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FACILITIES

biDCybEO

Stem cells culture and expansion was conducted in San Jose BioCube, 5941 Optical Court, San
Jose, CA 95138.

@ Stanford | Transgenic Research Center
MEDICINE | inithe Cancer Center

All animal tests were conducted by Jeewon Kim, PhD, Jieying Yang, MS in Transgenic,
Knockout and Tumor model Center, Stanford Cancer Institute, School of Medicine, Stanford
University, Stanford CA 94305, USA.

All animal experimentation protocols were approved by the Stanford University Animal Care
and Use Committee.

PROTOCOLS

I Stem cell cultivation procedure

Cell Sample

Adipose-Derived Mesenchymal Stem Cells; Normal, Human (Product Code: PT-5006; Lot
Number: 0000421627; Manufacture Date: 23-Jun-2014) were obtained from Lonza Walkersville
Inc. (USA) (Appendix A, B).

General terms

Culture medium: DMEM-A (Dulbecco's Modified Eagle Medium with Streptomycin/Penicillin,
containing 10% fetal bovine serum (FBS)

Additional reagents: phosphate-buffer solution pH = 7.2 (PBS), trypsin:EDTA (1:4)), saline.
Thaw the cells as described in [1] (if cells were previously cryopreserved). Expand for one week.

Cell culture procedure

1. Remove DMEM-A from Petri dish with cells gently. Wash cells with 4 ml of PBS. Remove
the PBS.

2. Add 2 mL of trypsin:EDTA, place the dish in the incubator at 37°C for 3 minutes. Then add
4mL of DMEM-A (containing 20% of FBS) into the Petri. Pipette cells, put into a centrifuge
tube.



3. Centrifuge at 1500rpm for 10 minutes at room temperature. Remove the supernatant, add 3mL
of DMEM-A.

4. Determine cells viability using trypan blue. Take 10uL of cell suspension; mix with 10uL of
trypan blue. Put 10puL of suspension on the counting chamber. Count cells.

5. Seed cells on the chip of the NS 6.x system (hAdMSCs-NS) or in Petri dishes (hRAdMSCs
control) in DMEM-A containing 20% of FBS. Place into the CO,-incubator at 37°C.

6. If cells are not used within 24h, change the medium for DMEM-A (10% of FBS).

Important: Avoid high cells confluences (should be less than 30% - 40%), expand to 5x10° of
cells, use only for 1 - 4 passages. Freeze if needed.

7. For the pre-clinical and clinical studies: trypsinize cells, wash with DMEM-A, centrifuge,
replace DMEM-A medium, resuspend in the pharma-grade sterile saline (or saline with Sodium
hyaluronate), obtain necessary cells concentration (see below).

Stem cells cryopreservation
1. Wash cells with 4mL PBS per 100mm Petri dish. Remove PBS gently.

2. Add 2mL trypsin:EDTA (1:1) to each Petri dish. Place in the CO, incubator at 37°C for 3
minutes. Add 4mL of DMEM-A (20% FBS) per each P. dish. Resuspend, put the suspension into
a centrifuge tube.

3. Centrifuge at 1500rpm, 20C for 10 minutes. Remove supernatant gently, add 6mL DMEM-A
(20% FBS), resuspend. Count cells (as described above). Centrifuge.

4. Prepare cells freezing medium: 950uL DMEM-A (20% FBS)+50 uL DMSO per 1x10° of
cells.

5. Remove supernatant from the tube, add freezing medium (1x10° of cells per 1mL of freezing
medium). Resuspend the cells. Put 1mL of freezing medium with cells in a vial for freezing.

6. Keep at room temperature for 15 minutes. Keep at + 4°C for 15 minutes. Keep at -20°C for 2
hours. Afterwards, keep cells at -80°C until cells need to be used.

Il Electroporation procedure (NeuroSyntek 6.x)

Sample preparation:
1. Remove medium from each well of the chip with cells.
2. Wash cells with 4mL of HEPES buffered saline.
3. Add 2.5mL of HEPES buffered saline into each well. Work with cells not more than 3h.

