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CpG and CpG islands*

A CpG is a specific DNA sequence where a Cytosine (C) nucleotide is immediately followed by a Guanine (G) nucleotide on the same 
DNA strand, in the 5' → 3' direction.

• The p in "CpG" stands for the phosphate that links the C and G.

• CpGs are the primary sites of DNA methylation in vertebrates — cytosine can be chemically modified to 5-methylcytosine.


Why CpGs are important:

• Gene regulation: Methylation at CpG sites can silence gene expression.

• Mutation hotspot: Methylated CpGs mutate to TpG at a high rate, making CpGs relatively rare across the genome.
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CpG and CpG islands*

A CpG island is a DNA region enriched in CpG sites. 

• CpG islands tend to be unmethylated in normal cells.

• ~70% of human gene promoters have CpG islands.


Why CpG islands matter:

• Gene expression: Unmethylated CpG islands typically allow active transcription.

• Cell identity: Their methylation status helps define cell differentiation.

• Cancer biology: Abnormally hypermethylated CpG islands can silence tumor-suppressor genes.
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V. Molecular and Cellular Biology in the lab
1. Model organisms 

2. Cell cultures


3. Studying proteins


‣ Protein sequence


‣ Protein purification


‣ Protein visualization


‣ Protein structure


‣ Mass spectrometry
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• Model organisms are species that are extensively studied 
to understand particular biological processes, with the 
assumption that discoveries made in these organisms can be 
generalized to other species, including humans. 


• They are chosen for their short generation times, ease of 
care, well-understood genetics, and the availability of 
research tools


Model organisms
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Model Organism Scientific Name Type Key Uses in Research

Bacterium – Escherichia coli E. coli Prokaryote (bacterium)
- Gene expression and regulation

- DNA replication and repair

- Basic metabolism

- Biotechnology and genetic engineering (e.g., plasmid vectors)

Yeast – Saccharomyces cerevisiae S. cerevisiae Eukaryote (unicellular 
fungus)

- Cell cycle and division

- Aging and metabolism

- Eukaryotic gene expression

- Protein folding and secretion

Nematode – Caenorhabditis 
elegans C. elegans Multicellular animal 

(worm)

- Developmental biology

- Nervous system and behavior

- Apoptosis (programmed cell death)

- Genetic regulation of lifespan

Fruit Fly – Drosophila melanogaster D. melanogaster Insect
- Genetics and heredity

- Embryonic development

- Neurobiology and behavior

- Evolutionary biology

Zebrafish – Danio rerio D. rerio Vertebrate (fish)
- Developmental biology and organogenesis

- Genetics of vertebrates

- Disease modeling (heart, brain, cancer)

- Regeneration studies

Mouse – Mus musculus M. musculus Mammal
- Human disease models (cancer, diabetes, neurodegeneration)

- Immunology

- Genetics and genomics

- Drug testing and pharmacology

Plant – Arabidopsis thaliana A. thaliana Plant
- Plant genetics and development

- Photosynthesis and metabolism

- Stress responses

- Evolutionary biology of plants

Frog – Xenopus laevis / Xenopus 
tropicalis Xenopus species Amphibian (vertebrate)

- Embryonic development

- Cell cycle regulation

- Signal transduction pathways

Model organisms
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Model organisms are super important because: 


• Conservation of genes and pathways. Many fundamental biological processes are conserved across species.

• Ethical and practical advantages: Easier and cheaper to study than humans or other large animals.

• Genetic tools: Many have fully sequenced genomes, genetic mutants, and tools like CRISPR or RNAi.


Model organisms
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V. Molecular and Cellular Biology in the lab
1. Model organisms


2. Cell cultures 

3. Studying proteins


‣ Protein sequence


‣ Protein purification


‣ Protein visualization


‣ Protein structure


‣ Mass spectrometry
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Cell culture

• Cell culture is the process of growing cells under controlled laboratory conditions — typically outside their natural environment (in 
vitro). 


• Cells are maintained in a nutrient-rich liquid medium within sterile containers, such as flasks or Petri dishes, under specific 
temperature, gas (CO₂), and humidity conditions.


• This technique allows us to study the behavior, physiology, and biochemistry of cells in a controlled setting.


Cell culture is used in many areas of biology, biotechnology, and medicine:

• Research: Studying cell growth, signalling, differentiation, and genetic regulation.

• Medicine: Testing drugs, vaccines, and studying disease mechanisms.

• Biotechnology: Producing proteins, antibodies, and vaccines.

• Tissue engineering: Growing cells for artificial tissues or regenerative medicine.

• Toxicology: Testing effects of chemicals or cosmetics on cell health.



10

Cell culture - types of cell cultures

Type Description Example Uses

Primary Cell 
Culture

Cells taken directly from tissues and cultured for the first time. 
They closely resemble the original tissue but have a limited 
lifespan.

Studying normal cell 
physiology, metabolism, and 
cell–cell interactions.

Secondary/
Subcultured 
Cells

Cells that have been transferred (subcultured) from a primary 
culture to new growth media.

Used to expand the culture or 
continue experiments over 
time.

Cell Lines
Cells that have adapted to continuous growth in vitro. Derived 
from primary cultures that have undergone transformation 
(spontaneously or induced).

Used in long-term studies, 
drug testing, and 
biotechnology production.
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Cell culture - types of cell lines

Type Description Examples

Finite Cell 
Line

Limited number of divisions 
before senescence (cell 
aging).

Human fibroblasts, kidney cells.

Continuous 
(Immortal) 
Cell Line

Can divide indefinitely due to 
transformation (natural or 
artificial).

HeLa (human cervical cancer), HEK293 
(human embryonic kidney), CHO (Chinese 
hamster ovary).



12

Cell culture - cell isolation

• Disrupt the extracellular matrix and cell-cell junctions 


• with proteolytic enzymes (trypsin and collagenase) to digest proteins in the extracellular matrix


• with agents like EDTA (ethylenediaminetetraacetic-acid) that chelate (bind) Ca2+ necessary for cell-cell 
adhesion


• Many cells require a solid surface to grow on and divide (plastic culture dish)


• Many cells require specific materials to coat the culture dish (polylysine or extracellular matrix components) to 
grow and proliferate

Primary cultures are prepared directly from the organism. They can be grown and re-cultured (passaged) repeatedly 
into secondary cultures for weeks or months. This way, most cells keep their original properties. 

Embryonic stem cells are pluripotent. They can differentiate into any cell type in the body. In vitro, they need the 
appropriate signalling factors and nutrients to differentiate into specific cell types. 
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Eukaryotic cell lines

• Cell cultures have one problem: cells die; they stop dividing 
after a number of division (replicative cell senescence)


• Fibroblasts divide 25 to 40 times in culture


• This reflects the shortening and uncapping of telomeres, 
following the decreased production of the telomerase


• By providing a telomerase, fibroblasts can be propagated as 
an immortalized cell line


• For some other cell types, the process is more complicated


• Cell lines are often derived from cancer cells (transformed cell 
lines)


• Can be stored in liquid nitrogen at -196 degrees

  443

activates a poorly understood protective mechanism (discussed in Chapter 17) 
that stops cell division—a process sometimes called “culture shock.” To immor-
talize these cells, one has to do more than introduce telomerase. One must also 
inactivate the protective mechanisms, which can be done by introducing certain 
cancer-promoting oncogenes (discussed in Chapter 20). Unlike human cells, 
most rodent cells do not turn o! production of telomerase and therefore their 
telomeres do not shorten with each cell division. "erefore, if culture shock can 
be avoided, some rodent cell types will divide inde#nitely in culture. In addition, 
rodent cells often undergo spontaneous genetic changes in culture that inactivate 
their protective mechanisms, thereby producing immortalized cell lines.

Cell lines can often be most easily generated from cancer cells, but these cul-
tures—referred to as transformed cell lines—di!er from those prepared from nor-
mal cells in several ways. Transformed cell lines often grow without attaching to a 
surface, for example, and they can proliferate to a much higher density in a culture 
dish. Similar properties can be induced experimentally in normal cells by trans-
forming them with a tumor-inducing virus or chemical. "e resulting transformed 
cell lines can usually cause tumors if injected into a susceptible animal. 

Transformed and nontransformed cell lines are extremely useful in cell 
research as sources of very large numbers of cells of a uniform type, especially 
since they can be stored in liquid nitrogen at –196°C for an inde#nite period and 
retain their viability when thawed. It is important to keep in mind, however, that 
cell lines nearly always di!er in important ways from their normal progenitors in 
the tissues from which they were derived. 

