting

Cell Count
Post Isolation

Dead Cells/mL * DF | 2.6e® |QQeS | Q.FeS
Total Cells/mL * DF ||, $e% [ [ Fe® | |56
Viable Cells/mL }. 2e@ | |, 4el | | 2eC
Volume g, ambl-
Total Viable Cells |6 Hee W
Viability ga.3 /.| g3/ | 2.4/
DF - Dilution Factor
Performed By: AN\MAK’ ASN\P(& Date: Lk/‘ a/0

Verified By: %M—* C }/M”é'( Date: 7/2( / “
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Final Volume Cells Resuspended:

Appendix B - ADRC Isolation and Cell Count Record

Final Cell Concentration:

sample: | mL for CFU/F assay; 2.5

(Complete for each donor)

--continued--
| 2eC ADRCs/mL

mt for FACS

NucleoCounter® Cell Counting Data for Loose Cell Analysis:

‘14"‘“26”7'57("

Cell Count
Post Isolation

Dead Cells/mL * DF [t.57eS [i+7¢S [ 157§
Total Cells/mL * DF [445¢ s |4 8¢S |4, gbes
Viable Cells/mL 3.27e$18 e s | 3325
Volume aEsy.

Total Viable Cells ‘

Viability (737> 1116777,

DF — Dilution Factor

Performed By: /V f

Verified By: %a/"\ C Haent

ave = 3:25”’65‘"\/.\,,}\&(;6”5/,,(“

Date: L//ﬂ/“
Date: 7/7’/ "
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Appendix B - ADRC Isolation and Cell Count Record
(Compilete for each donor)

Human lipoaspirate information: /
Cytori ID No A -\ - UsXFDate of Lipoaspirate Harvest "Y( 1a/\
Amount of human lipoaspirate processed: QO ml.

Amount of Celase™ used: 2-V  mL

Materials Information:

Material Lot # Exp Date
Celution® 805 Consumable Sets | o121 20\ 08
Celase™ Reagent ‘ l47az2dd 20\D- 0%
Nucleocounter cassettes ON-0S 2018-0%
Other
Equipment
Celution® 800/CRS Device S/N [ Syr: MA: 1637
Celution® 800/CRS Device ¥
Software version - l/’Z' ® .
NucleoCounter Asset No. PO g:tc:.eoCounter Cell Counting

Cell Count
Post Isolation

Dead Cells/mL * DF |3.4e® [3.2e5 [2.5e>
Total Cells/mL * DF | Q.be% | 2.5 | 2.6e®
Viable Cells/mL 2.2e0(2.20e@ | .20
Volume 5. lmul
Total Viable Cells || .i(peF
Viability %6. 31 |8-a. |40.%7-

DF — Dilution Factor

Performed By: AMM"\’& A‘SN‘A"O\ Date: L{/[ﬂ /”
Verified By: X/,w-—: C 7'//"(/"{’ Date: 7 /2! / I
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Appendix B - ADRC Isolation and Cell Count Record

Final Volume Cells Resuspended:

Final Cell Concentration:

(Complete for each donor)

--continued--
6‘ 2 mL
D.8%e ADRCs/mL

sample: A mL for CFU/F assay; 2. (o mL for FACS

NucleoCounter® Cell Counting Data for Loose Cell Analysis:

Cell Count
MA-1-244 1 Post Isolation
Dead Cells/mL * DF | 2.47.5 230 e$ | T13e8
Total Cells/mL * DF |67 ¢519.3%S | {3325 | guwrage: ~ Jlbl celb
Viable Cells/mL Y325 |5.0i eS| 4,055 i L 76 eS Vi /’7 C
Volume 4.4 mL-

Total Viable Cells

Viability 6507, 16%47.

64.97.,

DF — Dilution Factor

Performed By: f\/ 9/

Date: Lf/“c'/”

Verified By: %"/""' < 77/’064% Date: 7/ 21 / [

Doc # B011-001




CONFIDENTIAL

g‘?cytorl

PROTOCOL
DATE WRITER DOCUMENT NO. REVISION NO. PAGE
1/3/11 KCH/BMS B011-001 A 10 of 16

TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record

(Complete for each donor)

Human lipoaspirate information: / \
~2.< -

Cytori {Bﬁlo 266% 5‘1& Date of Lipoaspirate Harvest g/ Y ‘

Amount of human lipoaspirate processed: '90 mL

Amount of Celase™ used: -\ mL

Materials Information:

Material Lot # Exp Date
Celution® 805 Consumable Sets 1O\ 560 20t~ 0%
Celase™ Reagent W74 20104
Nucleocounter cassettes oMU~ 0S5 2017 -0
Other
Equipment
Celution® 800/CRS Device SIN [ Syr: 1 FF [MA: ——
Celution® 800/CRS Device l / \ '
Software version Ul e Nucl ® .
NucleoCounter Asset No. %L\[{’,‘o D:t(fa ?oCounter Cell Counting
Cell Count
Post Isolation
Dead Cells/mL * DF |3.%¢5 [(5.6€5 | . e
Total Celis/mL * DF_|S 31e© [S.3%¢% 5.5
Viable Cells/mL Y $QeC| §.i3e G| Y F32%
Volume 52ml.
Total Viable Cells  |2.51e?
Viability b3 1R & LT 8bH L
DF — Dilution Factor
Performed By: p\N\N\ PYQ ASMW Date: l;/l-{ /t\

Verified By: 7@-—-—‘ C_ WK— Date: 7/ 2’/ / /

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record
(Complete for each donor)

--continued--
Final Volume Cells Resuspended: 6 > mbL
Final Cell Concentration: L" §Se v ADRCs/mL
sample: | mL for CFU/F assay; K. 6l mL for FACS

NucleoCounter® Cell Counting Data for Loose Cell Analysis:

Cell Count
MA-T-Teeg Post Isolation
Dead Cells/mL * DF [$\9%5 [ 6. 74515978
Total Cells/mL * DF_[i.37¢¢ | 147 eb |1-28cb ) . , e ll
Viable CellsimL |8 eS| 7.52e5 | Oles aveemger 7,9eS umble dymc
Volume 2,5 md-
Total Viable Cells
Viability 59.97. | $417,[5107,

DF — Dilution Factor

Performed By: ﬂ/ Date: 57//‘7/”
Verified By: %M,:; C }///ak— Date: 7 /2! / /"

