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CLASSIFICATION OF CARBOHYDRATES

Carbohydrates can be classified in several ways based on their structure, function, and

complexity. Here are the main classifications of carbohydrates:

1. Monosaccharides:
o Monosaccharides are the simplest form of carbohydrates and cannot be
hydrolyzed into smaller sugars. They are usually composed of 3-7 carbon atoms.
o Examples include glucose, fructose, and galactose.
2. Disaccharides:
o Disaccharides are formed when two monosaccharides join together through a
glycosidic bond, which is a type of covalent bond.
o Examples include sucrose (glucose + fructose), lactose (glucose + galactose), and
maltose (glucose + glucose).
3. Oligosaccharides:
o Oligosaccharides consist of 3-10 monosaccharide units linked together by
glycosidic bonds.
o They are found in certain foods and can have roles in cell recognition and as
prebiotics.
4. Polysaccharides:
o Polysaccharides are complex carbohydrates composed of many monosaccharide
units linked together.
o They serve as energy storage molecules (e.g., starch in plants, glycogen in
animals) and structural components (e.g., cellulose in plants, chitin in fungi).
5. Based on Functional Group:
o Aldoses: Monosaccharides with an aldehyde group (e.g., glucose).
o Ketoses: Monosaccharides with a ketone group (e.g., fructose).
6. Based on Size and Complexity:
o Simple Carbohydrates: Includes monosaccharides and disaccharides, which are

quickly digested and absorbed.
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o Complex Carbohydrates: Includes oligosaccharides and polysaccharides, which

take longer to digest and provide sustained energy.
7. Based on Digestibility:

o Digestible Carbohydrates: Includes starches and sugars that can be broken down
by digestive enzymes.

o Non-digestible Carbohydrates: Includes dietary fibers and resistant starches,
which are not fully broken down by digestive enzymes and contribute to gut
health.

These classifications are useful for understanding the diverse roles and structures of
carbohydrates in biological systems, from energy metabolism to structural support in cells and

organismes.
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Fig 9.1: Classification of carbohydrates
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CLASSIFICATION OF FATTY ACIDS

Fatty acids are classified based on several criteria, including their structure, length of carbon
chain, degree of saturation, and biological significance. Here are the main classifications of fatty
acids:

1. Based on Carbon Chain Length:
o Short-chain fatty acids (SCFAs): Have fewer than 6 carbon atoms.
o Medium-chain fatty acids (MCFAs): Have 6 to 12 carbon atoms.
o Long-chain fatty acids (LCFASs): Have more than 12 carbon atoms.
2. Based on Degree of Saturation:
o Saturated fatty acids (SFAs): Have no double bonds between carbon atoms and
are fully saturated with hydrogen atoms.
o Monounsaturated fatty acids (MUFAS): Have one double bond in the carbon
chain.
o Polyunsaturated fatty acids (PUFAs): Have two or more double bonds in the
carbon chain.
3. Based on Biological Origin:
o Omega Fatty Acids: Classified based on the position of the first double bond
counting from the methyl (omega) end of the fatty acid chain.
= Omega-3 fatty acids: The first double bond is between the third and
fourth carbon atoms from the omega end (e.g., alpha-linolenic acid, EPA,
DHA).
= Omega-6 fatty acids: The first double bond is between the sixth and
seventh carbon atoms from the omega end (e.g., linoleic acid, arachidonic
acid).
4. Based on Functional Groups:
o Hydroxy Fatty Acids: Contain hydroxyl (-OH) groups, such as ricinoleic acid
found in castor oil.
o Epoxy Fatty Acids: Contain epoxide groups (cyclic ethers), important in

biological signaling.
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5. Special Categories:
o Trans Fatty Acids: Unsaturated fatty acids that have at least one double bond in
the trans configuration, often found in partially hydrogenated oils.
o Conjugated Linoleic Acids (CLA): A group of isomers of linoleic acid with

conjugated double bonds, found in dairy and meat products.