Some widely used cell lines are listed in Table 8–1. Di!erent lines have dif-
ferent advantages; for example, the PtK epithelial cell lines derived from the rat 

ISOLATING CELLS AND GROWING THEM IN CULTURE

TABLE 8–1 Some Commonly Used Cell Lines

Cell line* Cell type and origin

3T3 Fibroblast (mouse)

BHK21 Fibroblast (Syrian hamster)

MDCK Epithelial cell (dog)

HeLa Epithelial cell (human)

PtK1 Epithelial cell (rat kangaroo)

L6 Myoblast (rat)

PC12 Chromaffin cell (rat)

SP2 Plasma cell (mouse)

COS Kidney (monkey)

293 Kidney (human); transformed with adenovirus

CHO Ovary (Chinese hamster)

DT40 Lymphoma cell for efficient targeted recombination (chick)

R1 Embryonic stem cell (mouse)

E14.1 Embryonic stem cell (mouse)

H1, H9 Embryonic stem cell (human)

S2 Macrophage-like cell (Drosophila)

BY2 Undifferentiated meristematic cell (tobacco)

*Many of these cell lines were derived from tumors. All of them are capable of indefinite 
replication in culture and express at least some of the special characteristics of their  
cells of origin.
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Hybridoma cell lines and monoclonal antibodies
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Hybridoma cell lines and monoclonal antibodies

• Antibodies are extremely useful tools in the lab and are now also used to treat cancers


• Their great specificity allows to detect selected proteins among thousands


• They are produced by inoculating an animal with the purified protein of interest and further isolation of 
the antibodies from the serum

Polyclonal antibodies are a mixture of antibodies that recognise different antigenic sites (epitopes) on the protein of 
interest
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Hybridoma cell lines and monoclonal antibodies

• Needs the propagation of a clone of cells from a single antibody-secreting B lymphocyte


• B lymphocytes have a limited life-span so they are isolated from animals and fused with a 
transformed (cancer-derived) lymphocyte cell line


• Each hybrid cell produces a single type of monoclonal antibody

Monoclonal antibodies are identical antibodies that recognise one antigenic site on the protein of interest

444 Chapter 8:  Analyzing Cells, Molecules, and Systems

kangaroo, unlike many other cell types, remain !at during mitosis, allowing the 
mitotic apparatus to be readily observed in action.

Hybridoma Cell Lines Are Factories That Produce Monoclonal 
Antibodies 
As we see throughout this book, antibodies are particularly useful tools for cell 
biology. "eir great speci#city allows precise visualization of selected proteins 
among the many thousands that each cell typically produces. Antibodies are 
often produced by inoculating animals with the protein of interest and subse-
quently isolating the antibodies speci#c to that protein from the serum of the 
animal. However, only limited quantities of antibodies can be obtained from a 
single inoculated animal, and the antibodies produced will be a heterogeneous 
mixture of antibodies that recognize a variety of di$erent antigenic sites on a mac-
romolecule that di$ers from animal to animal. Moreover, antibodies speci#c for 
the antigen will constitute only a fraction of the antibodies found in the serum. An 
alternative technology, which allows the production of an unlimited quantity of 
identical antibodies and greatly increases the speci#city and convenience of anti-
body-based methods, is the production of monoclonal antibodies by hybridoma 
cell lines. 

"is technology, developed in 1975, revolutionized the production of antibod-
ies for use as tools in cell biology, as well as for the diagnosis and treatment of cer-
tain diseases, including rheumatoid arthritis and cancer. "e procedure requires 
hybrid cell technology (Figure 8–4), and it involves propagating a clone of cells 
from a single antibody-secreting B lymphocyte to obtain a homogeneous prepa-
ration of antibodies in large quantities. B lymphocytes normally have a limited 
life-span in culture, but individual antibody-producing B lymphocytes from an 
immunized mouse, when fused with cells derived from a transformed B lympho-
cyte cell line, can give rise to hybrids that have both the ability to make a particular 
antibody and the ability to multiply inde#nitely in culture. "ese hybridomas are 
propagated as individual clones, each of which provides a permanent and stable 
source of a single type of monoclonal antibody. Each type of monoclonal anti-
body recognizes a single type of antigenic site—for example, a particular cluster 
of #ve or six amino acid side chains on the surface of a protein. "eir uniform 
speci#city makes monoclonal antibodies much more useful than conventional 
antisera for many purposes.

An important advantage of the hybridoma technique is that monoclonal anti-
bodies can be made against molecules that constitute only a minor component 
of a complex mixture. In an ordinary antiserum made against such a mixture, the 
proportion of antibody molecules that recognize the minor component would be 
too small to be useful. But if the B lymphocytes that produce the various compo-
nents of this antiserum are made into hybridomas, it becomes possible to screen 
individual hybridoma clones from the large mixture to select one that produces 
the desired type of monoclonal antibody and to propagate the selected hybridoma 

SUSPENSION OF TWO CELL 
TYPES CENTRIFUGED WITH
A FUSING AGENT ADDED

CELL FUSION AND
FORMATION OF
HETEROKARYONS,
WHICH ARE 
THEN CULTURED

SELECTIVE MEDIUM
ALLOWS ONLY 
HETEROKARYONS TO
SURVIVE AND 
PROLIFERATE. THESE
BECOME HYBRID 
CELLS, WHICH ARE 
THEN CLONED

three clones of hybrid cells

differentiated
normal cell

mouse
tumor cell

heterokaryon hybrid cell

MBoC6 m8.07/8.05

Figure 8–4 The production of hybrid 
cells. It is possible to fuse one cell 
with another to form a heterokaryon, a 
combined cell with two separate nuclei. 
Typically, a suspension of cells is treated 
with certain inactivated viruses or with 
polyethylene glycol, each of which alters 
the plasma membranes of cells in a way 
that induces them to fuse. Eventually, 
a heterokaryon proceeds to mitosis 
and produces a hybrid cell in which the 
two separate nuclear envelopes have 
been disassembled, allowing all the 
chromosomes to be brought together in a 
single large nucleus. Such hybrid cells can 
give rise to immortal hybrid cell lines. If one 
of the parent cells was from a tumor cell 
line, the hybrid cell is called a hybridoma.
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V. Molecular and Cellular Biology in the lab
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Real-life example: my PhD*

Article

CnoX Is a Chaperedoxin: A Holdase that Protects Its
Substrates from Irreversible Oxidation

Graphical Abstract

Highlights
d Bleach turns CnoX into a holdase via reversible chlorination

d CnoX provides dual protection, preventing irreversible

aggregation and oxidation

d CnoX is a holdase capable of cooperating with both GroEL/

ES and DnaK/J/GrpE

d CnoX activity depends on the reducing power of glutathione

Authors

Camille V. Goemans,

Didier Vertommen, Rym Agrebi,

Jean-François Collet

Correspondence
jfcollet@uclouvain.be

In Brief
Bleach is a powerful oxidant that kills

bacteria by causing protein aggregation.

Goemans et al. identified Escherichia coli

CnoX (YbbN) as a bleach-activated

chaperone that uniquely combines

holdase activity with the ability to protect

its substrates from irreversible oxidation.

After bleach stress, CnoX transfers its

client proteins to GroEL/ES and DnaK/

J/GrpE.

Goemans et al., 2018, Molecular Cell 70, 614–627
May 17, 2018 ª 2018 Elsevier Inc.
https://doi.org/10.1016/j.molcel.2018.04.002

Article

A molecular device for the redox quality control of
GroEL/ES substrates

Graphical abstract

Highlights
d CnoX is a chaperedoxin that performs a chaperone- and a

redox-function

d CnoX binds to the apical domain of the bacterial Hsp60

chaperonin GroEL

d CnoX provides redox quality control for GroEL substrates

d Proteins sharing structural features with CnoX exist in

eukaryotes

Authors
Emile Dupuy,

Sander Egbert Van der Verren,

Jiusheng Lin, ...,

Camille Véronique Goemans,

Han Remaut, Jean-François Collet

Correspondence
camille.goemans@embl.de (C.V.G.),
han.remaut@vub.be (H.R.),
jfcollet@uclouvain.be (J.-F.C.)

In brief
CnoX is a redox quality-control molecular

plugin for an evolutionarily conserved

Hsp60 chaperonin complex crucial for

protein folding in all living cells.
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CnoX Mediated Redox Quality Control of 
GroEL/GroES (Hsp60/Hsp10) Substrates

Dupuy et al., 2023, Cell 186, 1039–1049
March 2, 2023 ª 2023 Elsevier Inc.
https://doi.org/10.1016/j.cell.2023.01.013 ll
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• the cnoX gene is important for bacteria to survive oxidative stress (HOCl)

How does this work?
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Understanding the function of CnoX*
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Getting information from the protein sequence
• Identification of a protein but no information on what it does (uniprot, NCBI, …) 


• Comparison of proteins in databases (Basic Local Alignment Tool, BLAST)
  463

sequence along the archived sequences until a cluster of residues falls into full or 
partial alignment (Figure 8–23). Such comparisons can predict the functions of 
individual proteins, families of proteins, or even most of the protein complement 
of a newly sequenced organism.

As was explained in Chapter 3, many proteins that adopt the same confor-
mation and have related functions are too distantly related to be identi!ed from 
a comparison of their amino acid sequences alone (see Figure 3–13). "us, an 
ability to reliably predict the three-dimensional structure of a protein from its 
amino acid sequence would improve our ability to infer protein function from the 
sequence information in genomic databases. In recent years, major progress has 
been made in predicting the precise structure of a protein. "ese predictions are 
based, in part, on our knowledge of the thousands of protein structures that have 
already been determined by x-ray crystallography and NMR spectroscopy and, 
in part, on computations using our knowledge of the physical forces acting on 
the atoms. However, it remains a substantial and important challenge to predict 
the structures of proteins that are large or have multiple domains, or to predict 
structures at the very high levels of resolution needed to assist in computer-based 
drug discovery.