L

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record

(Complete for each donor)
Human lipoaspirate information:

Cytori I[/)MQBZ‘%(}% Date of Lipoaspirate Harvest S / Lﬁ/ L
mL

Amount of human lipoaspirate processed: \ QD

Amount of Celase™ used: .\  mL
Materials Information:

Material Lot # Exp Date
Celution® 805 Consumable Sets 61862 Aol -0P
Celase™ Reagent gt | 2oo-cH
Nucleocounter cassettes Oul-08 -
Other
Equipment
Celution® 800/CRS Device SIN_ [ Syr: —— [MA: { B4
Celution® 800/CRS Device /
Software version Lf-‘ ‘;\ ® .
NucleoCounter Asset No. Byl 0 g:tc:oCounter Cell Counting

Cell Count
Post Isolation

Dead Cells/mL * DF |46.%¢5 [43¢% [8.4<5
Total Cells/mL * DF [5.85¢e©|(.0%¢%|S.al ®
Viable Cells/mL 5ol |S 07415010 %
Volume & aml
Total Viable Cells | 3.(4e]
Viability 88 47.18%.9/. 184. 1.
DF - Dilution Factor
Performed By: P(\MN\RK b\%w Date: 5/1"/“
Verified By: Z/»—: C Moo Date;, 7/21 / /"

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record

(Complete for each donor)

--continued--
Final Volume Cells Resuspended: g :)‘ ml
Final Cell Concentration: 6.0 ?DQ,(" ADRCs/mL

sample: ___|  mLfor CFU/F assay; _[AF  mL for FACS

NucleoCounter® Cell Counting Data for Loose Cell Analysis:

Cell Count
MA-T-T6(6-57 Post Isolation
Dead Cells/mL * DF ¢, 46¢e576.79.576.95¢ ¢ l
Total Cells/mL * DF [1:69¢6 |i.64¢¢ || .S9c & G erange ! 180§ viable Ce,lsmc
Viable Cells/mL Lede o 96600 [4.39.5
Volume 2.7 m L
Total Viable Cells
Viability CLCT, 887, 15%77,

DF — Dilution Factor

Performed By: ﬁ;’ Date: Sd/l'f/h
//g&—"" C H.oucwdd_ Date: :7/1(/ L

Verified By:

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record
(Complete for each donor)

Human lipoaspirate information: ng
Cytori ID Nom&%jﬂg%‘{mate of Lipoaspirate Harvest b A
Amount of human lipoaspirate processed: (60 mL

Amount of Celase™ used: "8 mL

Materials Information:

Material Lot# Exp Date
Celution® 805 Consumable Sets | H o182, Zoll -0%
Celase™ Reagent 417024 2010 -0
Nucleocounter cassettes AM-08 Zoil-o44
Other
Equipment
Celution® 800/CRS Device S/N. [ Syr: 123 F [ MA:
Celution® 800/CRS Device U / £l
Software version ' NucleoCounter® Cell Countin
NucleoCounter Asset No. wtbo Data: g

Cell Count
Post Isolation
Dead Cells/mL * DF |{.Se% 3,25 | 4. 0eS
Total Cells/mL * DF [3.42¢© |2 . 76|23 Be 6
Viable Cells/mL 2.3e | 7.deld 2.deC

Volume G.lml
Total Viable Celis [.%eT
Viability 8S.L1 | 8357 85 -3/l

DF — Dilution Factor

Performed By: AMM&E/ A'JW‘HL Date: ¢ /C/l
Verified By: %_; C Hcerk oate:. 7/21 /1

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record
(Complete for each donor)

-~continued--
Final Volume Cells Resuspended: g } mL
Final Cell Concentration: Q- S C(’ ADRCs/mL ”\/\\\
sample: l mL for CFU/F assay; ?2, > mL for FACS /‘&< \,\
NucleoCounter® Cell Counting Data for Loose Cell Analysis: W )
Cell Count \ O\"
Post Isolation ) X(
Dead Cells/mL * DF [~ " \,%&@N
Total Cells/mL * DF W
Viable Cells/mL N P\
Volume PN [ vl TN
Total Viable Cells SN
Viability

DF — Dilution Factor

Performed By: AWW\W’Q B{SN\M Date: (e{}/l\
Verified By: 4«”‘ C Pk Date:  7/21 / //

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs
Appendix B - ADRC Isolation and Cell Count Record
(Complete for each donor)

Human lipoaspirate information: /}/”
Cytori ID No%k*‘b’gﬂgg Date of Lipoaspirate Harvest [”
Amount of human lipoaspirate processed: 00 mL
Amount of Celase™ used: _[L/&€  mL

Materials Information:

Material Lot # Exp Date

Celution® 805 Consumable Sets HOIEL D 2oll- 0

Celase™ Reagent 47aziz4 | zolp-04

Nucleocounter cassettes oll-ns 2012 - o4

Other

Equipment

Celution® 800/CRS Device S/IN | Syr: ——— MA: | B4F

Celution® 800/CRS Device o

Software version 3! /E‘ NucleoCounter® Cell Counti

NucleoCounter Asset No. BYHGLO ucleoCounter™ Cell Lounting

Data:

Cell Count
Post Isolation
Dead Cells/mL * DF |(.e2 (4. %es |d.2e8
Total Cells/mL * DF | A e 3.Ue® | 2.8
Viable Cells/mL 23eC[2. 1% |2.HeC

Volume 5.3mb
Total Viable Cells (28eT
Viability R NACS AR A

DF — Dilution Factor

Performed By: ’&KMM»‘%R \ASMM Date: G/;l/“
veriied By Ko—" € et e /20!