These classifications are important for understanding the roles of different fatty acids in
nutrition, metabolism, and health. The type and proportion of fatty acids in the diet can have
significant implications for cardiovascular health, inflammation, and other physiological

processes.
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PROPERTIES AND CLASSIFICATION OF ENZYMES

Enzymes are biological catalysts that accelerate chemical reactions within living organisms.
They are essential for metabolism, signaling pathways, and various other biochemical processes.
Enzymes are classified based on their structure, function, and the type of reaction they catalyze.

Here’s a detailed look at the properties and classifications of enzymes:
Properties of Enzymes:

1. Catalytic Activity:

o Enzymes increase the rate of chemical reactions by lowering the activation energy
required for the reaction to proceed. They do this without being consumed or
permanently altered in the process.

2. Specificity:

o Enzymes exhibit specificity for their substrates, meaning each enzyme typically
catalyzes a specific reaction or a group of similar reactions. This specificity is due
to the precise arrangement of amino acids in the enzyme’s active site.

3. Efficiency:

o Enzymes are highly efficient catalysts, often accelerating reactions by millions to

billions of times compared to the same reaction occurring without the enzyme.
4. Regulation:

o Enzyme activity is often regulated in response to cellular needs. Regulation can
occur through various mechanisms such as allosteric regulation, covalent
modification, and changes in gene expression.

5. Reusability:

o Enzymes can catalyze multiple reactions before they are degraded or denatured.

They can be reused multiple times, making them economically advantageous in

industrial processes.

Classification of Enzymes:
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Enzymes are classified based on several criteria, including the type of reaction they catalyze,

their structure, and their biological function. The main classification schemes include:

1. Based on Reaction Type:

o Oxidoreductases: Catalyze oxidation-reduction reactions.

o Transferases: Transfer functional groups between molecules.

o Hydrolases: Catalyze hydrolysis reactions (breakdown of bonds by adding
water).

o Lyases: Catalyze addition or removal of groups to form double bonds.

o lIsomerases: Catalyze isomerization reactions (rearrangement of atoms within a
molecule).

o Ligases (or synthetases): Catalyze the joining of two molecules using ATP.

2. Based on Substrate Specificity:

o Enzymes can be further classified based on the type of substrate they act upon

(e.q., proteases for proteins, lipases for lipids).
3. Based on Biological Function:

o Enzymes can be classified according to their role in metabolism, signal
transduction, or as structural components (e.g., enzymes involved in DNA
replication or repair).

4. Based on Structural Similarity:
o Enzymes may also be classified based on similarities in their amino acid

sequences and overall structural folds.

Examples of Enzyme Classes:

e Proteases: Enzymes that catalyze the breakdown of proteins into peptides or amino
acids.

o Lipases: Enzymes that hydrolyze lipids into fatty acids and glycerol.

e Amylases: Enzymes that break down starch and glycogen into sugars.

e Kinases: Enzymes that transfer phosphate groups from ATP to other molecules, often
proteins.

o Polymerases: Enzymes involved in synthesizing nucleic acids (DNA or RNA).

DEPARTMENT OF UG MICROBIOLOGY




MB —-2: MICROBIAL PHYSIOLOGY AND BIOCHEMISTRY

o Phosphatases: Enzymes that remove phosphate groups from molecules.

Understanding enzyme properties and classifications is crucial in fields such as biochemistry,
medicine, biotechnology, and pharmaceuticals. It allows scientists to manipulate and optimize
enzyme functions for various applications, ranging from industrial processes to therapeutic

interventions.
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LOCK AND KEY HYPOTHESIS

The lock and key hypothesis is a conceptual model that describes the interaction between an
enzyme and its substrate. It was first proposed by Emil Fischer in 1894 and remains a
fundamental concept in enzymology. Here’s a detailed explanation of the lock and key

hypothesis:

Key Concepts of the Lock and Key Hypothesis:

1. Enzyme Structure:

o Enzymes are proteins with a specific three-dimensional structure, including a
region called the active site. The active site is a pocket or cleft on the enzyme’s
surface where the substrate binds.