Prepare HEPES buffered saline with the following concentrations, filter before use:

n [mol/L] M [g/mol] V [L] M [g]
NaCl 0.140 58.44 0.05 0.400
KCI 0.004 74.55 0.05 0.015




CaCl,x2H,0 0.002 147.02 0.05 0.015
MgCl,x6H,0 0.001 203.31 0.05 0.010
HEPES (Na salt) 0.010 260.30 0.05 0.130
CsH1206 0.005 180.16 0.05 0.045

AdjustpHt0 7.2-7.3

For cells staining media use the following buffer solution:
HEPES buffered saline + BSA (BSA-MACS) [9.5 ml + 0.5 ml respectively]

Light-induced electroporation procedure
1. Wash cells with HEPES-BSA. Remove buffer.
2. In a separate tube mix 1mL HEPES-BSA and 50uL FcR Blocker, add to a well on the chip.
3. Incubate for 5 minutes at RT.

4. In a separate tube mix 1mL of HEPES-BSA and 50uL of CD105 PE (or any other marker of
interest, labeled with PE), add to a well on the chip.

5. Incubate for 15 minutes at RT in the dark. Remove medium.
6. Wash with HEPES-BSA for 3 minutes. Remove medium.

7. Add 2mL - 3mL of HEPES (without BSA). Avoid light exposure. Install the chip in the NS
6.x system. Switch to the luminescence mode. Choose the area of the electroporation.
Distinguish the target cells using NS6.x Software. Start the automated light-induced
electroporation procedure.

8. After finishing the electroporation procedure, close the program, turn of the device.
9. Remove the module with cells from the slot.

10. Remove the media from each well, wash the cells with HEPES, add 4mL of DMEM (10% of
FBS), place the module in the CO,-incubator for further cells expansion.

11 Animal model tumorigenicity test

Cell sample
1. Cells provided for all tests were generated in a lab-grade cell processing facility.
2. Cell lines used in the trial included:
Mesenchymal Stem Cells

Lipoaspirate derived from white adipose tissue
Homo sapiens, human

Product Code: PT-5006; Lot Number: 0000421627; Manufacture Date: 23-Jun-2014,
Lonza Walkersville Inc. (USA) (Appendix A, B).

Quiality control records of Mesenchymal Stem Cells included:
Input control:



Sterility Test
Bacteria and Yeast: Negative
Mycoplasma: Negative
Viral Test
Hepatitis B: Negative
Hepatitis C: Negative
HIV: Negative
Specific Staining
Positive expression for CD13, CD29, CD44, CD73, CD90, CD105, and
CD166.
Negative expression for CD14, CD19, and CD45.

Output control:
IDEXX IMPACT II: All negative

Hel a cells
Cervix epithelial adenocarcinoma
Homo sapiens, human negroid
Lot Number 14G005, ECACC, purchased from Sigma, USA (Appendix A,B)
Quality control records of HeLa cells included:
Input control:
Sterility Test
Bacteria and Yeast: Negative
Mycoplasma: Negative
Viral Test
Hepatitis B: Negative
Hepatitis C: Negative
HIV: Negative

Output control:
IDEXX IMPACT II: All negative

General Terms

1. Six- to eight-week-old female BALB/c nude mice should be used as the animal model
(obtained from Charles River Laboratories Inc.) All mice should be kept under standard
temperature, humidity, and timed lighting conditions and were provided with mouse chow and
water ad libitum.



Note: All animal experimentation protocols should be approved by the animal ethics committee
(Stanford University Animal Care and Use Committee).

2. Mice should be divided into the following groups:

I. 6 mice - control-dose group (5x10° hAdMSCs-Control/kg B.W) (Approx. 1x10° cells per
animal)
Il. 5 mice - study-dose group (5x10° hAdMSCs-NS/kg B.W) (Approx. 10° cells per animal)
IIl. 4 mice - positive control group (HeLa cells; human cervix adenocarcinoma; 5x10°
cells/kg B.W.), (Approx. 10° cells per animal)

Cells injection procedure
1. Adjust the concentration of the cell suspension to 5x10°/mL viable cells in PBS.
2. Set cell injection volume to 0.2mL in a low dead-volume syringe with 26G needle.
3. Deliver cells to 36.6 C prior to the injection.

