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Learning outcomes

• Explain defective DNA synthesis as the unifying mechanism of megaloblastosis.

• Recognize macro-ovalocytes, hypersegmented neutrophils, and marrow 
dysmaturation.

• Classify major vitamin B12– and folate-related etiologies.

• Integrate the peripheral smear, marrow findings, and clinical context.



Where megaloblastic anemia fits

Anemia

Diminished erythrocyte 
production

Nutritional deficiencies
Chronic inflammation / renal 

failure
Marrow failure / infiltration

Megaloblastic anemia is a major nutritional/antimetabolite pattern of ineffective hematopoiesis.



Definition: A DNA-synthesis disorder

• Megaloblastic anemia comprises disorders with impaired DNA synthesis in 
proliferating hematopoietic cells.

• Large erythroid precursors and circulating erythrocytes are characteristic.

• Ineffective hematopoiesis results from maturational failure and intramedullary 
precursor death.

• Folate and vitamin B12 deficiency are the principal nutritional causes.



The common pathogenetic sequence

Folate or B12 deficit
Insufficient thymidine 

synthesis
Delayed nuclear 

division
Megaloblastosis + cell 

loss

• Cytoplasmic maturation proceeds despite inadequate nuclear DNA replication.

• Marrow expansion cannot compensate for precursor loss.



Why nuclear and cytoplasmic maturation diverge

DNA synthesis inadequate Hemoglobin accumulation continues

Nucleus stays immature
(fine chromatin)

Cytoplasm becomes
Hemoglobinized

Nuclear–cytoplasmic asynchrony



Folate, B12, and thymidine synthesis

Active folate pool One-carbon transfer DUMP → dTMP DNA synthesis

• Folate derivatives provide one-carbon units used in thymidine synthesis.

• Vitamin B12 supports regeneration of metabolically useful folate.

• Disruption at either level slows nuclear maturation.



The lesion affects all rapidly dividing lineages

Defective DNA synthesis

Erythroid precursors

Megaloblasts → macro-
ovalocytes

Granulocytic precursors

Giant forms → 
hypersegmentation

Megakaryocytes

Large cells; Bizarre 
multilobation

One biochemical defect produces morphology across more than one marrow lineage.



Ineffective hematopoiesis is central

• Erythropoietin and other growth factors drive marrow precursor proliferation.

• Many precursors undergo apoptosis before entering the blood.

• The peripheral reticulocyte response remains low despite marrow hypercellularity.

• Severe cases may produce concurrent anemia, leukopenia, and 
thrombocytopenia.



Etiologic framework

Megaloblastic anemia

Vitamin B12 deficiency

Dietary shortage or 
impaired uptake

Folate deficiency

Intake, absorption, 
demand, loss

Other DNA-synthesis 
inhibition

Antimetabolite / drug 
effects



Vitamin B12 deficiency: Intake

• Animal foods provide most dietary cobalamin.

• Long-term inadequate intake is a recognized cause of deficiency.

• Strictly animal-product-free diets require particular attention to B12 availability.

• Hepatic storage makes the interval between reduced intake and overt deficiency 
prolonged.



B12 absorption is a multistep pathway

Food-bound B12 Gastric release
Intrinsic factor 

binding
Terminal ileal uptake

• Gastric parietal cells provide intrinsic factor.

• Ileal transport permits subsequent systemic delivery by transcobalamin II.



Intrinsic factor failure compromises uptake

• Autoimmune pernicious anemia destroys the intrinsic-factor-producing gastric 
mucosa.

• Gastrectomy may eliminate intrinsic factor production.

• B12 deficiency reflects impaired delivery to marrow rather than lack of marrow 
demand.



Intestinal causes of B12 malabsorption

• Terminal ileal resection interrupts the normal absorption pathway.

• Ileitis and diffuse intestinal disease may interfere with absorption.

• Systemic sclerosis and intestinal lymphoma are examples in the Robbins etiology 
table.