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record

(Complete for each donor)

--continued--
| 5.
Final Volume Cells Resuspended: mL
Final Cell Concentration: Q-"W’C—C’ ADRCs/mL

- =
sample: l mL for CFU/F assay;, __ 2-2 mL for FACS

NucleoCounter” Cell Counting Data for Loose Cell Analysis:

Cell Count
Post Isolation

Dead Cells/mL * DF [3.94.5 | 7.5 bes | Y1 265

Total Cells/mL * DF [1.01, 6 |i. 46 [[.Séep

Viable Cells/mL  [(19e 5 |1 13c6 | L 156 Guernges G poe s viuble @y

Volume 2L 6 L “
Total Viable Cells
Viability L) .o7. [76-07,] 73.57

DF — Dilution Factor

PR

Performed By: N 2 Date: 6/2/ “

Verified By: %w: C WM Date: 7/2'/ i

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record
(Complete for each donor)
Human lipoaspirate information:
Cytori ID No 7,1 QV Date of Lipoaspirate Harvest (0 ,,5 i ”
Amount of human lipoaspirate processed: "LO mL
Amount of Celase™ used: _2-\_mL

Materials Information:

Material Lot # Exp Date
Celution® 805 Consumable Sets | Flp s 201l -0§
Celase™ Reagent ‘ I9trq9224d | dolg-o04
Nucleocounter cassettes vill- 0§ 20]2- o4
Other
Equipment

Celution® 800/CRS Device S/IN [ Syr: ¥+ MA: —
Celution® 800/CRS Device I |
Software version 4. I v

® .
NucleoCounter Asset No. LU D g:tcal?oCounter Cell Counting

Cell Count

Post Isolation
Dead Cells/mL * DF [%.4eS [4. LS [H. Les
Total Cells/mL * DF |9, ¥4,*| #4.2%¢* H.02¢Y
Viable Cells/mL 3.43¢%[2.93¢% [ 1.6 eY
Volume = 9.1+
Total Viable Cells  [k¥leT [1.04e T 3F2T
Viability - ¥1.5 1 51b |
DF — Dilution Factor

Performed By: CLV/\Q!/ A\/A\- Date: b‘ zl'l
Verified By: Ofw < Mo pate. 7 [20/ "

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record

(Complete for each donor)

--continued--
Final Volume Cells Resuspended: 5.L mL
Final Cell Concentration: 5.\ ¥¥ip¥ ADRCs/mL

sample: ! mL for CFU/F assay; 2 ]j mL. for FACS

NucleoCounter® Cell Counting Data for Loose Cell Analysis:

) Cell Count
MA-Y.110e- Y Post Isolation
Dead Cells/mL * DF [1.47¢5 [ Lbzey |T-41eS”
Total Cells/mL * DF_|].Z5¢b || Hbeb |1V el . ‘ cells
Viable Cells/mL I;Otg@ LZd e 9. ¥ S o‘\p{ru?b: |, OS’Cé V- ’iLIE/ //),L
Volume - 2.5 4+
Total Viable Cells | 2:5¢¥ | Buel |2.36,1
Viability L8y | ST 71677,
DF — Dilution Factor
Performed By: f;\) - Date: _© / 3/ Y

Verified By: K,\, - }’/M “— Date_ 7 / 2( / /

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record

(Complete for each donor)

Human lipoaspirate information:
Cytori ID No L} V) \I Date of Lipoaspirate Harvest ¥ l ) / ”

Amount of human lipoaspirate processed: 110 mL

Amount of Celase™ used: 2-\ mL

Materials Information:

Material Lot # Exp Daje
Celution® 805 Consumable Sets | FID1¥LV 20i-0&
Celase™ Reagent | Q2128 | Jelt-04
Nucleocounter cassettes vil[-05~ 7cl1- 04
Other
Equipment
Celution® 800/CRS Device SIN | Syr: ___ MA: |[TH1-
Celution® 800/CRS Device W]
Software version ME ® Cell C ti
NucleoCounter Asset No. L0 gtajtcal.eoCounter efl Counting

Cell Count
Post Isolation

Dead Cells/mL * DF | 1b%:¥ [Lb 2% [1.59 "
Total Cells/mL * DF |¥.bkFe*[¥.22¢° [ F.¥¢Y
Viable Cells/mL .05 b b3 j&,uﬂ
Volume i KL
Total Viable Cells  |3W T 4 Hige T 5257
Viability .2 | %06 | 14.b
DF — Dilution Factor
Performed By: ﬂixvf\ “/\ A A Date: U | 3/ il
Verified By: B G ’l’l”i""‘//‘/ Date: 7 /22 / ("

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record

(Complete for each donor)

--continued--
Final Volume Cells Resuspended: E‘ /)/ mL
Final Cell Concentration: U’*(LZ) ks \Ub ADRCs/mL

sample: ! mL for CFU/F assay; L‘; mL for FACS

NucleoCounter® Cell Counting Data for Loose Cell Analysis:

Cell Count
MA-4-2T70 Post Isolation

Dead Cells/mL * DF [1,33¢5 [ 1137 § 1355

Total Cells/mL * DF [7.920¢ 17-32¢5 |b-71cS

Viable Cells/mL___ [6.be S [5.49c5 [S 0,5 | ¥ Y S48 0§ viable <elly
™

Volume — 2.5 4+

Total Viable Cells _ [Wulh¢V| LAY [1,3547

Viability TS 7270357, | 3011

DF — Dilution Factor

Performed By: /\)T Date: b /> /11

Verified By: 74-: C 7’//("’0(* Date: ?/ 22/ "

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record

(Complete for each donor)
Human lipoaspirate information:
Cytori ID No 1% 1L Date of Lipoaspirate Harvest Y I ‘4’ l ”
Amount of human lipoaspirate processed: \’LO mL.

Amount of Celase™ used: 2\ mL
Materials Information:

Material Lot # Exp Date
Celution® 805 Consumable Sets | Fini3lb Qvll-0%
Celase™ Reagent IHg2L41% | 2vuip-05
Nucleocounter cassettes 0b]-02 20012-v0Y
Other
Equipment .
Celution® 800/CRS Device S/N_[Syr: 1§44 [MA: —
Celution® 800/CRS Device | ,lf/ |
2oft;/varg vertsior;\ N AP NucleoCounter® Cell Counting

uclecCounter Asset No. [0 Data:
Cell Count
Post Isolation
Dead Cells/mL * DF [5:9¢5 | 9.F¢% | 44,5
Total Cells/mL * DF_[3.ybe” [5-54¢Y¥ 5. LD Y
Viable Cells/mL___ [3-07¢Y |3-0¢% [3-15,%
Volume -1 5-1 5.1
Total Viable Cells )
Viability 4.2 1921 [s54-¢
DF - Dilution Factor
Performed By: 01/\/\ Q//l A Date: U I"””
L \«r v L 4