2. Substrate Specificity:

o Each enzyme has a unique active site that is complementary in shape, charge, and
other chemical properties to a specific substrate molecule. This specificity arises
from the precise arrangement of amino acid residues in the active site.

3. Lock and Key Analogy:

o The lock and key analogy illustrates the specificity of enzyme-substrate
interactions. According to this hypothesis, the enzyme (the lock) has a specific
shape that exactly fits the substrate molecule (the key). Only when the substrate
fits into the enzyme's active site like a key in a lock can the enzyme catalyze the
reaction.

4. Binding and Catalysis:

o When the substrate binds to the enzyme's active site, the enzyme-substrate
complex is formed. This binding is typically facilitated by non-covalent
interactions such as hydrogen bonds, ionic interactions, and hydrophobic
interactions.

o Once bound, the enzyme can catalyze the conversion of the substrate into
product(s), often by lowering the activation energy required for the reaction to
proceed.

5. Induced Fit Model:
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o While the lock and key hypothesis suggests a rigid complementarity between
enzyme and substrate, the induced fit model expands on this concept. It proposes
that the enzyme's active site can undergo conformational changes upon substrate

binding to achieve a better fit, enhancing catalytic efficiency.
Importance and Applications:

e Understanding Enzyme Function: The lock and key hypothesis provides a foundational
understanding of how enzymes interact with substrates to catalyze biochemical reactions
with high specificity.

o Drug Design: Knowledge of enzyme-substrate interactions is crucial in designing drugs
that target specific enzymes involved in diseases. Drugs can act as inhibitors by binding
to the enzyme's active site, blocking substrate binding and thereby inhibiting enzyme
function.

« Biotechnology: Enzymes are widely used in biotechnological processes, such as food
production, detergent manufacturing, and pharmaceutical synthesis. The lock and key
hypothesis helps in engineering enzymes for improved catalytic efficiency and substrate

specificity.

In summary, the lock and key hypothesis describes the specific and complementary interaction
between enzymes and substrates, highlighting the importance of molecular shape and structure in
biochemical reactions. This concept continues to shape our understanding and manipulation of

enzymatic processes in both natural and applied sciences.
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PRINCIPLE AND APPLICATIONS OG COLORIMETRY

Colorimetry is a technique used to quantify and analyze the concentration of substances based on
their absorption of light at specific wavelengths. Here’s a detailed exploration of the principle of

colorimetry and its applications:
Principle of Colorimetry:

1. Absorption of Light:

o Colorimetry relies on the principle that substances absorb light of specific
wavelengths. When light passes through or is reflected off a sample containing
the substance of interest, the amount of light absorbed at a particular wavelength
is directly proportional to the concentration of the substance.

2. Beer-Lambert Law:

o The Beer-Lambert law states that the absorbance (A) of light by a substance is
directly proportional to its concentration (C), the path length of the light through
the sample (1), and the molar absorptivity (¢) of the substance at that wavelength.

o Mathematically, it is expressed as: A=¢-|-CA = \epsilon \cdot | \cdot CA=¢:|-C

3. Colorimetric Analysis:

o In colorimetric analysis, a colorimeter or spectrophotometer measures the
absorbance of light at a specific wavelength (often visible light) by a sample. A
reference sample (often a blank solution) is used for comparison to account for
background absorbance.

4. Color Development:

o Some colorimetric assays involve a chemical reaction that produces a colored

product proportional to the concentration of the analyte. The intensity of the color

is then measured spectrophotometrically to determine the analyte concentration.
Applications of Colorimetry:

1. Clinical Diagnostics:
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o Colorimetry is extensively used in clinical laboratories to measure concentrations
of various substances in blood, urine, and other bodily fluids. For example,
measurement of blood glucose levels, cholesterol levels, and kidney function
markers like creatinine.

2. Environmental Monitoring:

o Colorimetry is employed for monitoring pollutants and contaminants in air, water,
and soil. It helps in assessing environmental quality and compliance with
regulatory standards.

3. Food and Beverage Industry:

o Quality control in food and beverage production often involves colorimetric
analysis to measure nutrient content, detect contaminants, and ensure product
consistency.