While !nding related sequences and structures for a new protein will provide 
many clues about its function, it is usually necessary to test these insights through 
direct experimentation. However, the clues generated from sequence compar-
isons typically point the investigator in the correct experimental direction, and 
their use has therefore become one of the most important strategies in modern 
cell biology.

Summary
Many methods exist for identifying proteins and analyzing their biochemical prop-
erties, structures, and interactions with other proteins. Small-molecule inhibitors 
allow the functions of proteins they act upon to be studied in living cells. Because 
proteins with similar structures often have similar functions, the biochemical activ-
ity of a protein can often be predicted by searching databases for previously charac-
terized proteins that are similar in their amino acid sequences. 

ANALYZING AND MANIPULATING DNA
Until the early 1970s, DNA was the most di#cult biological molecule for the bio-
chemist to analyze. Enormously long and chemically monotonous, the string of 
nucleotides that forms the genetic material of an organism could be examined 
only indirectly, by protein sequencing or by genetic analysis. Today, the situation 
has changed entirely. From being the most di#cult macromolecule of the cell to 

ANALYZING AND MANIPULATING DNA

MBoC6 m8.30/8.26

Figure 8–23 Results of a BLAST search. 
Sequence databases can be searched 
to find similar amino acid or nucleic acid 
sequences. Here, a search for proteins 
similar to the human cell-cycle regulatory 
protein Cdc2 (Query) locates maize Cdc2 
(Sbjct), which is 68% identical to human 
Cdc2 in its amino acid sequence. The 
alignment begins at residue 57 of the Query 
protein, suggesting that the human protein 
has an N-terminal region that is absent 
from the maize protein. The green blocks 
indicate differences in sequence, and the 
yellow bar summarizes the similarities: 
when the two amino acid sequences are 
identical, the residue is shown; similar 
amino acid substitutions are indicated 
by a plus sign (+). Only one small gap 
has been introduced—indicated by the 
red arrow at position 194 in the Query 
sequence—to align the two sequences 
maximally. The alignment score (Score), 
which is expressed in two different types 
of units, takes into account penalties for 
substitutions and gaps; the higher the 
alignment score, the better the match. The 
significance of the alignment is reflected in 
the Expectation (E) value, which specifies 
how often a match this good would be 
expected to occur by chance. The lower 
the E value, the more significant the 
match; the extremely low value here (e–111) 
indicates certain significance. E values 
much higher than 0.1 are unlikely to reflect 
true relatedness. For example, an E value 
of 0.1 means there is a 1 in 10 likelihood 
that such a match would arise solely by 
chance.
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Protein sequence

NCBI

Getting information from the protein sequence



24

Uniprot

https://www.uniprot.org/uniprotkb/P77395/entry

Getting information from the protein sequence
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BLAST

Getting information from the protein sequence
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BLAST

Getting information from the protein sequence
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Protein purification

Why do we need to purify proteins?


• To separate them from the other thousands of proteins in each cell


• To study them in vitro (perform biochemical assays)


• To get their 3D structure
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Step 1: opening the cells
• Osmotic shock, ultrasonic vibrations, ground up in a blender, …


• These processes break the cell membranes and release the content inside small membrane vesicles


• These processes leave most of the organelles intact


• The components of this “homogenate” can be separated by ultracentrifugation, that separates the elements 
by size and density

446 Chapter 8:  Analyzing Cells, Molecules, and Systems

Centrifugation is the !rst step in most fractionations, but it separates only com-
ponents that di"er greatly in size. A !ner degree of separation can be achieved by 
layering the homogenate in a thin band on top of a salt solution that !lls a centri-
fuge tube. When centrifuged, the various components in the mixture move as a 
series of distinct bands through the solution, each at a di"erent rate, in a process 
called velocity sedimentation (Figure 8–7A). For the procedure to work e"ectively, 
the bands must be protected from convective mixing, which would normally 
occur whenever a denser solution (for example, one containing organelles) !nds 
itself on top of a lighter one (the salt solution). #is is achieved by augmenting 
the solution in the tube with a shallow gradient of sucrose prepared by a special 
mixing device. #e resulting density gradient—with the dense end at the bottom 
of the tube—keeps each region of the solution denser than any solution above it, 
and it thereby prevents convective mixing from distorting the separation.

When sedimented through sucrose gradients, di"erent cell components sepa-
rate into distinct bands that can be collected individually. #e relative rate at which 
each component sediments depends primarily on its size and shape—normally 
being described in terms of its sedimentation coe$cient, or S value. Present-day 
ultracentrifuges rotate at speeds of up to 80,000 rpm and produce forces as high as 
500,000 times gravity. #ese enormous forces drive even small macromolecules, 
such as tRNA molecules and simple enzymes, to sediment at an appreciable rate 
and allow them to be separated from one another by size. 

#e ultracentrifuge is also used to separate cell components on the basis of 
their buoyant density, independently of their size and shape. In this case, the 

rotor

motor
refrigeration  vacuum  

armored
chamber

(A) (B)sedimenting
material
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Figure 8–5 The preparative ultracentrifuge. (A) The sample is contained in tubes that are 
inserted into a ring of angled cylindrical holes in a metal rotor. Rapid rotation of the rotor generates 
enormous centrifugal forces, which cause particles in the sample to sediment against the bottom 
sides of the sample tubes, as shown here. The vacuum reduces friction, preventing heating of the 
rotor and allowing the refrigeration system to maintain the sample at 4°C. (B) Some fractionation 
methods require a different type of rotor called a swinging-bucket rotor. In this case, the sample 
tubes are placed in metal tubes on hinges that allow the tubes to swing outward when the rotor 
spins. Sample tubes are therefore horizontal during spinning, and samples are sedimented toward 
the bottom, not the sides, of the tube, providing better separation of differently sized components 
(see Figures 8–6 and 8–7).

cell
homogenate

pellet contains
  whole cells
  nuclei
  cytoskeletons

SUPERNATANT SUBJECTED TO
MEDIUM-SPEED CENTRIFUGATION

pellet contains
  mitochondria
  lysosomes
  peroxisomes

SUPERNATANT SUBJECTED TO
HIGH-SPEED CENTRIFUGATION

pellet contains
  microsomes
  small vesicles

SUPERNATANT SUBJECTED TO 
VERY-HIGH-SPEED CENTRIFUGATION

pellet contains
  ribosomes
  viruses
  large 
  macromolecules
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LOW-SPEED CENTRIFUGATION

Figure 8–6 Cell fractionation by centrifugation. Repeated centrifugation 
at progressively higher speeds will fractionate homogenates of cells into their 
components. In general, the smaller the subcellular component, the greater 
the centrifugal force required to sediment it. Typical values for the various 
centrifugation steps referred to in the figure are:
low speed: 1000 times gravity for 10 minutes
medium speed: 20,000 times gravity for 20 minutes
high speed: 80,000 times gravity for 1 hour
very high speed: 150,000 times gravity for 3 hours
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Step 1: opening the cells

446 Chapter 8:  Analyzing Cells, Molecules, and Systems

Centrifugation is the !rst step in most fractionations, but it separates only com-
ponents that di"er greatly in size. A !ner degree of separation can be achieved by 
layering the homogenate in a thin band on top of a salt solution that !lls a centri-
fuge tube. When centrifuged, the various components in the mixture move as a 
series of distinct bands through the solution, each at a di"erent rate, in a process 
called velocity sedimentation (Figure 8–7A). For the procedure to work e"ectively, 
the bands must be protected from convective mixing, which would normally 
occur whenever a denser solution (for example, one containing organelles) !nds 
itself on top of a lighter one (the salt solution). #is is achieved by augmenting 
the solution in the tube with a shallow gradient of sucrose prepared by a special 
mixing device. #e resulting density gradient—with the dense end at the bottom 
of the tube—keeps each region of the solution denser than any solution above it, 
and it thereby prevents convective mixing from distorting the separation.

When sedimented through sucrose gradients, di"erent cell components sepa-
rate into distinct bands that can be collected individually. #e relative rate at which 
each component sediments depends primarily on its size and shape—normally 
being described in terms of its sedimentation coe$cient, or S value. Present-day 
ultracentrifuges rotate at speeds of up to 80,000 rpm and produce forces as high as 
500,000 times gravity. #ese enormous forces drive even small macromolecules, 
such as tRNA molecules and simple enzymes, to sediment at an appreciable rate 
and allow them to be separated from one another by size. 