Verified By: Kl C ?/M””“’ Date: 7/ ! s/

Appendix B - ADRC Isolation and Cell Count Record

Doc # BO11-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Final Volume Cells Resuspended:
Final Cell Concentration:

sample: ‘ mL for CFU/F assay; 5. 15

(Complete for each donor)

--continued--
6- 1 mL
7.0% x 10 ADRCs/mL

mL for FACS

NucleoCounter® Cell Counting Data for Loose Cell Analysis:

R Cell Count

A 2Telsye Post Isolation
Dead Cells/mL *DF |1 304 [Z. 2.y | 1 7eY
Total Cells/mL *DF [\1e$§ [VWWZeS [ $-l104
Viable Cells/mL 16ed [1,9¢7 [ (324
Volume = 5.0 1

Total Viable Cells  |%+38¢S | 3.0 ¢S 1.97cS
Viability P92 BT 707

DF - Dilution Factor

Performed By:

N

QC Hack—

Verified By: ﬂ"*‘:

Doc # B0O11-001

Date: é’/”"/’l

Date: 7"Y/“

poncenbabin: 63 &7 wable eclly
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record
(Complete for each donor)
Human lipoaspirate information:
Cytori ID No 7—1 11l  Dateof Lipoaspirate Harvest Y l"” I
Amount of human lipoaspirate processed: \1«\7 mL
Amount of Celase™ used: _2-{ _mL
Materials Information:

Material Lot # Exp Date
Celution® 805 Consumable Sets | F101$1© 20i-0Y%
Celase™ Reagent H4g2e122 | 20l0-05
Nucleocounter cassettes o5 l]l-02 20i2-0%
Other
Equipment
Celution® 800/CRS Device S/N | Syr: — MA: | ¥+ T
Celution® 800/CRS Device Wilel
S UEICRIE L NucleoCounter® Cell Counting
NucleoCounter Asset No. L, 0 Data:

Cell Count
Post Isolation
Dead Cells/mL * DF [I-13¢° [137¢* [[.32¢"
Total Cells/mL * DF_[-14¢* [F-0lv  [150c"
Viable Cells/mL Al - WY A"

Volume 6\ 5.1 |54
Total Viable Cells | 5.0l ¢H 2-884H 319t
Viability €1.9 |¥0-1 |[¥1-4
DF - Dilution Factor
!
Performed By: 0! ~ LV Date: _U h"” 1
V) 7 AN ' /
Verified By: Wb C Hoeet Date:_ & / /‘f,/ /

Appendix B - ADRC Isolation and Cell Count Record

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

(Complete for each donor)

--continued--
Final Volume Cells Resuspended: 6 \ mL
v
Final Cell Concentration: .91 ¥10 ADRCs/mL

sample: | mL for CFU/F assay; __| 3 mL for FACS

NucleoCounter® Cell Counting Data for Loose Cell Analysis:

, Cell Count
MA-S- 2721 Post Isolation

Dead Cells/mL * DF |441023] 1 e3 |7 e

Total Cells/mL *DF [hTe§ 11,985 |1.5eS

Viablo Galls/mL T3S ([ Hes |1 des | awermper 1.37¢5 V“‘"Lk““‘/mz,

Volume — 3.0+
Total Viable Celis | %25 [4iLes | #1<¥
Viability 43.57 |45.27,1147 4
DF — Dilution Factor
NS 1
Performed By: Date: 6 / (L7 /( L

Verified By: Aos C Maed—  paer 7L / "

Doc # B011-001
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TITLE

Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record

(Complete for each donor)
Human lipoaspirate information:
Cytori IB%\J,(?‘ 7,1 D ‘*ﬂabate of Lipoaspirate Harvest ") llb l ”
Amount of human lipoaspirate processed: {20 mL
Amount of Celase™ used: _ 2.1 _mL
Materials Information:

Material Lot # Exp Date
Celution® 805 Consumable Sets Hoigle 0 Jo1]l-0f
Celase™ Reagent g2l q23 20i0-05
Nucleocounter cassettes 05 1l-02 2012-v¥
Other
Equipment \
Celutiong 800/CRS Device SIN_ [ Syr: [ ¥44 MA: —
Celution™ 800/CRS Device e
Software version 4 ! IF] . S
NucleoCounter Asset No. eHi, 0 Data:

Cell Count
Post Isolation

Dead Cells/mL * DF | 5.5 .| 5] 8.1£S ;&7’/43"//' e
Total Cells/mL * DF |3 -39¢* [ b-tbe* | 3.5¢
Viable Cells/mL 2.9 (25,0 | &1
Volume \+ .1
Total Viable Cells_ |Luet 113 T 15T F
Viability ¥5.7 | ¥0.1 | %13
DF — Dilution Factor
Performed By: q‘ AN D pa Date: __U m’ I”

W \ A
Verified By: l’a- C Heede  pae. 7177, /7

Doc # B011-001

NucleoCounter® Cell Counting
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1/3/11 KCH/BMS B011-001 A 11 0of 16

TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record

(Complete for each donor)

--continued--
Final Volume Cells Resuspended: 6 \ mL
Final Cell Concentration: 1.y \ X \’0" ADRCs/mL
sample: \ mL for CFU/F assay; o mL for FACS

NucleoCounter® Cell Counting Data for Loose Cell Analysis:

Cell Count
Post Isolation

Dead Cells/mL *DF |% 4,5 [ 4:%¢5 [{.§eS
Total Cells/mL *DF [{.5¢ % [1.4e¥ | 1.Beb
Viable Cells/mL Lle¥ [1.0eY [§.4eT
Volume 2.6
Total Viable Cells  |2.3%5,% | 1.6+% | 2.1¢"
Viability 4.0 | 3. | UD.

DF — Dilution Factor

Performed By: &‘r\v/\d[ . /\/ Date: __ U h‘l h\

Verified By: 71('0./0\: C H-—eX Date: 7/ / '

Doc # B011-001




g?cytorl

CONFIDENTIAL

PROTOCOL
DATE WRITER DOCUMENT NO. REVISION NO. PAGE
1/3111 KCH/BMS B011-001 A 10 of 16

TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record

(Complete for each donor)
Human lipoaspirate information:

Cytori IDMI\%A’:I} 2|  Date of Lipoaspirate Harvest __le Il lF/ Il
’10 mL

Amount of human lipoaspirate processed:
Amount of Celase™ used: 1.1 mL

Materials Information;

Lot #
Fioigl©

I4%20923
05ll-02

Exp Date
201l-9¢
2010-05
2011-0Y

Material
Celution® 805 Consumable Sets
Celase™ Reagent
Nucleocounter cassettes
Other
Equipment
Celution® 800/CRS Device S/IN__| Syr: —
Celution® 800/CRS Device
Software version
NucleoCounter Asset No.