4. Chemical Analysis:

o Colorimetry is used in chemical laboratories for quantitative analysis of
substances. It’s used to determine concentrations of ions in solution, such as metal
ions in environmental samples or pharmaceutical preparations.

5. Industrial Applications:

o Inindustries such as pharmaceuticals, cosmetics, and textiles, colorimetry is used
for quality assurance, product development, and process control. For instance,
measuring the concentration of dyes in textiles or active ingredients in
pharmaceutical formulations.

6. Education and Research:

o Colorimetry serves as an essential tool in educational settings for teaching

principles of spectrophotometry and analytical chemistry. In research, it’s used for

studying reaction kinetics, enzymatic assays, and molecular interactions.

Advantages of Colorimetry:

e Speed: Colorimetric assays are often rapid, allowing for high throughput analysis.
e Simplicity: Many colorimetric methods are straightforward and require minimal sample

preparation.
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o Sensitivity: Modern instruments can detect small changes in color, enabling precise

measurements over a wide range of concentrations.

In conclusion, colorimetry is a versatile analytical technique based on the measurement of light
absorption, widely applied across various scientific disciplines and industries for quantitative
analysis and quality control purposes. Its principles and applications continue to evolve with

advancements in instrumentation and methodology.
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CHROMATOGRAPHY TECHNIQUES

Chromatography is a diverse set of techniques used to separate and analyze mixtures of
substances based on their differential distribution between a stationary phase and a mobile phase.

Here are some common chromatography techniques:
1. Thin Layer Chromatography (TLC):

e Principle: TLC involves the separation of compounds based on their differential affinity
for a stationary phase (typically a thin layer of silica gel or alumina) and a mobile phase
(solvent).

e Application: It is widely used for qualitative analysis to identify components in a

mixture and for monitoring the progress of reactions.
2. Gas Chromatography (GC):

e Principle: GC separates volatile compounds based on their partitioning between a
stationary phase (often a liquid coating on an inert solid support inside a column) and a
mobile phase (inert gas like helium or nitrogen).

o Application: GC is used for quantitative analysis of complex mixtures in areas such as

environmental monitoring, forensic analysis, and drug testing.

3. Liquid Chromatography (LC):

e Principle: LC separates compounds dissolved in a liquid solvent based on their
interactions with a stationary phase (packed column or a solid phase bound to a column)
and a mobile phase (liquid solvent).

e Types:

o High Performance Liquid Chromatography (HPLC): Uses high-pressure
pumps to force the mobile phase through the column for faster separations and
higher resolution.

o lon Chromatography (IC): Separates ions based on their interaction with an ion-

exchange resin stationary phase.
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o Application: LC techniques are used in pharmaceutical analysis, food testing, and

biochemical research.
4. Affinity Chromatography:

e Principle: Affinity chromatography uses a stationary phase that selectively binds to a
specific ligand or biomolecule (e.g., antibodies, enzymes).
o Application: It is used for purification of biomolecules like proteins and nucleic acids, as

well as in biochemistry and biotechnology for studying molecular interactions.
5. Size Exclusion Chromatography (SEC) or Gel Filtration Chromatography:

e Principle: SEC separates molecules based on their size as they pass through a porous gel
matrix. Larger molecules elute faster because they are excluded from the pores and travel
through the column more quickly.

o Application: SEC is used for molecular weight determination, purification of proteins

and polymers, and separation of aggregates from monomers.

6. Chiral Chromatography:

e Principle: Chiral chromatography separates enantiomers (mirror-image isomers) based
on their interactions with a chiral stationary phase.
o Application: It is crucial in pharmaceutical analysis to separate and analyze chiral drugs

and biomolecules.

7. Paper Chromatography:

e Principle: Similar to TLC but uses paper as the stationary phase. Compounds are
separated based on their affinity for the paper and the mobile phase.
e Application: Used in qualitative analysis of amino acids, sugars, and dyes, and in

educational settings due to its simplicity.