#e ultracentrifuge is also used to separate cell components on the basis of 
their buoyant density, independently of their size and shape. In this case, the 
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Figure 8–5 The preparative ultracentrifuge. (A) The sample is contained in tubes that are 
inserted into a ring of angled cylindrical holes in a metal rotor. Rapid rotation of the rotor generates 
enormous centrifugal forces, which cause particles in the sample to sediment against the bottom 
sides of the sample tubes, as shown here. The vacuum reduces friction, preventing heating of the 
rotor and allowing the refrigeration system to maintain the sample at 4°C. (B) Some fractionation 
methods require a different type of rotor called a swinging-bucket rotor. In this case, the sample 
tubes are placed in metal tubes on hinges that allow the tubes to swing outward when the rotor 
spins. Sample tubes are therefore horizontal during spinning, and samples are sedimented toward 
the bottom, not the sides, of the tube, providing better separation of differently sized components 
(see Figures 8–6 and 8–7).
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LOW-SPEED CENTRIFUGATION

Figure 8–6 Cell fractionation by centrifugation. Repeated centrifugation 
at progressively higher speeds will fractionate homogenates of cells into their 
components. In general, the smaller the subcellular component, the greater 
the centrifugal force required to sediment it. Typical values for the various 
centrifugation steps referred to in the figure are:
low speed: 1000 times gravity for 10 minutes
medium speed: 20,000 times gravity for 20 minutes
high speed: 80,000 times gravity for 1 hour
very high speed: 150,000 times gravity for 3 hours
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sample is sedimented through a steep density gradient that contains a very high 
concentration of sucrose or cesium chloride. Each cell component begins to move 
down the gradient as in Figure 8–7A, but it eventually reaches a position where the 
density of the solution is equal to its own density. At this point, the component 
!oats and can move no farther. A series of distinct bands is thereby produced in 
the centrifuge tube, with the bands closest to the bottom of the tube containing 
the components of highest buoyant density (Figure 8–7B). "is method, called 
equilibrium sedimentation, is so sensitive that it can separate macromolecules 
that have incorporated heavy isotopes, such as 13C or 15N, from the same mac-
romolecules that contain the lighter, common isotopes (12C or 14N). In fact, the 
cesium-chloride method was developed in 1957 to separate the labeled from the 
unlabeled DNA produced after exposure of a growing population of bacteria to 
nucleotide precursors containing 15N; this classic experiment provided direct evi-
dence for the semiconservative replication of DNA (see Figure 5–5).

Cell Extracts Provide Accessible Systems to Study Cell Functions 
Studies of organelles and other large subcellular components isolated in the ultra-
centrifuge have contributed enormously to our understanding of the functions of 
di#erent cell components. Experiments on mitochondria and chloroplasts puri-
$ed by centrifugation, for example, demonstrated the central function of these 
organelles in converting energy into forms that the cell can use. Similarly, resealed 
vesicles formed from fragments of rough and smooth endoplasmic reticulum 
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Figure 8–7 Comparison of velocity 
sedimentation and equilibrium 
sedimentation. (A) In velocity 
sedimentation, subcellular components 
sediment at different speeds according to 
their size and shape when layered over a 
solution containing sucrose. To stabilize 
the sedimenting bands against convective 
mixing caused by small differences in 
temperature or solute concentration, 
the tube contains a continuous shallow 
gradient of sucrose, which increases 
in concentration toward the bottom 
of the tube (typically from 5% to 20% 
sucrose). After centrifugation, the different 
components can be collected individually, 
most simply by puncturing the plastic 
centrifuge tube with a needle and collecting 
drops from the bottom, as illustrated here. 
(B) In equilibrium sedimentation, subcellular 
components move up or down when 
centrifuged in a gradient until they reach 
a position where their density matches 
their surroundings. Although a sucrose 
gradient is shown here, denser gradients, 
which are especially useful for protein and 
nucleic acid separation, can be formed 
from cesium chloride. The final bands, at 
equilibrium, can be collected as in (A).

• Improving separation using gradients
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Step 2: separating the proteins

• Using column chromatography


• A mixture of proteins is passed through a porous gel 
matrix


• Different proteins are retarded to different extents 
depending on their interaction with the matrix


• They are collected separately as they come out of the 
column

448 Chapter 8:  Analyzing Cells, Molecules, and Systems

(microsomes) have been separated from each other and analyzed as functional 
models of these compartments of the intact cell.

Similarly, highly concentrated cell extracts, especially extracts of Xenopus lae-
vis (African clawed frog) oocytes, have played a critical role in the study of such 
complex and highly organized processes as the cell-division cycle, the separa-
tion of chromosomes on the mitotic spindle, and the vesicular-transport steps 
involved in the movement of proteins from the endoplasmic reticulum through 
the Golgi apparatus to the plasma membrane. 

Cell extracts also provide, in principle, the starting material for the complete 
separation of all of the individual macromolecular components of the cell. We 
now consider how this separation is achieved, focusing on proteins.

Proteins Can Be Separated by Chromatography 
Proteins are most often fractionated by column chromatography, in which a 
mixture of proteins in solution is passed through a column containing a porous 
solid matrix. Di!erent proteins are retarded to di!erent extents by their interac-
tion with the matrix, and they can be collected separately as they "ow out of the 
bottom of the column (Figure 8–8). Depending on the choice of matrix, proteins 
can be separated according to their charge (ion-exchange chromatography), their 
hydrophobicity (hydrophobic chromatography), their size (gel-!ltration chroma-
tography), or their ability to bind to particular small molecules or to other macro-
molecules (a"nity chromatography).

Many types of matrices are available. Ion-exchange columns (Figure 8–9A) 
are packed with small beads that carry either a positive or a negative charge, so 
that proteins are fractionated according to the arrangement of charges on their 
surface. Hydrophobic columns are packed with beads from which hydrophobic 
side chains protrude, selectively retarding proteins with exposed hydrophobic 
regions. Gel-#ltration columns (Figure 8–9B), which separate proteins according 
to their size, are packed with tiny porous beads: molecules that are small enough 
to enter the pores linger inside successive beads as they pass down the column, 
while larger molecules remain in the solution "owing between the beads and 
therefore move more rapidly, emerging from the column #rst. Besides providing 
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COLUMN CHROMATOGRAPHY

Figure 8–8 The separation of molecules 
by column chromatography. The sample, 
a solution containing a mixture of different 
molecules, is applied to the top of a 
cylindrical glass or plastic column filled with 
a permeable solid matrix, such as cellulose. 
A large amount of solvent is then passed 
slowly through the column and collected 
in separate tubes as it emerges from the 
bottom. Because various components of 
the sample travel at different rates through 
the column, they are fractionated into 
different tubes.
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Step 2: separating the proteins
• Depending on the matrix, proteins can be separated according to 


• their charge (ion-exchange chromatography), 


• their hydrophobicity (hydrophobic chromatography)


• their molecular weight (gel filtration = size-exclusion chromatography)


• their ability to bind small molecules (affinity chromatography)
  449

a means of separating molecules, gel-!ltration chromatography is a convenient 
way to estimate their size.

A"nity chromatography (Figure 8–9C) takes advantage of the biologically 
important binding interactions that occur on protein surfaces. If a substrate mol-
ecule is covalently coupled to an inert matrix such as a polysaccharide bead, the 
enzyme that operates on that substrate will often be speci!cally retained by the 
matrix and can then be eluted (washed out) in nearly pure form. Likewise, short 
DNA oligonucleotides of a speci!cally designed sequence can be immobilized in 
this way and used to purify DNA-binding proteins that normally recognize this 
sequence of nucleotides in chromosomes. Alternatively, speci!c antibodies can 
be coupled to a matrix to purify protein molecules recognized by the antibodies. 
Because of the great speci!city of all such a"nity columns, 1000- to 10,000-fold 
puri!cations can sometimes be achieved in a single pass.

If one starts with a complex mixture of proteins, a single passage through an 
ion-exchange or a gel-!ltration column does not produce very highly puri!ed 
fractions, since these methods individually increase the proportion of a given pro-
tein in the mixture no more than twentyfold. Because most individual proteins 
represent less than 1/1000 of the total cell protein, it is usually necessary to use 
several di#erent types of columns in succession to attain su"cient purity, with 
a"nity chromatography being the most e"cient (Figure 8–10). 

Inhomogeneities in the matrices (such as cellulose), which cause an uneven 
$ow of solvent through the column, limit the resolution of conventional column 
chromatography. Special chromatography resins (usually silica-based) com-
posed of tiny spheres (3–10 μm in diameter) can be packed with a special appa-
ratus to form a uniform column bed. Such high-performance liquid chromatog-
raphy (HPLC) columns attain a high degree of resolution. In HPLC, the solutes 
equilibrate very rapidly with the interior of the tiny spheres, and so solutes with 
di#erent a"nities for the matrix are e"ciently separated from one another even 
at very fast $ow rates. HPLC is therefore the method of choice for separating many 
proteins and small molecules.