4. Inject 0.2mL of the cell suspension subcutaneously unilaterally once with a slow rate 10uL/s
for the injection volume.

Animals observation

1. Animals to be observed once a week for their clinical symptoms (vital signs, appearance,
presence and extent of any abnormal response, etc.) for up to 4 first weeks.

2. After 4 weeks the observation rate should be set to once per two weeks.

3. Assess the presence of tumors, if any, once in a two weeks interval between the injection and
study completion. Measure the tumor dimensions (if there are any tumors) using a caliper in two
perpendicular  dimensions, and calculate the tumor size using the equation
0.52xWidthxWidthxHeight (mm).

4. After 12 weeks of observation sacrifice animals.

Reporting results and findings

1. Reports of macroscopic findings should be given for stem cells. Macroscopic findings include
the conditions of mice during the test period and macroscopic tumor growth, if any. Visible
metastases, if any, their location, and frequency should be reported.



RESULTS

Adipose-derived mesenchymal stem cells were purchased from Lonza and seeded on the 18" Jan
2016, HeLa cells (for positive control group of mice) were obtained from Sigma and seeded on
the 21% Jan 2016 (Appendix A). Cells were cultured according to protocols provided by
suppliers, in order to minimize adverse effects of unexpected cells transformation, proliferation

activity modification, etc.
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Fig. 1 Reflected light microscopy of cells for the injections. A — ADSCs, B — Hela.

processed stem cells (in NS-chips); B — on-chip cells sorting procedure; C — NS StemOptimizer
setup



On the 24™ of Jan cells (both cell lines) were partially frozen for further rodent pathogen,
bacteria and mycoplasma testing and shipped to IDEXX BioResearch on the next day for the
independent evaluation.

IDEXX report was received in 5 days with all positions tested being negative (Appendix C). One
half of ADMSCs cells were processed with NS StemOptimizer in accordance with the previously
developed protocol. Another half was expanded in polystyrene cell-culture treated Petri dishes
(negative control). Cells viability was determined by trypan blue test. Both cell groups and HelLa
cells were used for the injection in immunocompromised mice.

Cells injections were provided in two batches:

Table 1. Cells injections schedule

03 Feb 2016 (1% Part) Number of animals Cells number injected per an.
(viability)

MSCs 2 mice 4.0x10° (96 %)

control 4.6x10° (98 %)

MSCs-operated with 1 mouse 6.0x10° (93 %)

NeuroSyntek study

HelLa w/FBS (10%) 2 mice 1.0x10° (80 %)

positive control 1.0x10° (80 %)

HelLa w/o FBS 2 mice 1.8x10° (82 %)

positive control 1.8x10° (80 %)

10 Feb 2016 (2™ Part) Number of animals Cells number injected per an.
(viability)

MSCs 4 mice 8.0x10° (95 %)

control

MSCs-operated with 4 mice 4.8x10° (98 %)

NeuroSyntek study

Three groups of mice were controlled as described above.
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Fig. 3 Animals after the injections. Description: Control group ADSCs - ## 817, 818, 825; ADSCs
processed with NS StemOptimizer - ## 813-816, 822-824, 968

Fig. 4. Standard mice observation procedure

CONCLUSION

No tumors in the control group of mice and mice, injected with ADSCs, processed with NS
StemOptimizer, were detected. ADSCs, processed with NS StemOptimizer, showed no the
tumor-forming potential after transplantation, as they did not form tumors at the site of
transplantation or at distal sites.
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APPENDIX A

Lonza Walkarsvile Ing. I onza
B30 Blggs Ford Road
Walkarsyila, MO 21753 BL18

Tal (301} 838 725
Fax (301} 845 4024

Printed on, 20-Jan-2016 07:52 Page 1/ 1

CERTIFICATE OF ANALYSIS

Product Code: PT-3006 Lot Number: 0000421627
Product: Adiposa-Darived Stem Manufacture Date:  23-Jun-2014
Calls (Amp)

