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Analysis Service Requirements
The Provider offering these analyses must adhere to the following conditions:

*General requirements
-Provider will be responsible for the Whole process from cell Extraction to Gene
expression analysis.
- The provider is responsible for obtaining the required material for the analyses.
-Analysis will be for 130 sample of human adipose tissue, to be worked in
Duplicates, for3 genes (2 reference,6 target genes)

##Specific requirements

1. Samples Collection, Transport & Handling
-The provider is fully responsible for Transporting the samples from Mu’tah
University or the designated hospitals.
-Transportation must follow proper cold chain protocols to prevent RNA degradation.
-Proper storage and handling conditions must be maintained throughout the process.

2. RNA Extraction & Quality Control
-High-quality RNA must be extracted using a protocol designed or optimized for
mRNA extraction from fat tissue (2 samples will be provided by the researcher for
protocols optimization)
- RNA integrity must be assessed and only high-quality RNA (RIN ? 7, 260/230=2-
2.2, 260/280=2-2.1) should be used for qPCR.

3 . Primer Design & Validation
-The provider must design primers specific to the target and reference genes.
- Target genes are (OCT4, NANOG, SOX2, UCPI, PPARG, RUNX2), This selection
of target genes may be modified during the research process, any modification will be
communicated before ordering primers and conducting qPCR analysis.
-Primers must be validated for efficiency (90-110%) and specificity (single peak in
melt curve analysis).
-The sequences of primers must be provided for verification.

4. qPCR Assay & Controls
-qPCR should be performed using a reliable SYBR Green or probe-based method.
-No-template controls (NTC) and reverse transcription minus controls (NRTC) must
be included.
-All reactions must be performed in technical duplicates.
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- A reference sample must be included in all qPCR plates to allow for inter-plate
calibration and ensure data comparability.
-The reference sample used for inter-plates calibration must be available in sufficient
quantity to cover at least 300 additional samples; ensuring consistency across all
analysis.

5 . Data Reporting
-The provider must provide raw Ct values for each sample and technical replicate.
-The provider must provide primer efficiency data.
-Melt curve analysis results (if applicable) must be provided.

6. Reproducibility & Quality Assurance
-The provider must ensure reproducibility by running a subset of samples in
independent runs.
-Standard operating procedures must be followed, and documentation must be
provided upon request.

7. Turnaround Time & Sample Return
-The provider must specify the expected turnaround time for data delivery.
-Any remaining RNA or cDNA must be returned upon completion of the analysis.
-The provider must return the labelled samples-containing tubes to the researcher
whether they are empty or still contain samples.

8. Confidentiality & Data Protection
1- Provider’s Commitment to Data Confidentiality and Privacy :
- The provider must sign a Non-Disclosure Agreement (NDA) before receiving any
samples or research data.
- The provider is strictly prohibited from sharing any information related to the
samples, results, or research data with any third party without prior written approval.
- All data and qPCR results must be securely stored and used solely for the agreed
research purposes.
-In compliance with the ethical approval requirements of the hospital, the provider
must fully adhere to data confidentiality and patient privacy protection regulations.
-Upon project completion, all research data must either be securely deleted or
returned, as per the agreed terms.

9- Researcher’s Evaluation and Continuation of analyses
-After each analysis process, the researcher will conduct a performance evaluation
based on data quality, adherence to protocols, and compliance with confidentiality
agreements.
-The continuation of subsequent analyses within this research project will be
determined based on the researcher’s evaluation.
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RNA Extraction

Reverse Transcription

Optimization and Amplification efficiency for primers, Real time
PCR

Gene Expression Analysis

Gel Electrophoresis and Documentation

Sequencing and purification
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