WA [§FF
4.1 [l

NucleoCounter® Cell Counting
Data:

LD

Cell Count

Post Isolation
Dead Cells/mL * DF 11. T\ ¢¥ [1-8ke ¥ [14Yc"
Total Cells/mL * DF 4.1} <" [H.39. " [#.20¢"
Viable Cells/mL 1.4.Y (242 2. %0
Volume 5l —
Total Viable Cells | AT et |13 T[1.27eF
Viability ZRIETHEITES
DF — Dilution Factor

Performed By: %‘/\Q/ /]V-

Date: b Jite [
Date: 7//}’///

r
e 7.{,._‘4&

A

Verified By:

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix B - ADRC Isolation and Cell Count Record

(Compilete for each donor)

--continued--
Final Volume Cells Resuspended: 6 . ‘ mL
Final Cell Concentration: .95« o ¥ ADRCs/mL
sample: & mL for CFU/F assay; mL for FACS

NucleoCounter® Cell Counting Data for Loose Cell Analysis:

Cell Count
Post Isolation

Dead Cells/mL *DF [[. 3¢S [2.beS | 3.0¢5

Total Cells/mL *DF [].5¢% | 1.6¢" [1.6¢"

Viable Cells/mL e L2 | LLef

Volume arulin j+ 1.5 -

Total Viable Cells ¢ 13-g7%— 3-0¢¥ | 2.0¢Y

Viability 2% 83| [82F | ¥0.0

DF — Dilution Factor

Performed By: OLV\D() A4 Date: Wit [ 1]

Verified By: ﬂ——\‘ C 7’/,</o«/(, Date: 7//5'/((

Doc # B011-001
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Appendix C - CFU-F Assay Data Sheet

1. sample ID#_MA-1- 264F SR

2. Cell plating date: L‘/‘q /H

3. Total Number of Incubation Days:

4. Viability of the original sample:

5,000 celis/
well

CFU-F assay performed by (signature & date): m k’/‘;‘/"A{

Verified by (signature & date): A= QMoo

Doc # B011-001

and Assay End Date;

(o

G2.54 /-

(Complete for each sample from each donor)

4/;</H

DEE)

Average CFU-F in 5,000 cells
per well plating density =

CFU-F frequency (%) =

323

0. 606

=z [z |

7




éf%ytorl

CONFIDENTIAL

PROTOCOL

DATE
1/3/11

WRITER
KCH/BMS

DOCUMENT NO.
B011-001

REVISION NO.

A

PAGE
12 of 16

TITLE

l—

Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Appendix C - CFU-F Assay Data Sheet

(Complete for each sample from each donor)

i sample D #_ MA~1 = 2643

2. Cell plating date: L&/\Q/\\ and Assay End Date: A / D,C/“
0

3. Total Number of Incubation Days:

4. Viability of the original sample:

€ <. 04 /.

5,000 cells/
well

QRIC
@6

Average CFU-F in 5,000 cells
per well plating density =

CFU-F frequency (%) =

0.6+

[SHS— dlac/
CFU-F assay performed by (signature & date): i —~ !

Verified by (signature & date):

Doc # B011-001
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Appendix C - CFU-F Assay Data Sheet

(Complete for each sample from each donor)

1. sample ID#_MA-2- 2606¥ SYR

2. Cell plating date: 6/‘“{ /“ and Assay End Date: g/ﬁ /t \

3. Total Number of Incubation Days:

4. Viability of the original sample:

5,000 cells/
well

5

%3.08 /.

-
CFU-F assay performed by (signature & date): ‘W, 5 A 0 /“

C Pk

Verified by (signature & date):

Doc # B011-001

262 (1)

L
B -

&

Average CFU-F in 5,000 cells
per well plating density = :

CFU-F frequency (%) =

205

o .

2/2/ 1!
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Appendix C - CFU-F Assay Data Sheet
(Complete for each sample from each donor)

1. Sample ID # MA’ 2 - 2663

2. Cell plating date: 6/%/“ and Assay End Date; g /é‘ /l k

3. Total Number of Incubation Days: g

4. Viability of the original sample: % g ‘:}4{ /‘

@ @ Average CFU-F in 5,000 cells 25
5,000 cells/ per well plating density =
well &
@ @ CFU-F frequency (%) = 0 ) fr’
(\1 5@7 "”/ / [
CFU-F assay performed by (signature & date): S l o

Verified by (signature & date): '%/ — 7/2, /“

Doc # B011-001
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Appendix C - CFU-F Assay Data Sheet

(Complete for each sample from each donor)

1. Sample ID#_ M -%- 2309 SYR,

2. Cell plating date:

C,/Q/n

3. Total Number of incubation Days:

4. Viability of the original sample:

4

ol
and Assay End Date: (’ / (9

Qo bl 7

5,000 cells/
well

Average CFU-F in 5,000 cells \ 5
per well plating density = 3
@ @ @ CFU-F frequency (%) = O ;“<

!
CFU-F assay performed by (signature & date): @,@37 L/ 0 / l

Verified by (signature & date):

Doc # B011-001

P & et 7 /21)
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Appendix C - CFU-F Assay Data Sheet
(Complete for each sample from each donor)

1. Sample ID # M -3 -3 0>
Ll

2/

2. Cell plating date: and Assay End Date;

3. Total Number of Incubation Days: L'{'

4. Viability of the original sample: %)/Z .51 /

@ @ Average CFU-F in 5,000 cells f’ = 13/
5,000 cells/ per well plating density = ‘
well
@ CFU-F frequency (%) = 0 ?7 i
e
CFU-F assay performed by (S|gnature & date):

Verified by (signature & date): ) ,.0/«/“ < )/ML ’7’/2 1/

Doc # B011-001



c‘z?cytorl

CONFIDENTIAL

PROTOCOL

DATE
1/3/11

WRITER
KCH/BMS

DOCUMENT NO.
B011-001

REVISION NO.
A

PAGE
12 of 16

TITLE

Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

—

Appendix C - CFU-F Assay Data Sheet

(Complete for each sample from each donor)

. Sampilg\{lt/#ﬁ’ 2:"‘)\? g\m\

N

Cell plating date:

v sl

3. Total Number of Incubation Days:

>

5,000 cells/
well

Viability of the original sample:

5

%ch/tlv

and Assay End Date;

uls I\

H®E
Ol0I®

CFU-F assay performed by (signature & date):,

Verified by (signature & date):

Doc # B011-001

Average CFU-F in 5,000 cells
per well plating density =

/\(\J AA L2 ]

\ >

CFU-F frequency (%) = D /be

] VC%A_,” 7/2////%
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Appendix C - CFU-F Assay Data Sheet
(Complete for each sample from each donor)

ma-4—
1. Sample Iil?g#:Lr 1%\?