Immunoprecipitation Is a Rapid Affinity Purification Method
Immunoprecipitation is a useful variation on the theme of a"nity chromatogra-
phy. Speci!c antibodies that recognize the protein to be puri!ed are attached to 
small agarose beads. Rather than being packed into a column, as in a"nity chro-
matography, a small quantity of the antibody-coated beads is simply added to a 
protein extract in a test tube and mixed in suspension for a short period of time—
thereby allowing the antibodies to bind the desired protein. %e beads are then 
collected by low-speed centrifugation, and the unbound proteins in the super-
natant are discarded. %is method is commonly used to purify small amounts of 
enzymes from cell extracts for analysis of enzymatic activity or for studies of asso-
ciated proteins.
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Figure 8–9 Three types of matrices 
used for chromatography. (A) In ion-
exchange chromatography, the insoluble 
matrix carries ionic charges that retard 
the movement of molecules of opposite 
charge. Matrices used for separating 
proteins include diethylaminoethylcellulose 
(DEAE-cellulose), which is positively 
charged, and carboxymethylcellulose 
(CM-cellulose) and phosphocellulose, 
which are negatively charged. Analogous 
matrices based on agarose or other 
polymers are also frequently used. The 
strength of the association between the 
dissolved molecules and the ion-exchange 
matrix depends on both the ionic strength 
and the pH of the solution that is passing 
down the column, which may therefore be 
varied systematically (as in Figure 8–10) 
to achieve an effective separation. (B) In 
gel-filtration chromatography, the small 
beads that form the matrix are inert but 
porous. Molecules that are small enough 
to penetrate into the matrix beads are 
thereby delayed and travel more slowly 
through the column than larger molecules 
that cannot penetrate. Beads of cross-
linked polysaccharide (dextran, agarose, 
or acrylamide) are available commercially 
in a wide range of pore sizes, making them 
suitable for the fractionation of molecules of 
various molecular mass, from less than  
500 daltons to more than 5 × 106 daltons. 
(C) Affinity chromatography uses an 
insoluble matrix that is covalently linked 
to a specific ligand, such as an antibody 
molecule or an enzyme substrate, that will 
bind a specific protein. Enzyme molecules 
that bind to immobilized substrates 
on such columns can be eluted with a 
concentrated solution of the free form of 
the substrate molecule, while molecules 
that bind to immobilized antibodies can be 
eluted by dissociating the antibody–antigen 
complex with concentrated salt solutions or 
solutions of high or low pH. High degrees 
of purification can be achieved in a single 
pass through an affinity column.
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Step 2: separating the proteins
• Protein tags provide an easy way to purify proteins


• His-Tag (addition of 6 His residues) strongly binds to Nickel


• GST (glutathione-S-transferase, entire protein)


• Cleavage site between the protein and the tag

450 Chapter 8:  Analyzing Cells, Molecules, and Systems

Genetically Engineered Tags Provide an Easy Way to Purify 
Proteins
Using the recombinant DNA methods discussed in subsequent sections, any gene 
can be modi!ed to produce its protein with a special recognition tag attached to 
it, so as to make subsequent puri!cation of the protein simple and rapid. Often 
the recognition tag is itself an antigenic determinant, or epitope, which can be 
recognized by a highly speci!c antibody. "e antibody can then be used to purify 
the protein by a#nity chromatography or immunoprecipitation (Figure 8–11). 
Other types of tags are speci!cally designed for protein puri!cation. For exam-
ple, a repeated sequence of the amino acid histidine binds to certain metal ions, 
including nickel and copper. If genetic engineering techniques are used to attach 
a short string of histidines to one end of a protein, the slightly modi!ed protein 
can be retained selectively on an a#nity column containing immobilized nickel 
ions. Metal a#nity chromatography can thereby be used to purify the modi!ed 
protein from a complex molecular mixture.
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Figure 8–10 Protein purification by 
chromatography. Typical results obtained 
when three different chromatographic steps 
are used in succession to purify a protein. 
In this example, a homogenate of cells was 
first fractionated by allowing it to percolate 
through an ion-exchange resin packed into 
a column (A). The column was washed to 
remove all unbound contaminants, and the 
bound proteins were then eluted by pouring 
a solution containing a gradually increasing 
concentration of salt onto the top of the 
column. Proteins with the lowest affinity 
for the ion-exchange resin passed directly 
through the column and were collected in 
the earliest fractions eluted from the bottom 
of the column. The remaining proteins 
were eluted in sequence according to 
their affinity for the resin—those proteins 
binding most tightly to the resin requiring 
the highest concentration of salt to remove 
them. The protein of interest was eluted 
in several fractions and was detected by 
its enzymatic activity. The fractions with 
activity were pooled and then applied 
to a gel-filtration column (B). The elution 
position of the still-impure protein was 
again determined by its enzymatic activity, 
and the active fractions were pooled and 
purified to homogeneity on an affinity 
column (C) that contained an immobilized 
substrate of the enzyme. 
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Figure 8–11 Epitope tagging for the 
purification of proteins. Using standard 
genetic engineering techniques, a 
short peptide tag can be added to a 
protein of interest. If the tag is itself an 
antigenic determinant, or epitope, it can 
be targeted by an appropriate antibody, 
which can be used to purify the protein 
by immunoprecipitation or affinity 
chromatography. 
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Genetically Engineered Tags Provide an Easy Way to Purify 
Proteins
Using the recombinant DNA methods discussed in subsequent sections, any gene 
can be modi!ed to produce its protein with a special recognition tag attached to 
it, so as to make subsequent puri!cation of the protein simple and rapid. Often 
the recognition tag is itself an antigenic determinant, or epitope, which can be 
recognized by a highly speci!c antibody. "e antibody can then be used to purify 
the protein by a#nity chromatography or immunoprecipitation (Figure 8–11). 
Other types of tags are speci!cally designed for protein puri!cation. For exam-
ple, a repeated sequence of the amino acid histidine binds to certain metal ions, 
including nickel and copper. If genetic engineering techniques are used to attach 
a short string of histidines to one end of a protein, the slightly modi!ed protein 
can be retained selectively on an a#nity column containing immobilized nickel 
ions. Metal a#nity chromatography can thereby be used to purify the modi!ed 
protein from a complex molecular mixture.
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Figure 8–10 Protein purification by 
chromatography. Typical results obtained 
when three different chromatographic steps 
are used in succession to purify a protein. 
In this example, a homogenate of cells was 
first fractionated by allowing it to percolate 
through an ion-exchange resin packed into 
a column (A). The column was washed to 
remove all unbound contaminants, and the 
bound proteins were then eluted by pouring 
a solution containing a gradually increasing 
concentration of salt onto the top of the 
column. Proteins with the lowest affinity 
for the ion-exchange resin passed directly 
through the column and were collected in 
the earliest fractions eluted from the bottom 
of the column. The remaining proteins 
were eluted in sequence according to 
their affinity for the resin—those proteins 
binding most tightly to the resin requiring 
the highest concentration of salt to remove 
them. The protein of interest was eluted 
in several fractions and was detected by 
its enzymatic activity. The fractions with 
activity were pooled and then applied 
to a gel-filtration column (B). The elution 
position of the still-impure protein was 
again determined by its enzymatic activity, 
and the active fractions were pooled and 
purified to homogeneity on an affinity 
column (C) that contained an immobilized 
substrate of the enzyme. 
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Figure 8–11 Epitope tagging for the 
purification of proteins. Using standard 
genetic engineering techniques, a 
short peptide tag can be added to a 
protein of interest. If the tag is itself an 
antigenic determinant, or epitope, it can 
be targeted by an appropriate antibody, 
which can be used to purify the protein 
by immunoprecipitation or affinity 
chromatography. 



36

Step 2: separating the proteins
• The resolution of classical chromatography columns is limited


• Special resins (silica-based) composed of tiny spheres (3-10 um) can be packed to form a uniform 
column bed to attain a high degree of resolution = high-performance liquid chromatography 
(HPLC)

https://microbenotes.com/high-performance-liquid-chromatography-hplc/https://noguchi.ug.edu.gh/services/hplc-analysis/
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V. Molecular and Cellular Biology in the lab
1. Model organisms


2. Cell cultures


3. Studying proteins 

‣ Protein sequence


‣ Protein purification


‣ Protein visualization 

‣ Protein structure


‣ Mass spectrometry
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Visualizing/Separating proteins on a gel

• SDS-PAGE = sodium dodecyl sulfate polyacrylamide gel electrophoresis


• When an electric field is applied to a solution containing proteins, they will migrate depending on their charge, 
size and shape


• SDS-PAGE uses a cross-linked gel of polyacrylamide through which the proteins migrate, the pore size of the 
gel can be adjusted
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Proteins can be separated on SDS-PAGE
• The proteins are dissolved in a powerful negatively charged detergent, SDS


• SDS binds to hydrophobic regions of the protein, causing their unfolding 
and release from other proteins or membranes


• B-mercaptoethanol removes disulfide bonds

452 Chapter 8:  Analyzing Cells, Molecules, and Systems

ANALYZING PROTEINS
Proteins perform most cellular processes: they catalyze metabolic reactions, use 
nucleotide hydrolysis to do mechanical work, and serve as the major structural 
elements of the cell. !e great variety of protein structures and functions has stim-
ulated the development of a multitude of techniques to study them.

Proteins Can Be Separated by SDS Polyacrylamide-Gel 
Electrophoresis 
Proteins usually possess a net positive or negative charge, depending on the mix-
ture of charged amino acids they contain. An electric "eld applied to a solution 
containing a protein molecule causes the protein to migrate at a rate that depends 
on its net charge and on its size and shape. !e most popular application of this 
property is SDS polyacrylamide-gel electrophoresis (SDS-PAGE). It uses a highly 
cross-linked gel of polyacrylamide as the inert matrix through which the proteins 
migrate. !e gel is prepared by polymerization of monomers; the pore size of the 
gel can be adjusted so that it is small enough to retard the migration of the pro-
tein molecules of interest. !e proteins are dissolved in a solution that includes a 
powerful negatively charged detergent, sodium dodecyl sulfate, or SDS (Figure 
8–12). Because this detergent binds to hydrophobic regions of the protein mol-
ecules, causing them to unfold into extended polypeptide chains, the individual 
protein molecules are released from their associations with other proteins or lipid 
molecules and rendered freely soluble in the detergent solution. In addition, a 
reducing agent such as β-mercaptoethanol (see Figure 8–12) is usually added to 
break any S–S linkages in the proteins, so that all of the constituent polypeptides 
in multisubunit proteins can be analyzed separately.

