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Introduction

In the world of food science and industrial chemistry, precise measurement of fatty acid composition is essential for 

quality control, regulatory compliance, and product development. One of the most widely referenced resources for 

these measurements is the application note 13 method AOCS CD 16b 93 FAT. This document provides a 

detailed, step �by �step protocol for the determination of total fatty acids in fats and oils using the AOCS CD 16b 

method, adapted for the 93 FATlaboratory setting. Whether you are a seasoned analyst, a laboratory manager, or

a researcher exploring new lipid formulations, understanding this method is crucial for accurate, reproducible

results.

What is the AOCS CD 16b Method?

The American Oil Chemists' Society (AOCS) publishes a series of standardized analytical methods for fats and oils.

Method CD 16b, titled “Determination of Total Fatty Acids by Saponification and Gas Chromatography,” is one of the

most commonly used protocols for quantifying fatty acid profiles. It involves the hydrolysis (saponification) of the

lipid sample, extraction of the resulting free fatty acids, derivatization to methyl esters (FAMEs), and subsequent

analysis by gas chromatography (GC). The method’s robustness, reproducibility, and compatibility with a wide

range of samples make it a staple in laboratories worldwide.

Why the “Application Note 13” Matters

While the core CD 16b method is well established, real �world laboratories often encounter unique challenges—

different sample matrices, equipment constraints, or regulatory nuances. The application note 13addresses these

practical considerations by providing:

•  Adaptations for high �fat, low �fat, and specialty oils.

•  Optimized reagent volumes for small �scale analyses.

•  Safety guidelines for handling corrosive reagents.

•  Quality control (QC) procedures for validating results.

By integrating these enhancements, the application note ensures that analysts can confidently apply the CD 16b

method across diverse contexts while maintaining compliance with industry standards.

Key Components of the 93 FAT Laboratory

The “93 FAT” designation refers to a specific laboratory configuration designed to streamline fatty acid analysis. It

typically includes:

1.  Automated Saponification Module – Minimizes manual handling of strong bases.

2.  In �Line Extraction System – Facilitates rapid transfer of FAMEs to GC.

3.  Temperature �Controlled Derivatization Chamber – Ensures consistent methylation.

4.  High �Resolution GC �FID (Flame Ionization Detector) – Provides sensitive detection of FAME peaks.

These components, when combined with the application note’s procedural refinements, yield high �throughput,



low �variance results suitable for both research and commercial testing.

Step �by �Step Breakdown of the Method

1. Sample Preparation

Accurate fatty acid analysis begins with a representative sample. For solid fats, homogenize the sample using a

cryogenic grinder or a standard blender until a fine, uniform powder is achieved. Liquid oils can be sampled directly;

however, if the oil is highly viscous, a small aliquot should be diluted with a compatible solvent (e.g., hexane) to

facilitate handling.

2. Saponification

The core of the CD 16b method is the saponification step, where the triglycerides are hydrolyzed to glycerol and

free fatty acids. The procedure typically uses a 0.5 M ethanolic KOH solution. In the 93 FAT lab, the automated

module dispenses the reagent at a controlled rate, ensuring consistent reaction times across samples.

3. Extraction of Free Fatty Acids

After saponification, the mixture is acidified with dilute HCl to protonate the fatty acids. An organic solvent—

commonly hexane or diethyl ether—is then added to extract the free fatty acids into the organic phase. The

application note recommends a 1:1 solvent-to-sample ratio to maximize extraction efficiency.

4. Derivatization to Fatty Acid Methyl Esters (FAMEs)

Free fatty acids are then converted into methyl esters using a catalyst such as boron trifluoride (BF ƒ) in methanol.

This step is critical because FAMEs are volatile and amenable to GC analysis. The derivatization chamber in the 93

FAT system maintains a constant temperature (typically 60 /°C) for 10 minutes, ensuring complete conversion.

5. Gas Chromatography Analysis

Once the FAMEs are prepared, they are injected into the GC �FID system. The column used is usually a polar

capillary column (e.g., SP �2560) that separates fatty acids based on chain length and degree of unsaturation. The

detector records peak areas, which are then converted to concentration values using a calibrated standard.