TEST (Method) SPECIFICATIONS

Min. Max. Results
Tissue Acguisilion Numbsar - - 27738
DONOR CHARACTERISTICS
Age s - a8y
Sex e e FEMALE
Race s - H
B s - a5
VIRUS TESTING
HIV Test e e Mat Dalecled
HEY Test = e Mat Dalecied
HCW Tast e e Mat Dalecled
MICROBIAL TESTING
Slerility Test e e MNegative
Mycoplasma - - Megative
CELL PERFORMANCE TESTING
Cel Passage Frazen 1
iakility »=T0% wheee BS %
Cell Court [Calis/mi) ==1, 000,000 weee 2260000
Seeding Efficiency »=20% wheee T %
Doubling Time (hawrs) 15 7o 15 hirs
CD13,C029,C044,COT3,CO80,C01 06, CD165 »=30% Pos. wheee Pass
CD14, CO3, CDES ==5% Pas. weee Pass
CD3d % Pas. FIO wheee

These cells were malated fram donated human tesue aftar abtaining permizsion far their use n ressarch applications by informed consent or legal authorizatian
This product is for ressarch use only. Details concaming the use of our cell and media products can be downlsaded from our websile at
wownw Jorza comdcel -pralosals,

13



@ Certificate

ECACC
Public Health  angrsie -

Eng'and Operated by Public Health England

Product Description: HelLa

Lot Number: 14G005

Test Description:
Sterility Testing of Cell Banks. SOP ECC82

Acceptance Criterion/Specification:

All positive controls (Bacillus subtilis and Candida albicans) show evidence of microbial growth
(turbidity) and the negative controls show no evidence of microbial growth (clear).

The criterion for a positive test is turbidity in any of the test broths. All broths should be clear for
a negative test result.

Test Number: 52053
Test Date: 05/08/2014

Result: Pass

Authorised by MECACC. Head of Quality Date 07 /1P IS.

Page 1 of 1

Culture Collections, Public Health England, Porton Down, Salisbury, SP4 0JG, UK
Tel: +44 (0)1980 612512 Email: culturecollections@phe.gov.uk
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w Certificate

Public Health

ECACC

b\

lysis | Cull
Eﬂglﬂﬂd Operated by Public Health England
Product Description: HelLa
Lot Number: 14G00S
Test Description:

Cell count, viability and confluency of cells on resuscitation from frozen. SOP ECC108

Acceptance Criterion/Specification:

wera judged acceptable if they meat two of the following criteria:
« >T0% viable cells

« =2 x 106 total cells/amp

* Cell growth as expected wilhin 2 days.

Test Number: 52087
Test Date: 01/08/2014

Result: 2.4x10E6 95.6%

Test Description:

Detection of Mycoplasma by PCR using Mycoplasma-specific PCR Primers Validated by ECAGC.
S0P ECCY3

Acceptance Criterion/Specification:

Positive controls yield a single 280 bp amplification product. Megative Control yiglds no amplified
product. The crileria for a positive test result is the yield of a single 280bp PCR product.

Test Numbear: S2087
Test Date: 01/08/2014

Result: Pass

Authorised by #7 % _ECACC, Head of Quality Date JF £ FE JS.

Page 1 of 3

Culture Collactions, Public Health England, Porton Down, Salisbury, 5P4 0JG, UK
Tel: +44 (011980 612612 Email: culturecollections@phe.gov.uk
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m Certificate FECACC
Public Health  anavsis

England Operated by PublicH ealth England

Product Description: HeLa
Lot Number: 14G005

Test Description:
Detection of Mycoplasma using a Vero indicator cell line and Hoechst 33258 fluorescent detaction
system. S0P ECC123

Acceptance Criterion/Specification:

The Wero cells in the negative control are clearly seen as fluorescing nuclel with no eytoplasmic
flusrescence. Peositive contral (M. hyorhiris) must show evidence of mycoplasma as fluorescing
nuclei plus extra nuclear fluorescence of mycoplasma DNA. Positive test results appear as extra
nuclear fluorescence of mycoplasma DMA. Megative results show no cytoplasmic fluorescence.