• The anatomical site of disease helps identify the likely deficient nutrient.



Competition for intestinal B12

• Fish tapeworm infestation can consume available luminal vitamin B12.

• Bacterial overgrowth in blind loops or intestinal diverticula can reduce vitamin 
availability.

• Clinical interpretation requires identifying the underlying gut disorder.



B12 deficiency: Locate the point of failure

Input

Inadequate diet

Gastric step

Pernicious anemia

Gastrectomy

Ileal step

Ileitis

Ileal resection

Luminal competition

Fish tapeworm

Bacterial overgrowth

Mechanistic localization is more informative than simply listing a low B12 concentration.



Folate deficiency: Dietary intake

• Poor-quality diets and chronic alcohol use are important etiologic settings.

• Infancy is included among conditions associated with reduced intake.

• Folate stores are relatively limited compared with vitamin B12 stores.

• Inadequate intake may therefore manifest over weeks to months.



Folate malabsorption and drug effects

• Diseases involving intestinal mucosa may impair folate uptake.

• Intrinsic intestinal disease and malabsorption states appear in the etiologic 
classification.

• Anticonvulsants and oral contraceptives as potential contributors.



Folate deficiency: Increased utilization

• Pregnancy and infancy increase the demand for DNA synthesis.

• Accelerated hematopoiesis raises folate requirements.

• Disseminated cancer is another setting of increased cellular proliferation.

• Relative deficiency is possible even when habitual intake is unchanged.



Folate deficiency: Loss and antagonism

• Hemodialysis is listed as a setting of increased folate loss.

• Folate antagonists may block its metabolic utilization.

• Methotrexate inhibits dihydrofolate reductase and depletes usable 
tetrahydrofolate.

• Resulting DNA-synthesis failure affects hematopoietic and other proliferating cells.



Major folate deficiency mechanisms

Low intake

Poor diet

Alcohol-related 
malnutrition

Poor uptake / loss

Intestinal disease

Hemodialysis

Excess demand

Pregnancy / infancy

Active hematopoiesis

Blocked metabolism

Folate antagonists

Other antimetabolites



Antimetabolites can imitate nutritional deficiency

Methotrexate
Dihydrofolate 

reductase inhibited
Active folate pool falls

DTMP / DNA synthesis 
falls

• Morphologic megaloblastosis is a phenotype, not proof of poor vitamin intake.

• Medication history belongs in etiologic assessment.



B12 and folate: Different origins, shared endpoint

Vitamin B12 deficit Folate deficit

Reduced effective folate-dependent dTMP synthesis

Megaloblastosis and ineffective hematopoiesis



Peripheral blood: Defining pattern

• Macro-ovalocytes are characteristic enlarged, oval erythrocytes.

• Anisocytosis and poikilocytosis are often conspicuous.

• Neutrophils may be enlarged with excessive nuclear segmentation.

• A low reticulocyte count indicates inadequate effective production.



Macro-ovalocytes versus ordinary erythrocytes

Normal erythrocytes Macro-ovalocytes

Rounder cells; Central pallor Larger, oval cells; Little central pallor

Schematic drawings—not peripheral blood photomicrographs.



Macro-ovalocytes: Why their appearance matters

• Inadequate precursor nuclear division contributes to increased erythrocyte size.

• Oval cell shape is more suggestive of megaloblastosis than macrocytosis alone.

• Smear morphology gives a cellular explanation for the macrocytic blood-count 
pattern.



Apparent hyperchromia is not raised MCHC

• Large macrocytes contain relatively abundant hemoglobin.

• Reduced central pallor can create a visually hyperchromic appearance.

• The mean corpuscular hemoglobin concentration is not elevated.

• Optical appearance and measured hemoglobin concentration must not be 
conflated.



Anisocytosis and poikilocytosis

Anisocytosis: Variation in 
erythrocyte size

Poikilocytosis: Variation in 
erythrocyte shape

Schematic: Variation is emphasized; Cells are not scaled as measured specimens.