8. Super Critical Fluid Chromatography (SFC):
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Principle: SFC uses supercritical fluids (e.g., carbon dioxide) as the mobile phase,
offering advantages in separation efficiency and compatibility with non-volatile

compounds.
Application: Widely used in pharmaceutical and natural product research, and in

separating thermally labile compounds.

Each chromatography technique has its own advantages and applications, making them
indispensable tools in analytical chemistry, biochemistry, pharmaceuticals, environmental

sciences, and various other fields requiring separation and analysis of complex mixtures.
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NUTRITIONAL GROUPS OF MICROORGANISMS

Microorganisms can be classified into different nutritional groups based on their source of

energy and carbon. Here are the main nutritional groups of microorganisms:
1. Phototrophs:

« Definition: Phototrophs obtain energy from sunlight.
o Types:
o Photoautotrophs: Use light energy to synthesize organic compounds from
carbon dioxide (e.g., cyanobacteria, green sulfur bacteria).
o Photoheterotrophs: Use light energy to generate ATP but rely on organic
compounds obtained from the environment as a carbon source (e.g., some purple

non-sulfur bacteria).
2. Chemotrophs:

o Definition: Chemotrophs obtain energy from chemical compounds.
e Types:

o Chemolithotrophs: Use inorganic chemicals as a source of energy (e.g.,
hydrogen sulfide, ammonia) and carbon dioxide as a carbon source (e.g.,
nitrifying bacteria).

o Chemoorganotrophs: Use organic compounds as both a source of energy and

carbon (e.g., most bacteria, fungi, protozoa).
3. Based on Carbon Source:

e Autotrophs: Can fix carbon dioxide to synthesize organic compounds.
o Photoautotrophs: Use light energy for carbon fixation.
o Chemoautotrophs: Use chemical energy for carbon fixation.
e Heterotrophs: Depend on organic compounds synthesized by other organisms as their

carbon source.
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4. Based on Energy Source:

e Lithotrophs: Use inorganic molecules as electron donors.
o Photolithotrophs: Use light energy and inorganic electron donors.
o Chemolithotrophs: Use chemical energy from inorganic electron donors.

e Organotrophs: Use organic molecules as electron donors.

Examples:

o Examples of phototrophs: Cyanobacteria (photoautotrophs), purple non-sulfur bacteria
(photoheterotrophs).

o« Examples of chemotrophs: Nitrifying bacteria (chemolithotrophs), Escherichia coli
(chemoorganotrophs).

« Examples of autotrophs: Many cyanobacteria and certain archaea that fix carbon

dioxide.
o Examples of heterotrophs: Most bacteria, fungi, and animals that rely on organic carbon

sources.

Understanding these nutritional groups helps in studying the ecological roles of microorganisms,

their metabolic capabilities, and their contributions to nutrient cycles in ecosystems.
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MICROBIAL GROWTH AND THEIR PHASES

Microbial growth refers to the increase in the population size of microorganisms. This process
occurs in distinct phases, each characterized by specific growth dynamics and physiological

changes. Here are the phases of microbial growth:
1. Lag Phase:

o Characteristics:
o Initial phase after inoculation into fresh growth medium.
o Cells are adjusting to new environment, synthesizing enzymes, and preparing for
rapid growth.
o No increase in cell number, but metabolic activity is high.
o Duration: Highly variable; can be short or extended depending on the culture conditions

and the state of the inoculum.
2. Exponential (Log) Phase:

e Characteristics:
o Phase of rapid exponential growth.
o Growth rate is at its maximum,; cells divide at a constant rate.
o Conditions are optimal with abundant nutrients and favorable environmental
factors.
e Duration: Growth rate depends on species, medium composition, and environmental
conditions; typically, it lasts until nutrients become limiting or waste products

accumulate.
3. Stationary Phase:

e Characteristics:
o Growth rate slows and enters a plateau phase.
o Nutrient depletion and accumulation of waste products (e.g., acids, alcohols)

contribute to growth inhibition.
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o Some cells may enter a dormant state or form resistant structures (e.g.,

endospores).
o Causes: Nutrient depletion, accumulation of toxic metabolites, and limited space in the

culture vessel.
o Duration: Variable; can be prolonged depending on the species and culture conditions.