2. Cell plating date: ¥ '3/“ and Assay End Date; ‘.l ‘X l n
3. Total Number of Incubation Days: 5
4. Viability of the original sample: %\ " olc

@ Average CFU-F in 5,000 cells D g
5,000 celis/ per well plating density = ‘ '

[ EEU———

well
CFU-F frequency (%) = O« 9“‘

CFU-F assay performed by (signature & date): &P RA A\//\‘ \9 ’ ) , “
- < = /22 /11

Verified by (signature & date): %,,.__f

Doc # B011-001
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Appendix C - CFU-F Assay Data Sheet

1. Sample ID #: 1312

2. Cell plating date:__\L, 14 ’i\

3. Total Number of Incubation Days:

4. Viability of the original sample:

(Complete for each sample from each donor)

and Assay End Date: V) !2—0 i ”

le

85.2"/o

Q Average CFU-F in 5,000 cells 7»S' +

5,000 cells/ per well plating density =
well TCA <~ 74;“7»’///
—
O Q O CRU-F trequency (=7 1> et
2 )5/
CFU-F assay performed by (signature & date): b I20 / n

Verified by (signature & date):

Doc # B011-001

7

4, N C 2 ibe 7115 /1)
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Appendix C - CFU-F Assay Data Sheet
(Complete for each sample from each donor)

1. Sample ID#_ 2¥2L

2. Cell plating date:__\s l|4 h\ and Assay End Date; % I'LO /'l

3. Total Number of Incubation Days: ‘l

"
4. Viability of the original sample: Bl g@lﬂ .4 « 10 c{M | (VEAHC | conc )

Q Q Q Average CFU-F in 5,000 cells . S 4
5,000 cells/ (e per well plating density = 7

well c T

g T — ¢
e S Q Q OFU-F frequency (9= > 1S ©
Qs

CFU-F assay performed by (signature & date): Q\',(\/p AVA L , l"" I ll

Verified by (signature & date): %‘U Q\ﬁ/"‘/‘ 7/ ( Y’/ /1

7y

Doc # B011-001
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Ma-le-
1. Sample ID #:qw’lq"))

Appendix C - CFU-F Assay Data Sheet

2. Cell plating date:

uliv i

3. Total Number of Incubation Days:

(Complete for each sample from each donor)

|-SY&

and Assay End Date;: é / X / //

£ vjrH
4. Viability of the original sampll: Wo—' ¥L. X 07»

Q Q Q Average CFU-F in 5,000 cells +
O per well plating density = 75

g _T
Q Q Q CFU-F frequency (%)= ___ 2 | Sh

CFU-F assay performed by (signature & date): 41_/0(, /L/\ b “‘l hl

5,000 cells/
well

Toa Confle —
7‘0 Covr .

Verified by (signature & date):

Doc # B011-001

)

: (/(u/;/w;(/ 7//5’///
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ma-b-

Appendix C - CFU-F Assay Data Sheet
(Complete for each sample from each donor)

1. Sample ID #: 2331

2. Cell plating date:

W ik [

3. Total Number of Incubation Days:

4. Viability of the original sample:

5,000 cells/
well

/
and Assay End Date; 6 /2 3 //

5

2.0

( ! fo <
\/e 1 ( > Average CFU-F in 5,000 cells
TeTC ver well plating density =~ 721

_-(C -\' C = To(} CC"A'[/\}C“T
4o Count

CFU-F assay performed by (signature &

Verified by (signature & date):

Doc # B011-001

Q Q Q CFU-F frequency (%) = > ' S‘ [7

date): quod AN KI /Nl /I,

,)%p,\_;(/ \’le?//«/o(f& ”-r'(‘f/”
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L
Appendix D - Puregraft Assay Data Sheet
(Complete for each sample from each donor)
Measure before PG, only if have enough tissue.
Before PG After PG
Volume added to Puregraft
(mL) NA ore3-posPa
Volume recovered from | {
Puregraft for analysis NA 1OmL X 2reps
Aqueous Vol. Rep 1 [~ FS ml- O. a5l
Agueous Vol. Rep 2 (.8 ©.2wml
Aqueous Vol. Rep 3 J.8mL O.aml
| Graft Vol. Rep 1 & ol A, 25 L
Graft Vol. Rep 2 23G el Q. BwL
Graft Vol. Rep 3 F.Qn - a,6mL.
Lipid Vol. Rep 1 O. 25wl Om\
Lipid Vol. Rep 2 o0.4sml- O m
Lipid Vol. Rep 3 QoD ml- Omi_
Performed By: Ammap Asmap- Date: U;/M /l\
Verified By: ﬂ—“‘ C Heed~ Date: 7 /2! / "

Doc # B011-001
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Appendix D - Puregraft Assay Data Sheet
(Complete for each sample from each donor)
Measure before PG, only if have enough tissue.
Before PG After PG
Volume added to Puregraft
(mL) NA ‘r\'—é “US‘; ?G—'i
Volume recovered from iresY 2 rep
Puregraft for analysis NA [Omx 57
Aqueous Vol. Rep 1 T - O -Lmb-
Aqueous Vol. Rep 2 L3S L 0.25mb
Aqueous Vol. Rep 3 2 s 6.2\
Graft Vol. Rep 1 3 3Sm A.2ml
Graft Vol. Rep 2 F.asmb 9,25 m-
Graft Vol. Rep 3 Ton— A, PG M
Lipid Vol. Rep 1 O.FEm O mi
Lipid Vol. Rep 2 o - O m_
Lipid Vol. Rep 3 lwl— O v
Performed By: P(N\Mj f A%MP({{« Date: '—&/[ Q/L\
Verified By: s © Hoeet®E pe 72! Jil