What happens when a mixture of SDS-solubilized proteins is run through 
a slab of polyacrylamide gel? Each protein molecule binds large numbers of 
the negatively charged detergent molecules, which mask the protein’s intrin-
sic charge and cause it to migrate toward the positive electrode when a voltage 
is applied. Proteins of the same size tend to move through the gel with similar 
speeds because (1) their native structure is completely unfolded by the SDS, so 
that their shapes are the same, and (2) they bind the same amount of SDS and 
therefore have the same amount of negative charge. Larger proteins, with more 
charge, are subjected to larger electrical forces but also to a larger drag. In free 
solution, the two e#ects would cancel out, but, in the mesh of the polyacrylamide 
gel, which acts as a molecular sieve, large proteins are retarded much more than 
small ones. As a result, a complex mixture of proteins is fractionated into a series 
of discrete protein bands arranged in order of molecular weight (Figure 8–13). 
!e major proteins are readily detected by staining the proteins in the gel with 
a dye such as Coomassie blue. Even minor proteins are seen in gels treated with 
a silver stain, so that as little as 10 ng of protein can be detected in a band. For 
some purposes, speci"c proteins can also be labeled with a radioactive isotope 
tag; exposure of the gel to "lm results in an autoradiograph on which the labeled 
proteins are visible (see Figure 8–16). 

SDS-PAGE is widely used because it can separate all types of proteins, includ-
ing those that are normally insoluble in water—such as the many proteins in 
membranes. And because the method separates polypeptides by size, it provides 
information about the molecular weight and the subunit composition of proteins. 
Figure 8–14 presents a photograph of a gel that has been used to analyze each of 
the successive stages in the puri"cation of a protein.

Two-Dimensional Gel Electrophoresis Provides Greater Protein 
Separation
Because di#erent proteins can have similar sizes, shapes, masses, and overall 
charges, most separation techniques such as SDS polyacrylamide-gel electropho-
resis or ion-exchange chromatography cannot typically separate all the proteins 
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Figure 8–12 The detergent sodium 
dodecyl sulfate (SDS) and the reducing 
agent β-mercaptoethanol. These two 
chemicals are used to solubilize proteins for 
SDS polyacrylamide-gel electrophoresis. 
The SDS is shown here in its ionized form.
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Proteins can be separated on SDS-PAGE

• Binding of SDS masks the intrinsic charge of the protein and causes it to migrate towards the positive 
electrode during SDS-PAGE


• Proteins with the same size move at the same speed


• they are unfolded so their shape is the same


• they bind the same amount of SDS so their charge is the same
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Proteins can be separated on SDS-PAGE

• Larger proteins are retarded more than small ones in the acrylamide 
mesh


• Proteins can be stained (for example using Coomassie blue)

  453

in a cell or even in an organelle. In contrast, two-dimensional gel electrophore-
sis, which combines two di!erent separation procedures, can resolve up to 2000 
proteins in the form of a two-dimensional protein map.

In the "rst step, the proteins are separated by their intrinsic charges. #e sam-
ple is dissolved in a small volume of a solution containing a nonionic (uncharged) 
detergent, together with β-mercaptoethanol and the denaturing reagent urea. 
#is solution solubilizes, denatures, and dissociates all the polypeptide chains 
but leaves their intrinsic charge unchanged. #e polypeptide chains are then 
separated in a pH gradient by a procedure called isoelectric focusing, which takes 
advantage of the variation in the net charge on a protein molecule with the pH of 
its surrounding solution. Every protein has a characteristic isoelectric point, the 
pH at which the protein has no net charge and therefore does not migrate in an 
electric "eld. In isoelectric focusing, proteins are separated electrophoretically in 
a narrow tube of polyacrylamide gel in which a gradient of pH is established by 
a mixture of special bu!ers. Each protein moves to a position in the gradient that 
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Figure 8–13 SDS polyacrylamide-gel electrophoresis (SDS-PAGE). (A) An 
electrophoresis apparatus. (B) Individual polypeptide chains form a complex 
with negatively charged molecules of sodium dodecyl sulfate (SDS) and 
therefore migrate as a negatively charged SDS–protein complex through a 
porous gel of polyacrylamide. Because the speed of migration under these 
conditions is greater the smaller the polypeptide, this technique can be used 
to determine the approximate molecular weight of a polypeptide chain as 
well as the subunit composition of a protein. If the protein contains a large 
amount of carbohydrate, however, it will move anomalously on the gel and its 
apparent molecular weight estimated by SDS-PAGE will be misleading. Other 
modifications, such as phosphorylation, can also cause small changes in a 
protein’s migration in the gel.

Figure 8–14 Analysis of protein samples by SDS polyacrylamide-gel 
electrophoresis. The photograph shows a Coomassie-stained gel that 
has been used to detect the proteins present at successive stages in the 
purification of an enzyme. The leftmost lane (lane 1) contains the complex 
mixture of proteins in the starting cell extract, and each succeeding lane 
analyzes the proteins obtained after a chromatographic fractionation of the 
protein sample analyzed in the previous lane (see Figure 8–10). The same 
total amount of protein (10 μg) was loaded onto the gel at the top of each 
lane. Individual proteins normally appear as sharp, dye-stained bands; a band 
broadens, however, when it contains a large amount of protein. (From  
T. Formosa and B.M. Alberts, J. Biol. Chem. 261:6107–6118, 1986.)
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in a cell or even in an organelle. In contrast, two-dimensional gel electrophore-
sis, which combines two di!erent separation procedures, can resolve up to 2000 
proteins in the form of a two-dimensional protein map.

In the "rst step, the proteins are separated by their intrinsic charges. #e sam-
ple is dissolved in a small volume of a solution containing a nonionic (uncharged) 
detergent, together with β-mercaptoethanol and the denaturing reagent urea. 
#is solution solubilizes, denatures, and dissociates all the polypeptide chains 
but leaves their intrinsic charge unchanged. #e polypeptide chains are then 
separated in a pH gradient by a procedure called isoelectric focusing, which takes 
advantage of the variation in the net charge on a protein molecule with the pH of 
its surrounding solution. Every protein has a characteristic isoelectric point, the 
pH at which the protein has no net charge and therefore does not migrate in an 
electric "eld. In isoelectric focusing, proteins are separated electrophoretically in 
a narrow tube of polyacrylamide gel in which a gradient of pH is established by 
a mixture of special bu!ers. Each protein moves to a position in the gradient that 
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therefore migrate as a negatively charged SDS–protein complex through a 
porous gel of polyacrylamide. Because the speed of migration under these 
conditions is greater the smaller the polypeptide, this technique can be used 
to determine the approximate molecular weight of a polypeptide chain as 
well as the subunit composition of a protein. If the protein contains a large 
amount of carbohydrate, however, it will move anomalously on the gel and its 
apparent molecular weight estimated by SDS-PAGE will be misleading. Other 
modifications, such as phosphorylation, can also cause small changes in a 
protein’s migration in the gel.

Figure 8–14 Analysis of protein samples by SDS polyacrylamide-gel 
electrophoresis. The photograph shows a Coomassie-stained gel that 
has been used to detect the proteins present at successive stages in the 
purification of an enzyme. The leftmost lane (lane 1) contains the complex 
mixture of proteins in the starting cell extract, and each succeeding lane 
analyzes the proteins obtained after a chromatographic fractionation of the 
protein sample analyzed in the previous lane (see Figure 8–10). The same 
total amount of protein (10 μg) was loaded onto the gel at the top of each 
lane. Individual proteins normally appear as sharp, dye-stained bands; a band 
broadens, however, when it contains a large amount of protein. (From  
T. Formosa and B.M. Alberts, J. Biol. Chem. 261:6107–6118, 1986.)
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in a cell or even in an organelle. In contrast, two-dimensional gel electrophore-
sis, which combines two di!erent separation procedures, can resolve up to 2000 
proteins in the form of a two-dimensional protein map.

In the "rst step, the proteins are separated by their intrinsic charges. #e sam-
ple is dissolved in a small volume of a solution containing a nonionic (uncharged) 
detergent, together with β-mercaptoethanol and the denaturing reagent urea. 
#is solution solubilizes, denatures, and dissociates all the polypeptide chains 
but leaves their intrinsic charge unchanged. #e polypeptide chains are then 
separated in a pH gradient by a procedure called isoelectric focusing, which takes 
advantage of the variation in the net charge on a protein molecule with the pH of 
its surrounding solution. Every protein has a characteristic isoelectric point, the 
pH at which the protein has no net charge and therefore does not migrate in an 
electric "eld. In isoelectric focusing, proteins are separated electrophoretically in 
a narrow tube of polyacrylamide gel in which a gradient of pH is established by 
a mixture of special bu!ers. Each protein moves to a position in the gradient that 
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electrophoresis apparatus. (B) Individual polypeptide chains form a complex 
with negatively charged molecules of sodium dodecyl sulfate (SDS) and 
therefore migrate as a negatively charged SDS–protein complex through a 
porous gel of polyacrylamide. Because the speed of migration under these 
conditions is greater the smaller the polypeptide, this technique can be used 
to determine the approximate molecular weight of a polypeptide chain as 
well as the subunit composition of a protein. If the protein contains a large 
amount of carbohydrate, however, it will move anomalously on the gel and its 
apparent molecular weight estimated by SDS-PAGE will be misleading. Other 
modifications, such as phosphorylation, can also cause small changes in a 
protein’s migration in the gel.