6. Data Processing and Interpretation

Software associated with the GC system automatically integrates peaks and matches them against a library of

known FAMEs. Analysts then calculate the relative percentages of each fatty acid, often expressed as a fraction of

total fatty acids. The application note provides guidance on handling co �eluting peaks and correcting for detector

response factors.

Quality Control and Assurance

Reliable results hinge on rigorous QC protocols. The application note outlines several best practices:

•  Use of Certified Reference Materials (CRMs) – Run a known standard (e.g., AOCS Standard Reference 

Material 1547) alongside each batch.

•  Internal Standards – Add a known quantity of a fatty acid not present in the sample (e.g., heptadecanoic acid) 

to correct for extraction efficiency.

•  Blank Controls – Run reagent blanks to identify potential contamination.

•  Replicate Analyses – Perform at least triplicate measurements to assess precision.

By adhering to these controls, laboratories can achieve coefficient of variationvalues below 5%, a benchmark for

high �quality fatty acid profiling.



Applications Across Industries

Food & Beverage

Food manufacturers use fatty acid profiles to label products accurately, assess shelf life, and monitor adulteration.

For instance, the method helps verify the authenticity of olive oil, detect the presence of cheaper vegetable oils,

and ensure compliance with labeling regulations such as the U.S. Food and Drug Administration (FDA) or the

European Union (EU) directives.

Pharmaceuticals

In the pharmaceutical sector, the method assists in characterizing lipid excipients, ensuring batch consistency, and

evaluating drug delivery systems that rely on lipid matrices.

Cosmetics

Cosmetic formulators analyze fatty acids to develop products with desired skin �benefitting properties, such as

moisturizing agents rich in oleic acid or antioxidants like tocopherol esters.

Pet Food & Animal Nutrition

Veterinary nutritionists rely on precise fatty acid data to formulate diets that meet the specific energy and health

requirements of livestock, poultry, and pets.

Regulatory Landscape and Compliance

Accurate fatty acid analysis is not just a technical requirement; it’s a regulatory one. Agencies such as the FDA, the

European Food Safety Authority (EFSA), and the Codex Alimentarius mandate strict labeling of saturated,

monounsaturated, and polyunsaturated fats. The application note’s alignment with AOCS CD 16b ensures that

results are accepted by regulatory bodies worldwide.

Labeling Requirements

In many jurisdictions, nutrition labels must list the amounts of saturated, trans, and total fats per serving. The CD

16b method provides the quantitative data needed to fulfill these legal obligations.

Quality Assurance Programs

Food safety programs like ISO 22000 and HACCP (Hazard Analysis and Critical Control Points) often incorporate

fatty acid profiling as a critical control point. The reproducibility of the application note’s protocol supports these

quality assurance frameworks.

Case Study: Authenticating Extra �Virgin Olive Oil

One practical application of the 93 FAT method is the authentication of extra �virgin olive oil (EVOO). A laboratory

received a batch of EVOO suspected of being adulterated with cheaper vegetable oils. Using the application note

13 protocol, analysts extracted the fatty acids, derivatized them to FAMEs, and ran GC �FID analysis. The resulting

profile showed a high proportion of oleic acid ("H /70 /%) and a low level of linoleic acid, consistent with authentic EVOO. 

In contrast, the suspect sample exhibited a higher linoleic acid content and a lower oleic acid ratio, confirming

adulteration. This example highlights how precise fatty acid profiling can protect consumers and uphold brand

integrity.

Common Pitfalls and Troubleshooting Tips



•  Incomplete Saponification – Ensure the reagent volume and reaction time are adequate. If peaks of 

triglycerides appear in the GC chromatogram, the hydrolysis step may be incomplete.

•  Co �Elution of FAMEs – Use a column with appropriate polarity or adjust the temperature gradient to resolve 

closely eluting peaks.

•  Loss of Volatile Fatty Acids – Keep the derivatization chamber sealed and minimize exposure to air to prevent 

evaporation of short �chain FAMEs.

•  Detector Drift – Perform a baseline check before each run and recalibrate the GC �FID if necessary.

•  Reagent Contamination – Use high �purity solvents and verify that reagents are free from fatty acid impurities.

Future Directions in Fatty Acid Analysis

While the AOCS CD 16b method remains a gold standard, emerging technologies promise to further enhance

throughput and accuracy:
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