Doc # B011-001
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DATE WRITER DOCUMENT NO. REVISION NO. PAGE
1/3/11 KCH/BMS B011-001 A 13 of 16
TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs
Appendix D - Puregraft Assay Data Sheet
(Complete for each sample from each donor)
Measure before PG, only if have enough tissue.
Before PG After PG
Volume added to Puregraft
(mL) NA N
Volume recovered from preepest e
Puregraft for analysis NA 10mL X % 72PS_, /K
Aqueous Vol. Rep 1 R:ASmL Ot 0.9m
Agueous Vol. Rep 2 2 Ml O+ %m L
Aqueous Vol. Rep 3 2 Ml O.4ml
Graft Vol. Rep 1 G Sml Al
Graft Vol. Rep 2 Co dmi- s ml
Graft Vol. Rep 3 (S ml q .35 L
Lipid Vol. Rep 1 | 28 mie O.Hm L
Lipid Vol. Rep 2 [, o ml O A
Lipid Vol. Rep 3 (5 ml O A5
P‘MMRK %MA")\ Date: g/l%/\\

Date: 7/2,/“
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A

PAGE
13 of 16

TITLE

Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs

Performed By:

Appendix D - Puregraft Assay Data Sheet
(Complete for each sample from each donor)
Measure before PG, only if have enough tissue.

Verified By:

y S
T

CH et

Doc # B011-001

Date: ?/Z,/(’

Before PG After PG
Volume added to Puregraft
(mL) NA )
Volume recovered from pre % post VO
Puregraft for analysis NA iOnL X % ¥RPS
Aqueous Vol. Rep 1 2. HE wml- O AaAmL
Aqueous Vol. Rep 2 2.4 v 0. 751
Aqueous Vol. Rep 3 2.3ml 0. om
Graft Vol. Rep 1 (0.5 ml- g po
Graft Vol. Rep 2 .H ml 9. 25mb
Graft Vol. Rep 3 G Smb A, 2ml-
Lipid Vol. Rep 1 l.7285m O. [ ml.
Lipid Vol. Rep 2 L b OHGm L
Lipid Vol. Rep 3 . AmU O Jwn Lo
Neamag Pevme _glaf
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs
L
Appendix D - Puregraft Assay Data Sheet
(Complete for each sample from each donor)
Measure before PG, only if have enough tissue.
Before PG After PG
Volume added to Puregraft
(mL) NA
Volume recovered from L
Puregraft for analysis NA B0
Aqueous Vol. Rep 1 1.6 Wb [(OwL
Aqueous Vol. Rep 2 A5y 1.5~ [, 25 m -
Aqueous Vol. Rep 3 T N [l omuT
Graft Vol. Rep 1 b - %. I o \—
Graft Vol. Rep 2 W.O wi 8.5 m\_
Graft Vol. Rep 3 V-0 I
Lipid Vol. Rep 1 1.\ L 025
Lipid Vol. Rep 2 l. Li - o.4S ~L
Lipid Vol. Rep 3 Y 0.2~
Performed By: q A /I /\ / Date: U 12/”

Verified By:

"X ¢ peeim

S

pate: /21 /"

Doc # B011-001
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L

Appendix D - Puregraft Assay Data Sheet

(Complete for each sample from each donor)
Measure before PG, only if have enough tissue.

Before PG After PG
Volume added to Puregraft
(mL) NA
Volume recovered from
Puregraft for analysis NA Bm —
Aqueous Vol. Rep 1 D.5ml- Q.aml
Aqueous Vol. Rep 2 A5 2.2~ 0
Aqueous Vol. Rep 3 2.2s ~L D0 L
Graft Vol. Rep 1 ¢ Sw o FoSml
Graft Vol. Rep 2 &Syl 3.5
Graft Vol. Rep 3 S.6Sml F Eml—
Lipid Vol. Rep 1 hom O Sl
Lipid Vol. Rep 2 0. 75 miL O m
Lipid Vol. Rep 3 2w L 0.2 mlL

¢ N’
Performed By: &@7 AMMR Date: {‘/';//“

CF/M Date: 7/2'/”

Verified By:

Doc # B011-001
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Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs
Appendix D - Puregraft Assay Data Sheet
(Complete for each sample from each donor)
Measure before PG, only if have enough tissue.
Before PG After PG
Volume added to Puregraft
(mL) NA
Volume recovered from
Puregraft for analysis NA
Aqueous Vol. Rep 1 1.9 2.
Aqueous Vol. Rep 2 194 1.0
Aqueous Vol. Rep 3 | 39
Graft Vol. Rep 1 G-h U -
Graft Vol. Rep 2 [VRAY, .
Graft Vol. Rep 3 w5 1.0
Lipid Vol. Rep 1 ) 0. L
Lipid Vol. Rep 2 Vb c.
Lipid Vol. Rep 3 1.9 oY

VAN

Date: _\2 !5[ i

Performed By: ?«

Verified By:

I
ek

e
7N

C/’//W/@

Date: 7(2‘ /’(

Doc # B011-001
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Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs
Appendix D - Puregraft Assay Data Sheet
(Complete for each sample from each donor)
Measure before PG, only if have enough tissue.
Before PG After PG
Volume added to Puregraft
(mL) NA
Volume recovered from
Puregraft for analysis NA
Aqueous Vol. Rep 1 Z.4 2\
Aqueous Vol. Rep 2 A" A.5
Aqueous Vol. Rep 3 1.\ 2.9
Graft Vol. Rep 1 u-b 1. ¢
Graft Vol. Rep 2 5. 1.9
Graft Vol. Rep 3 Wiy - b. 5 1.\
Lipid Vol. Rep 1 U uh 0\
Lipid Vol. Rep 2 0.5 o
Lipid Vol. Rep 3 0.% 0. L
Performed By: Q—\/OA /\ /\ Date: __ IZ;IH

Verified By:

A

Q Mot

(J//(/::‘:

