Appendix A

A.1 Material transfer agreement (MTA) form between North-West University and
University of Limpopo
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Diarrhoeal Pathogens Research Unit (DPRU)

A Division of the Department of Virology, University of Limpopo Medunsa Campus

Material Transfer Agreement

This is alegaly binding document governing conditions for the transfer of biological material,
hereinafter referred to as the “MATERIAL,” and any information relating thereto, hereinafter
referred to as the “INFORMATION,” from the DPRU to the Requesting Party, hereinafter
referred to asthe “RECIPIENT.”

A. RECIPIENT Information

Name of Requesting Party North-West University

Delivery Address (complete street addr ess)

Department Building Room Number
Biochemistry F3 218

Street Address

11 Hoffmann Street 11, 2531 Potchefstroom, South Africa

City Province Postal Code | Country
Potchefstroom North-West 2520 South Africa
Phone number Fax number e-mail Address

018 299 2317 018 299 2363 AlbieVanDijk@nwu.ac.za

B. Resear cher (s)/End User (s) Information (Please provide CV(s) of all End User(s))

First and Last

Name Telephone Fax e-mail address

Prof AA Van Dijk | 018 299 2317 018 299 2363 Albie.VanDijk@nwu.ac.za
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Dr T O'Nelll 018 299 2069 018 299 2363 Trudi.ONeill@nwu.ac.za

Khuzwayo C Jere | 018 299 2069 018 299 2363 khuzwayoj ere@yahoo.com

Potential future
PhD students 018 299 2069 018 299 2363 N/A

Insert more rows as required

C. MATERIAL Information

Nature of the MATERIAL Requested

Raw stool samples with their previously characterized data, for instance, €l ectropherotypes,
genotypes and sequences. No clinical or patient information will be provided.

Reason for Requestingthe MATERIAL

Rotaviruses are the major aetiological agents of diarrhoea and are associated with over 500
000 childhood mortalities annually across the globe (Parashar, et al. 2006). Despite
comparable rotavirus incidents reported in both developed and developing countries,
majority of rotavirus associated deaths are reported in developing countries (Santos and
Hoshino, 2005).

Rotavirus vaccines have been developed and licensed in different countries for routine
immunization, athough protection against natural rotavirus infection can not be achieved.
(Vesikari, et al. 2004; Ruiz-Palacios, et al. 2006; Vesikari, et al. 2006). In addition, some
differences in the circulating rotavirus genotypes in developed and devel oping countries, and
also emerging strains have been reported (Santos and Hoshino, 2005). This could be a
potential set-back towards rotavirus vaccines that have demonstrated good efficacy in
developed and Latin American communities (Glass, et al. 2006). The prevalence of G2, G8
and G9 across Africa posses concerns as the vaccines seems to less protect against G2
rotaviruses and also the vaccine formulation did not include G8 and G9 strains (Santos and
Hoshino, 2005; Ruiz-Palacios, et al. 2006). Therefore, vaccine development efforts with the
main emphasis on strains prevailing in Africa will help in reducing rotavirus related
mortalitiesin Africa (Breese et al. 1999)..

Rotavirus-like particles, with the three concentric protein layers but devoid of the genomic
material, have achieved induction of both serum and faecal immunoglobulin through
intranasal and intramuscular administration in animals (Conner, et a. 1993). In addition, both
homologous and heterologeous protection against natura infection has been reported
(Crawford, et al. 1999). This makes VLPs a potential future strategy for the development of
rotavirus vaccines as they are safe to manufacture.

Therefore, the requested stool samples will be used:

1. dsRNA will be isolated from the stools, amplified as cONA which will subsequently be
sequenced to determine the consensus sequence of the 11 gene segments of the rotaviruses

2. Rotaviruses in the stools will be adapted and isolated from tissue culture to be used in
comparative studies

3. The tissue culture adapted rotaviruses will again be molecularly characterised and
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compared to the wild type sequence

4. The consensus sequence obtained for the wild type viruses will be used to construct
chimaeric VLPs

5. The consensus sequence obtained for the wild type viruses will be used to engineer
recombinant reassortant rotaviruses through reverse genetics.

D. Laboratory Facilities

Laboratory Facilities Available for Receipt, Use and Storage of the MATERIAL

The Division of Biochemistry has a P2 laboratory where all the work will be conducted. The team
comprises of post-graduate students, qualified laboratory personnel and qualified supervisors who
act as mentors. Each member iswell trained to follow good laboratory practices.