Test Mumber: 52087
Tast Date: 01/08/2014

Result: Pass

Authorised by (%g" ; T}t/ﬁ- ECACC, Head of Quality Date 7 s,

Page 2 of 3

Culture Collections, Public Health England, Porton Down, Salisbury, SP4 0UG, UK
Tal: +44 (0)1980 612512 Email: cuttwrecollections@pha.gov.uk
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w Certlf' cate - ECACC
Public Health A,,a,ys,s

England Operated by Public Health England
Product Description: HelLa
Lot Number: 14G005
Test Description:

The authentication of human cell lines by STR Profiling. SOP ECC86.
Human cell lines are authenticated using the PowerPlex® 16 HS PCR amplification kit. The
Powerplex kit amplifies 15 STR loci plus the gender marker.
Acceptance Criterion/Specification:
Three controls are used for each STR Profiling, two positives; PowerPlex® 16 HS control and
K562, and a negative,
For the test to be deemed valid the control samples must give the correct algorithms.
For a result to be accepted as a pass, the algorithm for the test sample must exhibit a minimum
of 80% homology of the nine core alleles with an agreed source.
This criterion does not apply where the sample itself constitutes the source,

Test Number: 52087
Test Date: 26/08/2014

Result: Pass

Authorised by MECACC, Head of Quality Date £ G AFR IS .

Page 3 of 3

Culture Collections, Public Health England, Porton Down, Salisbury, SP4 0JG, UK
Tel: +44 (0)1980 612512 Email: culturecollections@phe.gov.uk
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& Certificate of

Public Health ~  Anabvsis BN
Enaland upplementary of Cel Cut
g data Sheet Operated by Public Health England

Product Description: Hela
Lot Number: 14G005
Accession Number: 93021013

Human Pathogenic Virus Testing

Results:

Referral | Referral Lab Report

Test Type Assay Subtype Lab ID Ref No. Date Result

HIV-1 env TDL(920)| 147644147 |17/12/2014| NOT Detected

HIV-1 LTR TDL{920)| 147644147 |[17/12/2014| NOT Detected

HIV-1 (PCR) ™ HiV-1gag _ [TDL(920)| 14T644147 | 17/1212014] NOT Detected

HIV-1pol | TDL(320)| 147644147 |17/12/2014] _NOT Detected

Hep C (PCR) na TDL(920)| 157452364 |24/03/2015] NOT Detected

Hep B (PCR) a TDL(920)| 147644147 |17/12/2014] NOT Detected
Comments:

This virus testing report is supplementary to the original certificate of analysis.
Virus testing was carried out by an external referral laboratory.

s
Authorised by 4@ é;’ ECACC, Head of Qualty Date o £F/K /S .

Page 1 of 1

Culture Collections, Public Health England, Porton Down, Salisbury, SP4 0JG, United Kingdom
T: +44 (0) 1980612512 F: +44 (0) 1980 611315 E: culturecollections@phe.gov.uk
W: www.phe-culturecollections.org.uk
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APPENDIX B

Lonza

QO07417300

Shipping Point:
Shipping Point:
Delivery Date:
Freight Carrier:
Freight Mode:
Route:

Walkersville 21793-0127

21793-0127Walkersville

15-Jan-2016

FED EX

LBS Owvernight Air
ZLAL1-LBS Overnight Air

Lonza Walkersville Inc.
Walkersville Warehouse
B8B30 Biggs Ford Road
Walkersville 21793-0127
Phone:

Fax:

Packing List

Shipping Terms:

1/ 1

0007417300

FCA - Free carrier Incoterms2010

Customer No.: 6438533

Ship to:

Company

Neurosyntek

Pavel Molchanov

5941 Optical Court
SAN JOSE CA 95138
USA

Sold to:

Neurosyntek

5941 Optical Court
SAN JOSE CA 95138
USA

Bill to:

Neurosyntek Ophthalmic LLC
Elizabeth Garibay

4704 Montrose Boulevard
HOUSTON TX 77006

USA

Order No.

Order Date

Customer Order No.

Customer Contact

40067677

12-Jan-2016 LZ160112-1

Pavel Molchanov - 832 643 7648 |

Line Product Code/
Iltern  Description

010 PT-bODG

Delivery Instructions:

Footer Notes:

Order
Qty

Adipose Derived Stem Cells (Amp)

Ship
Qty uom Lot No./Ser.Nr.  Expiration date
1 AMP 0000421627

In the event of an emergency with the products contained in this package, please contact 800-424-9300 or 703-527-3887 (collect
salls).