A low reticulocyte count is mechanistic evidence

• Effective red-cell output is low despite a reactive, expanded marrow.

• Reticulocytes therefore do not rise as expected for the severity of anemia.

• This distinguishes ineffective production from a robust regenerative response.



Nucleated red cells may enter circulation

• Severe megaloblastic anemia can be accompanied by circulating nucleated 
erythroid precursors.

• This finding is not obligatory and should be assessed with the rest of the smear.

• It reflects markedly disturbed hematopoiesis rather than a separate diagnosis.



Hypersegmented neutrophils: Recognition

Usual segmentation Hypersegmentation

Approximately 3–4 nuclear lobes 5 or more nuclear lobes



Granulocyte nuclear segmentation: Interpretation

• Neutrophils with five or more nuclear lobules.

• A six-lobed neutrophil is illustrated in the original textbook figure.

• Hypersegmentation supports disordered nuclear maturation across hematopoietic 
lineages.

• The smear suggests megaloblastosis but does not independently identify its cause.



Read the peripheral smear systematically

Erythrocyte size
Cell shape + central 

pallor
Neutrophil lobes

Reticulocyte 
response

• Identify the combined pattern rather than one isolated feature.

• The smear pattern guides, but does not replace, etiologic testing.



Marrow hypercellularity: The compensatory response

• The marrow is usually markedly hypercellular with expanded hematopoietic 
precursors.

• Increased erythropoietin and other growth-factor signals promote precursor 
proliferation.

• Hypercellularity is not synonymous with effective erythrocyte output.



Promegaloblasts: Characteristic nuclear state

Primitive erythroid precursor

• Enlarged precursor cell

• Deeply basophilic cytoplasm

• Prominent nucleoli and fine chromatin

Native schematic of a precursor cell—not a marrow aspirate photograph.



Normal maturation versus megaloblastosis

Normal normoblast Megaloblast

Chromatin becomes condensed Chromatin remains relatively fine

Schematic cell drawings, not hematologic specimens.



Nuclear–cytoplasmic asynchrony

• Cytoplasmic maturation and hemoglobin accumulation proceed.

• Nuclear chromatin remains abnormally immature because DNA synthesis is 
delayed.

• The mismatch persists as erythroid precursors progress toward later stages.

• This is the defining cellular explanation for marrow megaloblastosis.



Megaloblasts throughout erythroid maturation

Early erythroid precursor Hemoglobinized precursor Persistent immature nucleus

Schematic: Cell stage is indicated conceptually; Nuclear immaturity persists.



Orthochromatic megaloblast: The paradox

• Hemoglobinized cytoplasm indicates advanced cytoplasmic differentiation.

• The nucleus remains less condensed than a normal orthochromatic normoblast.

• This contrast is a practical way to recognize megaloblastosis in marrow aspirates.



Granulocytic precursor abnormalities

• Defective DNA synthesis produces dysmaturation in the myeloid series.

• Giant metamyelocytes and enlarged band forms are characteristic marrow 
abnormalities.

• The simultaneous erythroid and myeloid changes reinforce a global maturation 
defect.



Megakaryocyte abnormalities

• Megakaryocytes may be abnormally large.

• Bizarre multilobate nuclei can be present.

• The finding broadens the concept of megaloblastosis beyond erythrocytes.

• Marrow interpretation should consider the entire cellular context.



Three-lineage dysmaturation

Lineage Source-described finding Why it arises

Erythroid Megaloblasts; Fine chromatin Delayed nuclear maturation

Granulocytic Giant metamyelocytes and bands Impaired nuclear DNA synthesis

Megakaryocytic Large, multilobated forms Abnormal maturation

Not all features must be present in every sample; Clinical and laboratory context is essential.



Why an expanded marrow still causes anemia

Growth-factor 
stimulus

Marked precursor 
proliferation

Intra-marrow 
apoptosis

Low effective red-cell 
output

• The bottleneck is successful maturation, not initial recruitment.