A -20°C chest freezer has been dedicated to the storage of the stool samples. Thisis an attempt to
avoid cross contamination, as much of the work in the department involves tissue culture and
molecular biology. In addition, the department has -20°C walking freezers that may act as back-
up in cases of unexpected events that might affect the performance of the -20°C chest freezer.

Biosafety Containment L evel of Facility 1 2| X3

Bio-Safety Officer: Alberdina Aike van Dijk

First and Last Name

Signature

E. Conditions of Transfer of the MATERIAL

The MATERIAL and INFORMATION are provided on the following conditions:

1.

The RECIPIENT will not permit the MATERIAL and/or the INFORMATION, or any
part thereof, to come into the possession or control of any other entity or person, except
those who are engaged in the abovementioned research, development, testing and/or
evaluation, under the supervision of the RECIPIENT, and who have accepted the same
obligations in respect of the MATERIAL and the INFORMATION as set forth in this
document.

The RECIPIENT will use the MATERIAL and the INFORMATION exclusively for the
purpose of the research, development, testing and/or evaluation, described under Section
C above. Without the prior written authorisation of the DPRU, the RECIPIENT will not
sell, or furnish such MATERIAL and/or INFORMATION to any third party. Except as
explicitly provided in this Material Transfer Agreement (including Section C above), the
RECIPIENT will not, furthermore, use such MATERIAL and/or INFORMATION in any
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10.

11.

12.

way for the commercial production or sale of any products, or otherwise for commercial
pUrposes.

Nothing contained in this Agreement shall restrict the DPRU’s right to sell, transfer,
assign or distribute the MATERIAL and INFORMATION to any other person for
commercia or non-commercia purposes.

Other than explicitly provided herein, this Material Transfer Agreement will not be
construed as conveying to the RECIPIENT any rights or title to the MATERIAL and/or
the INFORMATION. The RECIPIENT will treat the MATERIAL and INFORMATION
as dtrictly confidential and proprietary to the DPRU, and/or persons or entities
collaborating with the DPRU, and will disclose such MATERIAL and INFORMATION
only under the same obligations of confidentiality and restrictions on use as those
contained herein.

The DPRU will remove all identifiers from the MATERIAL and INFORMATION that
might allow it to be traced back to any individual. A minimum amount of clinical and
microbiological information will be recorded by the DPRU. No information considered
confidential by the DPRU shall be passed along to the RECIPIENT.

Obligations of confidentiality will not apply to INFORMATION which the RECIPIENT
can show was in the public domain at the time of its acquisition hereunder, or becomes
part of the public domain otherwise than by breach of the undertakings set forth in this
Material Transfer Agreement.

The MATERIAL is not appropriate, nor intended, for use in humans.

Any MATERIAL delivered pursuant to this Agreement is understood to be experimental
in nature and may have hazardous properties.

The DPRU and persons and entities collaborating with the DPRU make no warranty of
merchantability or fithess of the MATERIAL or the INFORMATION for any particular
purpose or any other warranty, either expressed or implied, or that the use of the
MATERIAL will not infringe any patent, copyright, trademark, or other proprietary
rights.

The RECIPIENT agrees that the DPRU has no control over the use that is made of the
MATERIAL and the INFORMATION by the RECIPIENT. Consequently, the
RECIPIENT agrees that the DPRU shall not be liable for such use. Thus, the
RECIPIENT agrees to assume full responsibility for, and to hold the DPRU harmless
from, any and all clams and liabilities by third parties resulting from, or otherwise
related to, the use, storage or disposal of the MATERIAL, and possession and use of the
INFORMATION, as well as of materialsincorporating the MATERIAL.

The RECIPIENT will ensure that the MATERIAL will at all times be used and handled
in compliance with all relevant laws, rules and regulations applicable to the use of
infectious substances and other biological materias.

On completion of the research, development, testing and/or evaluation, using the
MATERIAL, the RECIPIENT will cease to use any remaning quantities of the
MATERIAL and the INFORMATION for any purpose and, at the direction of the
DPRU, ether destroy, or return to the DPRU, all such remaining quantities of the
MATERIAL and any and all copies of the INFORMATION.
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13.

14.

15.

16.

Completion of the research, development, testing and/or evaluation, using the
MATERIAL, will not relieve the RECIPIENT of any obligations under this Material
Transfer Agreement, which, by their nature, are clearly intended to survive termination.

Any dispute relating to the interpretation of application of this Agreement will, unless
amicably settled, be subject to conciliation. In the event of failure of the latter, the
dispute will be settled by arbitration.