4. Death Phase (Decline Phase):

o Characteristics:
o Cell death exceeds cell division.
o Conditions become increasingly unfavorable; nutrients are depleted, and toxic
products accumulate.
o Some cells may undergo programmed cell death (apoptosis).
o Duration: Continues until the population reaches a minimal viable level or completely

dies off.
Factors Influencing Growth Phases:

e Nutrient Availability: Availability of carbon, nitrogen, phosphorus, and other essential

nutrients.

e Environmental Conditions: pH, temperature, oxygen levels, and osmotic pressure affect
growth rates.

e Inoculum Size: Initial cell density influences the lag phase duration.

o Genetic Factors: Species-specific traits and genetic regulation of growth-related genes.
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GLYCOLYSIS

Glycolysis is a fundamental metabolic pathway that occurs in the cytoplasm of all living cells. It
involves the breakdown of glucose (a six-carbon sugar) into two molecules of pyruvate (a three-
carbon compound), with the simultaneous production of ATP and NADH. Here’s a detailed

overview of glycolysis:
Steps of Glycolysis:

1. Hexokinase/ Glucokinase (Step 1):
o Glucose enters the cell and is phosphorylated to glucose-6-phosphate using ATP.
o Enzyme: Hexokinase (in most tissues) or Glucokinase (in liver and pancreas).
2. Isomerization (Step 2):
o Glucose-6-phosphate is converted to fructose-6-phosphate.
o Enzyme: Phosphoglucose isomerase.
3. Phosphorylation (Step 3):
o Fructose-6-phosphate is phosphorylated to fructose-1,6-bisphosphate using ATP.
o Enzyme: Phosphofructokinase-1 (PFK-1) — a key regulatory enzyme in
glycolysis.
4. Cleavage (Step 4):
o Fructose-1,6-bisphosphate is cleaved into two three-carbon molecules:
dihydroxyacetone phosphate (DHAP) and glyceraldehyde-3-phosphate (G3P).
o DHAP is isomerized to G3P.
o Enzyme: Aldolase.
5. Energy Harvesting and Redox Reactions (Steps 5-9):
o Each G3P molecule undergoes oxidation and phosphorylation to produce 1,3-
bisphosphoglycerate.
o NAD-+ is reduced to NADH during this step.
o Substrate-level phosphorylation generates ATP directly from ADP.
o Enzymes involved: Glyceraldehyde-3-phosphate dehydrogenase (GAPDH),
phosphoglycerate kinase, phosphoglycerate mutase, and enolase.

6. Pyruvate Formation (Steps 10-11):
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o 1,3-bisphosphoglycerate is converted to 3-phosphoglycerate and then to 2-
phosphoglycerate.
o Phosphoenolpyruvate (PEP) is formed from 2-phosphoglycerate.
o Enzymes: Phosphoglycerate kinase, phosphoglycerate mutase, and enolase.
7. ATP Production (Step 12):
o Phosphoenolpyruvate (PEP) is converted to pyruvate, producing ATP via
substrate-level phosphorylation.

o Enzyme: Pyruvate kinase.
Overall Reaction of Glycolysis:

e Input: Glucose + 2 ATP + 2 NAD+
e Output: 2 Pyruvate + 4 ATP (net gain of 2 ATP per glucose molecule) + 2 NADH + 2
H+

Regulation of Glycolysis:

o Key Regulatory Enzyme: Phosphofructokinase-1 (PFK-1) is allosterically regulated by
ATP, AMP, and citrate levels to control the flux through glycolysis based on cellular
energy needs.

e Feedback Inhibition: High levels of ATP and citrate inhibit PFK-1, slowing down
glycolysis. Conversely, low ATP levels and high AMP levels activate PFK-1, promoting
glycolysis.