• Low reticulocytes and hypercellularity coexist without contradiction.



Intramedullary precursor death

• Severely impaired DNA synthesis blocks mitotic progression.

• Many precursors undergo apoptosis within the marrow.

• Ineffective hematopoiesis is therefore a cell-production failure despite increased 
cellularity.



Pancytopenia follows multilineage impairment

Defective DNA synthesis in marrow

Erythroid failure

Anemia

Myeloid failure

Leukopenia

Megakaryocytic impairment

Thrombocytopenia

Pancytopenia can occur in severe cases; Anemia may predominate.



The contribution of peripheral red-cell loss

• The textbook also describes a mild degree of red-cell hemolysis.

• Its precise etiology is not established in the source.

• The dominant mechanism remains ineffective hematopoiesis.

• Do not infer primary hemolytic anemia from this secondary contribution alone.



Blood–marrow paradox

Inside the bone marrow

Hypercellular appearance

Excess precursors

Prominent dysmaturation

Intramedullary apoptosis

In circulating blood

Anemia ± other cytopenias

Low reticulocyte count

Macro-ovalocytes

Hypersegmented neutrophils

The central explanation is ineffective hematopoiesis: Cells expand but fail to emerge as mature blood cells.



Clinical presentation: Impaired oxygen delivery

• Reduced circulating erythrocyte mass produces the clinical syndrome of anemia.

• Progressive fatigue and reduced exercise tolerance may develop as anemia 
worsens.

• Associated symptoms depend on the underlying B12/folate cause and severity.



Pernicious anemia is one cause, not a synonym

Megaloblastic anemia

Vitamin B12 deficiency Folate deficiency DNA-synthesis inhibitors

Pernicious anemia
(autoimmune IF deficiency)



Pernicious anemia: Gastric mechanism

• Autoimmune gastritis damages the gastric fundic mucosa.

• Loss of parietal cells reduces intrinsic factor secretion.

• Intestinal B12 uptake falls, impairing DNA synthesis in marrow precursors.

• Its autoimmune gastric pathology is distinct from the resulting blood morphology.



Neurologic impairment points toward B12 deficiency

• Vitamin B12 deficiency can affect the dorsal and lateral spinal cord tracts.

• Sensory ataxia, paresthesias, and spastic signs may accompany the anemia.

• Neurologic injury may occur without prominent hematologic manifestations.

• The source does not establish methylmalonate toxicity as a settled mechanism.



Folate deficiency: Hematology without B12 neuropathy

• Folate deficiency produces the same megaloblastic blood and marrow pattern.

• It does not produce the characteristic neurologic findings of B12 deficiency.

• Hematologic appearance alone cannot distinguish the two deficiencies.

• Differentiation requires an etiologic and biochemical assessment.



Biochemical testing: Why patterns differ

Finding Vitamin B12 deficiency Folate deficiency

Megaloblastic smear Typical Typical

Homocysteine Increased Increased

Methylmalonic acid Increased Usually normal

Characteristic neuropathy May occur Not expected

Patterns are source-described teaching distinctions; Interpret real patients in clinical context.



Methylmalonate distinguishes B12 metabolism

• Vitamin B12 is a cofactor for methylmalonyl-CoA mutase.

• Its deficiency raises methylmalonic acid levels.

• Folate deficiency generally leaves methylmalonate normal.

• This contrast helps separate two causes with nearly identical hematology.



Homocysteine alone is not a discriminator

• Methionine synthase requires vitamin B12 and folate-linked methyl transfer.

• Homocysteine rises in both B12 deficiency and folate deficiency.

• An elevated level cannot, on its own, determine which deficiency is present.



A source-based approach to a megaloblastic smear

Macro-ovalocytes + hypersegmented neutrophils

Check B12 / folate context, concentrations and medication exposure

Use homocysteine, methylmalonate and specific testing when appropriate

Teaching framework based on Robbins; Not a complete clinical guideline or laboratory protocol.