The arbitration will be conducted in accordance with the modalities to be agreed upon by
the parties or, in the absence of agreement, with the rules of arbitration of the
International Chamber of Commerce. The parties will accept the arbitral award as final.

Nothing in this Agreement shall be interpreted as establishing a partnership between the
parties or establishing one party as the agent of the other or conferring a right on one
party to bind the other, except as may be specifically set out herein.

This agreement sets forth the entire understanding between the parties and supersedes any prior
agreements, written or verbal. It shall only be capable of change by written amendment executed
by duly authorised officers of the parties.

| hereby certify that | have read and understood the conditions outlined in this Agreement
and | agreeto abide by them in thereceipt and use of the MATERIAL

Recipient/Scientist: H.G. O'Nell
Recipient’s Organization: __North-West University
Address. _ Biochemisty, NWU, Potchefstroom Campus

_21/05/2009

Signature of Recipient/Scientist Date

| hereby warrant that |, as the Responsible Administrative Authority of the Receiving
Party, have the full authority to execute this Agreement and to thereby bind the Receiving

Party

Name of Authorized Official:

Signature of Authorized Official Date
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Approval by the DPRU:

Details of DPRU Member from whom the MATERIAL will be obtained:

Name: Dr Mapaseka Seheri

Unit/group/Centre: _ MRC / UL Diarrhoea Pathogens Research Unit

Address: _Department of Virology, School of Pathology & Pre-Clinical Sciences
University of Limpopo, P O Box 173, Medunsa campus, 0204, Pretoria

| hereby warrant that I, as an Authorized Official of the DPRU, have the full authority to
execute this Agreement on behalf of the DPRU, and hereby certify my approval of the
transfer of the MATERIAL tothe RECIPIENT

Name of Authorized Official: Mapaseka Seheri

__23/07/2009

Signature of Authorized Official Date

The relevant signatories must sign each of two copies of this letter, one of which must be
retained by the DPRU Member from whom the MATERIAL will be obtained, and one retained
by the RECIPIENT.
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A.2 Material transfer agreement (MTA) form between North-West University and
National I nstitute for commincable diseases
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Appendix B
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Fig. 1. In silico plasmid maps of expected restriction patterns after subjectin various pFBq constructs to various RES. |) Restriction map and
expected sizes of the fragments of pUC57 VP7 (G2, G8 or G12) plasmid digested with BamHI and Notl. 11) Restriction map and expected sizes of the fragments of pUC57
VP4 (P[4] or P[8]) plasmid digested with Smal and Spel. I11) Restriction map and expected sizes of the fragments of pFBq plasmid digested with BamHI and Notl. V)
Restriction map and expected sizes of the fragments of pFBqg plasmid digested with Smal and Spel. V) Restriction map and expected sizes of the fragments of the
recombinant pFBgG9P[6] expression plasmid digested with BamHI and Notl. V1) Restriction map and expected sizes of the fragments of the recombinant pFBqG9P[6]
expression plasmid digested with Smal and Spel. VII) Restriction map and expected sizes of the fragments of the recombinant pFBgG12 expression plasmid digested with
BstXI. The position where the gene segment encoding VP7 protein was cloned is highlighted in black. VI11) Restriction map and expected sizes of the fragments of the
recombinant pFBqG2P[6] expression plasmid digested with BstXI. The position where the gene segment encoding VP4 and VP7 protein were cloned are highlighted in black.
IX) Restriction map and expected sizes of the fragments of the recombinant pFBqG9P[4] expression plasmid digested with BstXl. The position where the gene segment
encoding VP4 and VP7 protein were cloned are highlighted in black. X) Restriction map and expected sizes of the fragments of the recombinant pFBqG12P[6] expression
plasmid digested with BstXI. The position where the gene segment encoding VP4 and VVP7 protein were cloned are highlighted in black. From | to X, A, restriction map; B,
restriction patterns of the plasmid DNA fragments expected on agarose gel. Lane 1; O’ GeneRuler DNA Ladder Mix molecular marker (Fermentas Inc., Maryland, USA).
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Appendix C

MLERA, L., JERE, K. C., VAN DIJ, A. A. & ONEILL, H. G. 2011. Determination of the
whole-genome consensus sequence of the prototype DS-1 rotavirus using sequence-
independent genome amplification and 454® pyrosequencing. J Virol Methods, 175, 266-71.

Instructionsto the authorsfor thisjournal may be found at the following website:
http://www.el sevier.com/wps/find/journal description.cws _home/506080/authorinstructions
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