Returns: Products may not be returned for credit without first obtaining authorization from Lonza.

. Proof of proper storage may be
reguired.

A restocking fee (850 or 25% of product price) may be applied without return authorization or when purchaser is at fault
Damaged, discrepancies or missing product:

B800-638-8174
95.3917176

must be reported to Customer Service within 5 business days of receipt.

Customer Service: Scientific Support: 800-521-0390

Federal 1D:
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'EDLEK OVERNIGHT
‘CA SHIFPING FOINT

DRI EC G R

BIQ CUBE

HFAVEL MOLCHANOV
5941 OPTICAL T
SAN JOEE CA 95138

U g!i;:__‘_'_ |

Reef: 3015608583

STOCK WO LOT WG [GHADERED]

Custorner Servica 300-325-23010 « sigma-aldrich com'cusisen
R Gipat q

g | PAGE | tef 1 IVI:IELI'u'EFIY#_T;SE 652605

| DATE | 50L0 T0 AGGT] SOLO T0 MNAKE PURCHASE ORDEFR NUMEER REFERENCE #

TIFIE7I0IE Hg TR MIC BTR01I8-1 £

S ) ) BELOW
RCAITE PERSON TC GONTACT FHOME NUMBER
PAVEL MOLCHANOV A 1 K]

SHIFPED [BAGK 0RD.|  _DEBGRIPTION

e

33021013-1VL 143005 L

*#*% Shipped in Dry Ice #%%#*

L

CNTRY OF OR: GB

E2&.00/1 BA

Zuh Tebal
[rane Handling
Total Tax
TOTAL

] HELA CELLES, HUMAY NEGROID CERVIY EPITHEL

532600

536 .08
42 .51
46.03

G1ld4 .94

The Sipma-atdnch Group SENA

ALDRICH Fluka SUPELCO'

ALL BALEE ARE ExXPAESALY LBATED TO AND COMOITIONED 1P B o
SEIMA-ALTIFICH ARAK] PROCUCTS SALE SOLE THROUEH SEGH.‘;:FNFEATH?E SR SHIDCICAS APPESAING on HE ONT A2 s i
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APPENDIX C
)

FINAL REPORT OF LABORATORY EXAMINATION
4011 Discovary Drive, Columbia, MO 85201
1-800-865-0825 1-573-485-5700
idecochio researchifideoc.com www idecocbiora search com

IDEXX BioRasaarch Case # 3845-2018 Recaived: 1/26/2018
Camplsted: 1/31/2016

Submitbted By

Paval Maolchanow Phane: 650-228-2983

MNaurosyniek Email: pgmi@naurosyniek.com

832 Lundy Ln

Los Altos, CA 94024
Specimen Dascription

Spacias: mouse Purchasa Ordar #: 1DX180122-1

Dascriplion: Cell culture linas

Mumber of Specimens/Animals: 2

T T T I N R

ADSCLZD 421827 MOLCHANDNY 172452016 PT-500& MFG 08232014
HELAZAZ 14005 MOLCHANDNY 172472016 02101 310 MFG 07182014

Services/Tests Parformed: IMPACT Il
PCR evaluation for: Eciromelia, EDIM, LCMY, LDEV, MANVT, MAVZ, mCMY, KHW, MNY, MPY, MV,
Mycopiaema pulmonis, Mycoplasma sp.. Polyoma, PVYM, REO3, Sendai, TMEY

General Comments: Cell culture lines for rodent pathogen test, frozen, freeze media, min 1M per vial

Summary: All test results were negative.

H you hawe questions, poase cal our ol oe number at 1-200-EE5.0225 of a-mail us at idesxbionesearchifide com.
Paga 1 of 2 IDEXX BioResearch Case ¥ 3849-2016
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PCR EVALUATION

Eclramelia
EDIM

LCMY

LDEW

LLERT

RAAM2

iz

BAHY

BAMY
Myropimsma pudmonis
Myrcoplesma sp.
L0

P

Palyorma

TMEY

ADECLIS

Legerd: + = positive - = negalive  idid = pooled sample range  id+id+id = non-range poded sample  NT or blank = no test performed  wps =

wemk posilive

Paga 2 of 2

IDEXX BioResearch Case § 38492016
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