Diagnostic pitfall: Morphology does not establish cause

• The blood and marrow morphology of folate and B12 deficiency overlap.

• Antimetabolites and other inhibitors may also cause megaloblastic changes.

• Etiology requires dietary, gastrointestinal, medication, and biochemical context.

• Avoid labeling all megaloblastosis as pernicious anemia.



Diagnostic pitfall: Interpret apparent color carefully

• Reduced central pallor may make a macrocyte look deeply hemoglobinized.

• Do not interpret the appearance as an increased mean corpuscular hemoglobin 
concentration.

• Cell shape, size, segmentation, and reticulocytes provide complementary 
evidence.



Therapeutic pitfall: Folate can mask B12 anemia

• Folate administration can improve B12-deficiency hematologic abnormalities.

• Folate does not prevent the characteristic neurologic consequences of B12 
deficiency.

• Exclude B12 deficiency before treating presumed folate deficiency alone.

• This is a source-supported safety principle rather than a dosing recommendation.



Response to replacement: Reticulocyte recovery

• With effective treatment of pernicious anemia, reticulocytes increase promptly.

• A hematologic response beginning around five days after B12 administration.

• Response supports the diagnosis but does not substitute for etiologic evaluation.

• Gastric atrophy persists despite correction of the anemia.



Case 1: Gastric autoimmunity and anemia

Clinical information

Progressive macrocytic anemia

Autoimmune atrophic gastritis

Hypersegmented neutrophils

Interpretation

Loss of intrinsic factor lowers B12 uptake

DNA synthesis fails in marrow precursors

Findings fit pernicious anemia

Illustrative composite teaching scenario, not a real patient report.



Case 2: Gestation and increased folate need

Clinical information

Pregnancy increases cellular synthesis 
demands

Macro-ovalocytes and low reticulocytes

No characteristic B12 neuropathy 
described

Reasoned assessment

Folate requirement may exceed available 
supply

Look for other nutritional or absorption 
factors

Confirm the cause; Exclude coexisting B12 
deficiency

Illustrative composite teaching scenario, not a real patient report.



Case 3: Antimetabolite-associated dysmaturation

Clinical information

Folate-antagonist medication exposure

Cytopenias with giant marrow precursors

Megaloblastoid erythroid change

Mechanistic interpretation

Drug interference with usable folate

Reduced dTMP and DNA synthesis

Medication history prevents etiologic 
misclassification

Illustrative composite teaching scenario, not a real patient report.



Case 4: Severe anemia with an active marrow

Apparent paradox

Markedly hypercellular marrow

Large erythroid precursors

Low circulating reticulocytes

Pathophysiologic resolution

Precursor proliferation is increased

DNA-synthesis failure prevents 
maturation

Intramedullary apoptosis reduces blood 
output

Illustrative composite teaching scenario, not a real patient report.



Integrated mechanism–morphology map

B12 deficiency · folate deficiency · DNA-synthesis inhibitors

Thymidine synthesis deficit → nuclear–cytoplasmic asynchrony

Macro-ovalocytes
Hypersegmented 

neutrophils
Megaloblastic marrow

Low reticulocytes ±
pancytopenia



Essential recognition points

• The primary defect is impaired DNA synthesis, not abnormal hemoglobin 
concentration.

• The peripheral triad is macro-ovalocytes, neutrophil hypersegmentation, and low 
reticulocytes.

• Marrow hypercellularity coexists with ineffective erythropoiesis and 
dysmaturation.

• B12 and folate deficiency share morphology but differ in mechanism, testing, and 
neurologic risk.



References and figure provenance

• Robbins, Cotran & Kumar. Pathologic Basis of Disease. 11th ed. 2026.

• Megaloblastic Anemia: definition, Table 14.5, blood and bone marrow morphology.

• Adjacent B12/pernicious anemia and folate deficiency sections: limited clinical and 
biochemical context.

• All cell and biochemical diagrams are original, editable PowerPoint schematics; no histologic 
specimen images are reproduced.
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