Importance of Glycolysis:

e Glycolysis is essential for cellular energy production (ATP) under both aerobic and
anaerobic conditions.

e It provides intermediates for other metabolic pathways, such as the citric acid cycle
(Krebs cycle) and the pentose phosphate pathway.

e It is a central pathway in carbohydrate metabolism, playing a crucial role in glucose

homeostasis and providing building blocks for biosynthesis.
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Glycolysis is a highly conserved pathway across all domains of life and serves as a foundation

for understanding cellular metabolism and energy production.
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TCACYCLE

The Tricarboxylic Acid (TCA) cycle, also known as the Citric Acid cycle or Krebs cycle, is a
central metabolic pathway that occurs in the mitochondria of eukaryotic cells and in the
cytoplasm of prokaryotic cells. It plays a critical role in the oxidation of acetyl-CoA derived
from carbohydrates, fats, and proteins, producing ATP and reducing equivalents (NADH and
FADH?2) for the electron transport chain (ETC). Here’s a detailed overview of the TCA cycle:

Steps of the TCA Cycle:

1. Acetyl-CoA Entry (Step 1):
o Acetyl-CoA, derived from the breakdown of carbohydrates, fats, or amino acids,
combines with oxaloacetate to form citrate.
o Enzyme: Citrate synthase.
2. Isomerization (Step 2):
o Citrate is converted to isocitrate.
o Enzyme: Aconitase.
3. First Oxidative Decarboxylation (Step 3):
o Isocitrate is oxidized to a-ketoglutarate, releasing CO2 and reducing NAD+ to
NADH.
o Enzyme: Isocitrate dehydrogenase.
4. Second Oxidative Decarboxylation (Step 4):
o o-Ketoglutarate is oxidized to succinyl-CoA, releasing CO2 and reducing NAD+
to NADH.
o Enzyme: a-Ketoglutarate dehydrogenase complex.
5. Substrate-level Phosphorylation (Step 5):
o Succinyl-CoA is converted to succinate, generating GTP (which can subsequently
produce ATP).
o Enzyme: Succinyl-CoA synthetase.
6. Oxidation (Step 6):
o Succinate is oxidized to fumarate, reducing FAD to FADH2.
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o Enzyme: Succinate dehydrogenase (which is also part of the electron transport
chain).
7. Hydration (Step 7):
o Fumarate is hydrated to form malate.
o Enzyme: Fumarase (or fumarate hydratase).
8. Regeneration of Oxaloacetate (Step 8):
o Malate is oxidized to oxaloacetate, reducing NAD+ to NADH.

o Enzyme: Malate dehydrogenase.
Overall Reaction of the TCA Cycle per Acetyl-CoA:

e Input: Acetyl-CoA + 3 NAD+ + FAD + GDP + Pi + 2 H20.
e Output: 2C0O2 + 3 NADH + 3 H+ + FADH2 + GTP (which can be converted to ATP).

Regulation of the TCA Cycle:

o Regulatory Enzymes: Several enzymes in the TCA cycle are regulated allosterically or
by covalent modification:
o Citrate synthase: Inhibited by ATP, NADH, and succinyl-CoA.
o Isocitrate dehydrogenase: Activated by ADP and inhibited by ATP and NADH.
o o-Ketoglutarate dehydrogenase complex: Inhibited by ATP, NADH, and
succinyl-CoA.

Importance of the TCA Cycle:

e Energy Production: Generates high-energy electrons (NADH, FADH2) that feed into
the electron transport chain (ETC) for ATP synthesis through oxidative phosphorylation.

e Biosynthesis: Provides intermediates (e.g., oxaloacetate, a-ketoglutarate, succinyl-CoA)
for biosynthetic pathways, including amino acid synthesis and heme production.

e Integration: Connects carbohydrate, lipid, and amino acid metabolism, allowing

organisms to efficiently utilize diverse nutrients for energy and growth.
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MB —-2: MICROBIAL PHYSIOLOGY AND BIOCHEMISTRY

The TCA cycle is central to cellular metabolism, playing a pivotal role in energy production and
providing metabolic intermediates for a wide range of biochemical processes essential for

cellular function and survival.
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