Figure 8–14 Analysis of protein samples by SDS polyacrylamide-gel 
electrophoresis. The photograph shows a Coomassie-stained gel that 
has been used to detect the proteins present at successive stages in the 
purification of an enzyme. The leftmost lane (lane 1) contains the complex 
mixture of proteins in the starting cell extract, and each succeeding lane 
analyzes the proteins obtained after a chromatographic fractionation of the 
protein sample analyzed in the previous lane (see Figure 8–10). The same 
total amount of protein (10 μg) was loaded onto the gel at the top of each 
lane. Individual proteins normally appear as sharp, dye-stained bands; a band 
broadens, however, when it contains a large amount of protein. (From  
T. Formosa and B.M. Alberts, J. Biol. Chem. 261:6107–6118, 1986.)
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2D-gel electrophoresis

• Two proteins can have the same size/shape/mass but a different intrinsic charge


• 2D-gel electrophoresis combines two separation methods


• D1: separation by intrinsic charge


• D2: classical SDS-PAGE

454 Chapter 8:  Analyzing Cells, Molecules, and Systems

corresponds to its isoelectric point and remains there (Figure 8–15). !is is the 
"rst dimension of two-dimensional polyacrylamide-gel electrophoresis.

In the second step, the narrow tube gel containing the separated proteins is 
again subjected to electrophoresis but in a direction that is at a right angle to the 
direction used in the "rst step. !is time SDS is added, and the proteins separate 
according to their size, as in one-dimensional SDS-PAGE: the original tube gel is 
soaked in SDS and then placed along the top edge of an SDS polyacrylamide-gel 
slab, through which each polypeptide chain migrates to form a discrete spot. !is 
is the second dimension of two-dimensional polyacrylamide-gel electrophore-
sis. !e only proteins left unresolved are those that have both identical sizes and 
identical isoelectric points, a relatively rare situation. Even trace amounts of each 
polypeptide chain can be detected on the gel by various staining procedures—or 
by autoradiography if the protein sample was initially labeled with a radioisotope 
(Figure 8–16). !e technique has such great resolving power that it can distin-
guish between two proteins that di#er in only a single charged amino acid, or a 
single negatively charged phosphorylation site. 

Specific Proteins Can Be Detected by Blotting with Antibodies
A speci"c protein can be identi"ed after its fractionation on a polyacrylamide 
gel by exposing all the proteins present on the gel to a speci"c antibody that has 
been labeled with a radioactive isotope or a $uorescent dye. !is procedure is 
normally carried out after transferring all of the separated proteins present in the 

Figure 8–15 Separation of protein 
molecules by isoelectric focusing. 
At low pH (high H+ concentration), the 
carboxylic acid groups of proteins tend to 
be uncharged (–COOH) and their nitrogen-
containing basic groups fully charged (for 
example, –NH3

+), giving most proteins 
a net positive charge. At high pH, the 
carboxylic acid groups are negatively 
charged (–COO–) and the basic groups 
tend to be uncharged (for example, –NH2), 
giving most proteins a net negative charge. 
At its isoelectric pH, a protein has no net 
charge since the positive and negative 
charges balance. Thus, when a tube 
containing a fixed pH gradient is subjected 
to a strong electric field in the appropriate 
direction, each protein species migrates 
until it forms a sharp band at its isoelectric 
pH, as shown.
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Figure 8–16 Two-dimensional 
polyacrylamide-gel electrophoresis.  
All the proteins in an E. coli bacterial cell are 
separated in this gel, in which each spot 
corresponds to a different polypeptide chain. 
The proteins were first separated on the 
basis of their isoelectric points by isoelectric 
focusing in the horizontal dimension. They 
were then further fractionated according to 
their molecular mass by electrophoresis from 
top to bottom in the presence of SDS. Note 
that different proteins are present in very 
different amounts. The bacteria were fed with 
a mixture of radioisotope-labeled amino acids 
so that all of their proteins were radioactive 
and could be detected by autoradiography. 
(Courtesy of Patrick O’Farrell.)
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2D-gel electrophoresis

• Two proteins can have the same size/shape/mass/charge


• 2D-gel electrophoresis combines two separation methods


• D1: separation by intrinsic charge


• D2: classical SDS-PAGE

454 Chapter 8:  Analyzing Cells, Molecules, and Systems

corresponds to its isoelectric point and remains there (Figure 8–15). !is is the 
"rst dimension of two-dimensional polyacrylamide-gel electrophoresis.

In the second step, the narrow tube gel containing the separated proteins is 
again subjected to electrophoresis but in a direction that is at a right angle to the 
direction used in the "rst step. !is time SDS is added, and the proteins separate 
according to their size, as in one-dimensional SDS-PAGE: the original tube gel is 
soaked in SDS and then placed along the top edge of an SDS polyacrylamide-gel 
slab, through which each polypeptide chain migrates to form a discrete spot. !is 
is the second dimension of two-dimensional polyacrylamide-gel electrophore-
sis. !e only proteins left unresolved are those that have both identical sizes and 
identical isoelectric points, a relatively rare situation. Even trace amounts of each 
polypeptide chain can be detected on the gel by various staining procedures—or 
by autoradiography if the protein sample was initially labeled with a radioisotope 
(Figure 8–16). !e technique has such great resolving power that it can distin-
guish between two proteins that di#er in only a single charged amino acid, or a 
single negatively charged phosphorylation site. 

Specific Proteins Can Be Detected by Blotting with Antibodies
A speci"c protein can be identi"ed after its fractionation on a polyacrylamide 
gel by exposing all the proteins present on the gel to a speci"c antibody that has 
been labeled with a radioactive isotope or a $uorescent dye. !is procedure is 
normally carried out after transferring all of the separated proteins present in the 

Figure 8–15 Separation of protein 
molecules by isoelectric focusing. 
At low pH (high H+ concentration), the 
carboxylic acid groups of proteins tend to 
be uncharged (–COOH) and their nitrogen-
containing basic groups fully charged (for 
example, –NH3

+), giving most proteins 
a net positive charge. At high pH, the 
carboxylic acid groups are negatively 
charged (–COO–) and the basic groups 
tend to be uncharged (for example, –NH2), 
giving most proteins a net negative charge. 
At its isoelectric pH, a protein has no net 
charge since the positive and negative 
charges balance. Thus, when a tube 
containing a fixed pH gradient is subjected 
to a strong electric field in the appropriate 
direction, each protein species migrates 
until it forms a sharp band at its isoelectric 
pH, as shown.
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Figure 8–16 Two-dimensional 
polyacrylamide-gel electrophoresis.  
All the proteins in an E. coli bacterial cell are 
separated in this gel, in which each spot 
corresponds to a different polypeptide chain. 
The proteins were first separated on the 
basis of their isoelectric points by isoelectric 
focusing in the horizontal dimension. They 
were then further fractionated according to 
their molecular mass by electrophoresis from 
top to bottom in the presence of SDS. Note 
that different proteins are present in very 
different amounts. The bacteria were fed with 
a mixture of radioisotope-labeled amino acids 
so that all of their proteins were radioactive 
and could be detected by autoradiography. 
(Courtesy of Patrick O’Farrell.)
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Detecting proteins by Western Blot

• A specific protein can be 
detected on an SDS-PAGE 
using a specific labelled 
antibody


• Transfer of the proteins from the 
gel onto a nitrocellulose/nylon 
membrane using an electric 
current


• The membrane is soaked in 
antibody solution

https://www.biomol.com/resources/applications/western-blot/



Detecting proteins by Western Blot

https://www.labmanager.com/southern-vs-northern-vs-western-blotting-techniques-854
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Purifying CnoX*

CnoX
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Test it biochemically
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Using purified CnoX for biochemical tests*
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V. Molecular and Cellular Biology in the lab
1. Model organisms


2. Cell cultures


3. Studying proteins 

‣ Protein sequence


‣ Protein purification


‣ Protein visualization


‣ Protein structure 

‣ Mass spectrometry
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Solving protein structures

➡ Mapping the precise position of each amino-acid within the 3D structure


• AlphaFold


• X-ray cristallography


• Nuclear Magnetic Resonance Spectroscopy


• CryoEM
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AlphaFold

! prediction of the structure
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CnoX

AlphaFold



52

X-ray cristallography
• X-rays are a form of electromagnetic radiation with short wavelength (~0,1 nm)


• If a narrow beam of X-rays is directed at a sample of pure proteins, most pass through it but a small fraction is 
scattered by the atoms of the protein


• If the sample is a well-ordered crystal, the scattered waves reinforce each other and diffraction spots appear 
on the detector

  461

NMR Can Be Used to Determine Protein Structure in Solution
Nuclear magnetic resonance (NMR) spectroscopy has been widely used for 
many years to analyze the structure of small molecules, small proteins, or protein 
domains. Unlike x-ray crystallography, NMR does not depend on having a crys-
talline sample. It simply requires a small volume of concentrated protein solu-
tion that is placed in a strong magnetic !eld; indeed, it is the main technique that 
yields detailed evidence about the three-dimensional structure of molecules in 
solution.