Date: 7/22/¢/

Doc # B011-001
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TITLE
Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs
Appendix D - Puregraft Assay Data Sheet
(Complete for each sample from each donor)
Measure before PG, only if have enough tissue.
Befare PG After PG
Volume added to Puregraft
(mL) NA 109
Volume recovered from
Puregraft for analysis NA bl
Aqueous Vol. Rep 1 ) |.¢
Aqueous Vol. Rep 2 720 W
Aqueous Vol. Rep 3 2. 21
Graft Vol. Rep 1 5.3 ¥.1
Graft Vol. Rep 2 g £.0
Graft Vol. Rep 3 vz .0
Lipid Vol. Rep 1 [-0 0.1
Lipid Vol. Rep 2 1.9 0.5
Lipid Vol. Rep 3 |-9 0+
Performed By:__( Am//]vﬂ Date: /"{’/"
Verified By: %E—/L C Hledc pae F)15/1

Doc # B011-001
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Appendix D - Puregraft Assay Data Sheet
(Complete for each sample from each donor)
Measure before PG, only if have enough tissue.
Before PG After PG

Volume added to Puregraft
(mL) NA 100
Volume recovered from 10 6‘
Puregraft for analysis NA
Aqueous Vol. Rep 1 2.0 1.
Aqueous Vol. Rep 2 .6 2.0
Aqueous Vol. Rep 3 a9 (-9
Graft Vol. Rep 1 .0 1.9
Graft Vol. Rep 2 -0 1.¥
Graft Vol. Rep 3 "I 50
Lipid Vol. Rep 1 0-9 0.1
Lipid Vol. Rep 2 1.1 01
Lipid Vol. Rep 3 1-0 0-L

Performed By: /{/\\’ Date: _\4 ll‘-H tl

. {
Verified By: Ao C Yoo Date: 7/ ’Y/ !

Doc # B011-001
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Evaluation of MicroAire tissue collection method on adipose tissue and ADRCs
Appendix D - Puregraft Assay Data Sheet
(Complete for each sample from each donor)
Measure before PG, only if have enough tissue.
Before PG After PG
Volume added to Puregraft
(mL) NA 155
Volume recovered from 9
Puregraft for analysis NA wpol F ol
Aqueous Vol. Rep 1 7.9 0.7
Aqueous Vol. Rep 2 H. |y 0.
Agueous Vol. Rep 3 4.4 0.V
Graft Vol. Rep 1 gy, q .4
Graft Vol. Rep 2 4.t A3
Graft Vol. Rep 3 5| 4.4 ,\Q/ v-th\|
Lipid Vol. Rep 1 04 <o X ot
Lipid Vol. Rep 2 0-b ] 1.8
Lipid Vol. Rep 3 0.9 /<o | 0.00
/
Performed By: an M /\v,\ Date: “‘l I “
Verified By: Yo C ek pue 715/

Doc # B011-001
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Appendix D - Puregraft Assay Data Sheet [/IA -6-272 [
(Complete for each sample from each donor)
Measure before PG, only if have enough tissue.

Before PG After PG
Volume added to Puregraft
(mL) NA 129
Volume recovered from
Puregraft for analysis NA Fv
Aqueous Vol. Rep 1 2.5 0.4
Aqueous Vol. Rep 2 2.} 0.3
Aqueous Vol. Rep 3 2-5 D.%
Graft Vol. Rep 1 T.b 1.9
Graft Vol. Rep 2 vy .
Graft Vol. Rep 3 T 1.5 PP
Lipid Vol. Rep 1 D.% <o ¥V Jp.00
Lipid Vol. Rep 2 0.4 <y | -0
Lipid Vol. Rep 3 0.3 o] .00
» 0
Performed By: va,\ OJ/\ A Date: ““ Ifl

012,*_.* C Hoethe oate: 7/

Verified By:

Doc # B011-001



Appendix E. Representative Immunostaining of Loosely Adherent Cells

SYRINGE CONTROL MICROAIRE (PAL)
Donor 1

CD31

CD34

Appendix E. Representative Immunostaining of Loosely Adherent Cells (cont.)
SYRINGE CONTROL MICROAIRE (PAL)
Donor1



CD45



CD68

Appendix E. Representative Immunostaining of Loosely Adherent Cells (cont.)
Donor 2
SYRINGE CONTROL MICROAIRE (PAL)



CD31

CD34



Appendix E. Representative Immunostaining of Loosely Adherent Cells (cont.)
SYRINGE CONTROL MICROAIRE (PAL)
Donor 2

CD45

CD68



Appendix E. Representative Immunostaining of Loosely Adherent Cells (cont.)

SYRINGE CONTROL MICROAIRE (PAL)
Donor 3
ND
CD31
ND

CD34



Appendix E. Representative Immunostaining of Loosely Adherent Cells (cont.)

SYRINGE CONTROL MICROAIRE (PAL)
Donor 3
ND
CD45
CD68

ND




Appendix E. Representative Immunostaining of Loosely Adherent Cells (cont.)
SYRINGE CONTROL MICROAIRE (PAL)
Donor 4

CD31



CD34



Appendix E. Representative Immunostaining of Loosely Adherent Cells (cont.)
SYRINGE CONTROL MICROAIRE (PAL)
Donor 4

CD45



CD68



Appendix E. Representative Immunostaining of Loosely Adherent Cells (cont.)
SYRINGE CONTROL MICROAIRE (PAL)
Donor 5

CD31



CD34



Appendix E. Representative Immunostaining of Loosely Adherent Cells (cont.)
SYRINGE CONTROL MICROAIRE (PAL)
Donor 5

CD45



CD68



Appendix E. Representative Immunostaining of Loosely Adherent Cells (cont.)
SYRINGE CONTROL MICROAIRE (PAL)
Donor 6

CD31

CD34



Appendix E. Representative Immunostaining of Loosely Adherent Cells (cont.)
SYRINGE CONTROL MICROAIRE (PAL)

Donor 6

CD45

CD68



Appendix F. Representative Histology Images of Adipose from PAL and Syringe

SYRINGE CONTROL MICROAIRE (PAL)
Donor 1

Donor 2



Appendix F. Representative Histology Images of Adipose from PAL and Syringe
Cont.
SYRINGE CONTROL MICROAIRE (PAL)
Donor 3

Not Captured

Donor 4



Appendix F. Representative Histology Images of Adipose from PAL and Syringe
Cont.
SYRINGE CONTROL MICROAIRE (PAL)
Donor 5

Donor 6