Certain atomic nuclei, particularly hydrogen nuclei, have a magnetic moment 
or spin: that is, they have an intrinsic magnetization, like a bar magnet. "e spin 
aligns along the strong magnetic !eld, but it can be changed to a misaligned, 
excited state in response to applied radiofrequency (RF) pulses of electromag-
netic radiation. When the excited hydrogen nuclei return to their aligned state, 
they emit RF radiation, which can be measured and displayed as a spectrum. "e 
nature of the emitted radiation depends on the environment of each hydrogen 
nucleus, and if one nucleus is excited, it in#uences the absorption and emission 
of radiation by other nuclei that lie close to it. It is consequently possible, by an 
ingenious elaboration of the basic NMR technique known as two-dimensional 
NMR, to distinguish the signals from hydrogen nuclei in di$erent amino acid resi-
dues, and to identify and measure the small shifts in these signals that occur when 
these hydrogen nuclei lie close enough together to interact. Because the size of 
such a shift reveals the distance between the interacting pair of hydrogen atoms, 
NMR can provide information about the distances between the parts of the pro-
tein molecule. By combining this information with a knowledge of the amino acid 

ANALYZING PROTEINS
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Figure 8–21 X-ray crystallography. (A) A narrow beam of x-rays is directed 
at a well-ordered crystal (B). Shown here is a protein crystal of ribulose 
bisphosphate carboxylase, an enzyme with a central role in CO2 fixation 
during photosynthesis. The atoms in the crystal scatter some of the beam, 
and the scattered waves reinforce one another at certain points and appear 
as a pattern of diffraction spots (C). This diffraction pattern, together with 
the amino acid sequence of the protein, can be used to produce an atomic 
model (D). The complete atomic model is hard to interpret, but this simplified 
version, derived from the x-ray diffraction data, shows the protein’s structural 
features clearly (α helices, green; β strands, red). The components pictured in 
A to D are not shown to scale. (B, courtesy of C. Branden; C, courtesy of J. 
Hajdu and I. Andersson; D, adapted from original provided by B. Furugren.)
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• Slowest step: getting a protein crystal (large amounts of very pure protein)


• The position and intensity of each spot of the diffraction pattern contain information on the location of the 
atoms in the crystal


• Computational methods to generate a 3D electron-density map


• By trial and error, the map and sequence are correlated by a computer to provide the best possible fit

https://macromoltek.medium.com/what-is-x-ray-crystallography-1e186bc3d180

X-ray cristallography
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Using purified CnoX to solve its 3D structure*
Solve its 3D-structure (cristallography)

This aggregation increases the light scattering of the solution, as
measured with a spectrophotometer. When incubated with a
protein exhibiting holdase activity, CS is stabilized and protected
from aggregation. Here YbbNwas unable to suppress the aggre-
gation of CS even at high concentrations (Figure 2C), which
suggests that it has no holdase activity.

Interestingly, although the vast majority of E. coli proteins are
damaged by HOCl (Winter et al., 2008), a handful of them,
including Hsp33 (Winter et al., 2008), become activated when
exposed to this compound (Drazic et al., 2013; Gray et al.,
2013b; M€uller et al., 2014; Parker et al., 2013). To investigate
the effect of HOCl on YbbN, the protein was treated with 2 mM
HOCl for 10 min (YbbNHOCl) and used in CS aggregation assays.
Remarkably, YbbNHOCl, which remained monomeric in solution
(Figure 2D), efficiently protected CS from thermally induced
aggregation (Figure 2E). A similar result was obtained when CS
was first unfolded by guanidine hydrochloride and then diluted
into a buffer to induce aggregation (Figure 2F). In both cases, a
1:1 molar ratio of YbbNHOCl to CS was sufficient to nearly
completely suppress aggregation (Figures 2E and 2F), an effect
even stronger than that described for Hsp33 (Jakob et al., 1999).
In addition, YbbNHOCl efficiently suppressed the aggregation of
luciferase, another common substrate for holdase assays, indi-
cating that YbbNHOCl was active for structurally distinct proteins

(Figure 2G). When we measured the kinetics of the activation
of YbbN by HOCl, we found that the protein was rapidly
activated, reaching 100% holdase activity within the first 5 s of
treatment (Figure 2H) with a 10-fold molar excess of HOCl
(Figure 2I). This activation was specific to HOCl; other oxidizing
compounds, such as H2O2 and diamide, had no effect (Fig-
ure 2J). Addition of ATP had no effect on activity, consistent
with YbbNHOCl acting as a holdase (Figure 2K). Taken together,
these results show that YbbN is a potent holdase for structurally
distinct substrates when specifically activated by HOCl.

YbbN Is Activated by the Reversible Chlorination of
Several Residues in Its TPR Domain
We next sought to determine how HOCl turns YbbN into an
efficient holdase. To date, HOCl has been shown to activate
proteins using two distinct mechanisms. In the first mechanism,
activation occurs via the oxidation of specific residues. For
example, the oxidation of two conserved cysteines in Hsp33
triggers the cascade that activates its holdase function (Barbirz
et al., 2000; Jakob et al., 1999, 2000). A second example of
the first mechanism involves HypT, a transcription factor that
responds to HOCl stress (Drazic et al., 2013). In this case, activa-
tion occurs via HOCl-induced oxidation of methionines to methi-
onine sulfoxides in HypT, allowing the formation of oligomers

Figure 1. YbbN Is Required for Protection
against HOCl Stress
(A) Structure of YbbN (PDB: 3QOU; Lin and Wil-

son, 2011). Cys38 is shown in yellow and Cys63 in

blue. See also Figure S1.

(B) Growth curves of WT cells harboring an empty

vector (EV) (black), DybbN cells + EV (orange), and

DybbN cells expressing WT YbbN in trans (blue)

show thatDybbN cells are highly sensitive toHOCl.

Cells were grown in M9 + glucose medium after

adding 2 mM HOCl. Optical density 600 (OD600)

was measured for 450 min. This graph shows the

meanof three independent experiments; error bars

represent SEM. See also Figure S2.

(C) Colony phenotypes of a WT strain + EV,

DybbN + EV, and a DybbN expressing WT YbbN in

trans show that the DybbN strain is highly sensitive

to HOCl. Cells were initially grown in M9 + glucose

medium. At OD600 = 0.3, cells were treated with

2 mM HOCl for 10 min, and serial dilutions (10!2,

10!3, 10!4, and10!5) were plated on a lysogeny

broth (LB) agar plate and incubated overnight. This

experiment was performed in triplicate, and repre-

sentative results are shown. See also Figure S2.

(D) HOCl induces the expression of YbbN. The

ybbN promoter was cloned in a vector encoding

GFPmut2. Liquid cultures of the strain containing

this plasmid were treated at mid-log phase with

2 mM HOCl, 10 mM H2O2, or 2 mM paraquat.

OD600 and fluorescence481/535 nm, which were

measured with a Biotek Synergy H1 hybrid mi-

croplate reader for 10 min to calculate the relative

GFPmut2 production (dGFP/dt/OD600), indicate

that the ybbN promoter responds to HOCl. This

graph shows the mean of three independent

experiments; error bars represent SEM. Differ-

ence were tested for significance with Student’s

t test (ns, not significant; p > 0.05, **p < 0.01).

616 Molecular Cell 70, 614–627, May 17, 2018
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Nuclear magnetic resonance spectroscopy (NMR)

• Does not depend on a protein crystal


• Only suited for small proteins (< 50 kDa)


• Requires a small volume of a concentrated protein placed in a strong magnetic field


• Hydrogen nuclei behave as magnets and spin when exposed to magnetic field. The way they spin 
depends on their environment


• Interested to know more? https://www.youtube.com/watch?v=Sn3dNMv-67k

https://www.youtube.com/watch?v=Sn3dNMv-67k
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Cryo-Electron Microscopy (CryoEM)

• Technique that uses an electron microscope to image samples that are rapidly frozen in a thin layer of ice


• Unlike X-ray crystallography, CryoEM does not require crystals, making it ideal for large or flexible complexes


•  Sample prep: 

1. purified protein or complex is applied to a tiny grid


2. the grid is plunged into liquid ethane to freeze the sample

➡ molecules are trapped in random orientations, this can capture multiple conformations, if any. 


•  Data collection: 

1. The sample is loaded in a cryo electron microscope and an electron beam passes through the sample


2. An electron detector captures thousands to millions of 2D projections of images in different orientations
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Cryo-Electron Microscopy (CryoEM)

•  Image processing 

1. the software identifies and “cuts-

out” the particles (protein projections)


2. 2D classification: the similar 2D 

particles are averaged together (2D 

class averages) to enhance signal 

and reduce noise


3. 3D reconstruction using 2D 

projections


4. Building of an atomic model into 

the density
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Have a nice day! 
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